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SCREENING METHODS FOR TRANSFUSION
RELATED ACUTE LUNG INJURY (TRALI)

This application claims priority to German Application
No. 10 2008 045 696.9 filed Sep. 4, 2008, which is herein
incorporated by reference in its entirety.

FIELD OF INVENTION

The invention relates to the identification of the polypep-
tide sequences of HNA-3a and HNA-3b antigens which are
implicated in the occurrence of transfusion related acute lung
injury syndrome (TRALI). This invention provides methods
and kits for screening for HNA-3a and HNA-3b specific
antibodies, HNA-3a and HNA-3b polypeptides, and HNA-3a
and HNA-3b nucleic acids in a sample of a biological tissue
intended for transplantation or transfusion. The invention also
relates to methods and kits for determining whether donor
tissues intended for transplant or transfusion will induce
TRALI The invention further provides for methods and kits
for determining the susceptibility of a human transplant or
transfusion recipient of developing TRALI

BACKGROUND

Antibodies to human neutrophil-specific antigens (HNA)
were shown to cause clinical complications such as pulmo-
nary transfusion reactions and in some cases transfusion
related acute lung injury (TRALI) (Popovsky et al. Am. Rev.
Resp. Dis. 128(1): 185-9, 1983) or causing neonatal alloim-
mune neutropenia (NAIN) (Bux, et al. Transfis. Med. 2(2):
143-9, 1992). Therefore, detection of HNA specific antibod-
ies has important clinical applications.

TRALI is a life-threatening transfusion complication and
is one ofthe most frequent causes of transfusion-related death
in the United States. TRALI is the second most frequent
transfusion-related cause of death in Europe after administra-
tion of ABO-incompatible stored blood (Holness et al. Trans-
fus Med. Rev. 18: 184-188, 2004). The risk of developing
TRALI as a complication of blood transfusion is at least
2000-times higher than contracting an HIV- or hepatitis C
infection.

TRALI 1s defined as a clinical entity consisting of sudden
acute shortness of breath within six hours after blood trans-
fusion, connected with bilateral lung infiltrations (lung
edema) with no indication of cardiac insufficiency or volume
overload (European Haemovigilance Network (EHN). Defi-
nitions of Adverse Transfusion Events available on the EHN
web site).

TRALI syndrome is difficult to diagnose, because initially
it often does not differ from a transfusion-independent lung
insufficiency (ALI) or its maximum variant ARDS (“acquired
respiratory distress syndrome™) (Popovsky & Moore, Trans-
Susion 25: 573-577, 1985). Symptoms of TRALI include
hypoxemia, tachycardia, hypotension, cyanosis and fever.
Often, TRALI is not recognized or misdiagnosed in the clinic
because the symptoms are often attributed to other causes,
such as fluid overload. TRALI has been associated with the
transfusions of all plasma containing blood components,
including whole blood, red blood concentrates, fresh frozen
plasma, whole blood derived from platelets, pooled platelets,
intravenous gamma-globulin, cryoprecipitate, stem cells and
granulocytes. TRALI is an injury to the pulmonary microvas-
cular; and therefore, treatment focuses on respiratory support
and saline infusion.

TRALI is an immune-related disorder that is primarily
associated with antibodies specific for HNA, granulocyte-
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and human leukocyte antigens (HLA) Class I. Other factors
that have induced TRALI in transfusion recipients include
biologically active lipids and HLA Class II antibodies. In
most cases, antibodies of the donor (in the donor plasma) are
transferred with the stored blood and then react with the
leucocytes (granulocytes) of the recipient. The binding of the
antibodies to the granulocytes leads to their activation and
partially to aggregation. Through the subsequent release of
the microbicidal arsenal from the granulocytes, the capillary
endothelium is damaged which results in lung edema. The
immune reaction induces complement-activated granulo-
cytes to release oxygenradicals and proteases that damage the
endothelium resulting in the extravasation of protein-rich
fluid into the pulmonary alveoli and interstitium. In addition,
antibodies within stored blood will bind to and activate granu-
locytes of the recipient resulting in the expression of adhesion
molecules (Uchiyama et al. Transfiss. Med. Rev. 8: 84-95,
1994), transmigration of granulocytes into the interstitial
space between alveolar and vessel endothelium of the lung,
and the release of cytokines, proteases and oxygen radicals
(Snyder, Immol Invest. 24: 333-9, 1994). These cellular
effects cause damage to the capillary walls with subsequent
hyperpermeability. A lung edema develops and 10% of the
affected patients die from this complication.

In TRAL], recipient antibodies rarely react with the granu-
locytes of the donor (Bux et al., Br. J. Heamatol. 93: 707-713,
1996). However, there have also been cases of TRALI that
were induced by antibodies in the transfusion recipient. In
very rare cases, anti-IgA-antibodies can also induce TRALI
(Saigo et al., J. Int. Med. Res. 27: 96-100, 1999).

Blood donations of multiparous women carry particular
risk, because an antibody formation against granulocyte- or
HLA-antigen of the child can occur during the pregnancies.
Likewise, a patient may be immunizing due to an earlier
transfusion (Voss et al., Anaesthesist 50: 930-932, 2001).
Donor plasma that will trigger TRALI cannot be detected
clinically. Currently produced erythrocyte concentrates con-
tain very little plasma and only a few granulocytes, therefore
TRALI is most likely to occur after administration of fresh
plasma and platelet concentrates.

In addition to HLA antibodies, antibodies against three
different antigen systems on granulocytes are thought to be
responsible for inducing TRALI (Leger et al. Aresthesiology
91: 1529-1532, 1999; Davoren et al, Transfusion 43: 641-
645, 2003; Kopko et al. JAMA 287: 1968-1971, 2000; Reil et
al. Vox Sanguinis (printing, already accessible online), 2008.
Two of the antigen systems (HNA-1 and HNA-2) are known
with regard to their structure and localization. The antigen
HNA-2 was characterized by Prof. Dr. Bux and applied for as
a patent (DE 100 28 725 Al). The third antigen system,
HNA-3 (consisting of the antithetic antigens HNA-3a and
HNA-3b), has not been characterized. The antigen HNA-3a
oceurs in approximately 95% of the population (Davoren et
al, Transfusion 43: 641-645, 2003) and is involved particu-
larly frequently in severe courses of TRALI (Reil et al., Vox
Sanguinis (printing, already accessible online), 2008).

According to the current report by SHOT (Serious Hazards
of Transfusion), the British notification and evaluation centre
for side-effects in blood transfusions, TRALI is the most
frequent cause of a serious side-effect due to transfusion. The
report shows a mortality of 9% for the period 1996-2003
(SHOT), Additional cumulative data 1996-2003 is available
at the Serious Hazards of Transfusion (SHOT) web site).
Since 2001, United States Food and Drug Administration
likewise reported TRALI as the main cause of transfusion-
associated complications (Goldman et al., Transfus. Med.
Rev. 19: 2-31, 2005; Boshkov, Vox Sang. 83: 299-303, 2002).
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Currently, most blood and tissue donors have not been
HNA typed. The specialized nature of neutrophil immunobi-
ology, the scarcity of HNA typing sera and the need to test
fresh neutrophils places restraints on typing HNA compatible
blood components. A high percentage of cases of TRALI are
caused by blood donated by females, particularly multiparous
females, and from the transfusion of fresh frozen plasma.
Proposed current solutions for reducing the incidence of
TRALI include the exclusion of all females as donors, to
exclude multiparous (three or more pregnancies) females as
donors, and reducing the transfusion of fresh, frozen plasma

Currently, the detection of granulocyte-specific antibodies
is laborious; and detection of HLA antibodies in the serum of
the blood donor is not sufficient. The most reliable determi-
nation of a TRALI risk currently consists in a cross-matching
between donor serum and patient leucocytes. This test can
only be carried out in specialized laboratories (Voss, Anaes-
thesist 50: 930-932, 2001) which are not suitable for donor
screening. Other strategies are currently directed to a more
restrictive donor management (Mair et al., Crit. Care Med.
34: 137-143, 2006) (as described above). This is not accept-
able because the exclusion of women from blood donation
after a pregnancy leads to a serious reduction in the amount of
stored blood.

The exclusion of female donors was investigated system-
atically in Canada. Through the exclusion of multiparous
female donors, 12% of all blood donations would be omitted
from the Canadian Blood Service (Goldman et al Transfis.
Med. Rev. 19:2-31, 2005). According to some studies, imple-
menting such a strategy would exclude every third potential
female donor. (Densmore et al., Transfusion 39: 103-106,
1999). An alternative strategy would be the testing of all
stored blood for granulocyte-specific antibodies. Currently,
this technically cannot be carried out. Other strategies for
processing the blood components are proposed, but these
strategies would involve new risks such as bacterial contami-
nations and due to their time requirement are only suitable for
planned transfusions, and not for those in emergencies (Mair
et al., Crit. Care Med. 34: 137-143, 2006). Furthermore,
evidence is lacking as to whether such strategies can actually
reduce the incidence of TRALI.

Human neutrophil antigens are also known as neutrophil-
specific antigens or HNA. Currently there are 5 HNA antigen
systems: HNA-1, HNA-2, HNA-3, HNA-4 and HNA-5. Alle-
les for HNA-1, 2, 4 and 5 were identified and the correspond-
ing glycoproteins were characterized; however, the allele for
HNA-3 remains unknown (reviewed by Stroncek, ASHI
Quarterly 2004). There are three HNA-1 antigens (HNA-1a,
HNA-1b and HNA-1c) that are expressed solely on neutro-
phils and are located on low affinity Fe-y receptor IIb. The
HNA-2 system has one well established antigen (HNA-2a).
HNA-2 is only expressed on neutrophils and neutrophil pre-
cursors and is located on the glycoprotein CD177 (NB1 gp).
HNA-4 and HNA-5 are located on the 2 integrin. HNA-4 is
expressed on granulocytes, monocytes and lymphocytes.
(See Stroncek, ASHI Quarterly 2004)

The HNA-3 system has one known antigen, HNA-3a,
which is also known as 5b. HNA-3 is expressed on neutro-
phils, lymphocytes, platelets, endothelial cells, kidney, spleen
and placenta cells, and is known to be located on a 70 to 95
kDa neutrophil glycoprotein. (See Stroncek, ASHI Quarterly
2004). The gene for HNA-3a has not been cloned and the
nature and function of glycoprotein was previously unknown.
Therefore, current detection of HNA-3 antibody is only based
onnon-specific assays, such as agglutination tests (Lalezari &
Bernard, Transfusion 5: 135-42, 1965) or GIFT-FC assay
(Davoren et al., Transfusion 43(5): 641-5, 2003).
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The presumed allele of HNA-3, also known as 5b, has a
gene frequency about 0.82 (Van Leeuwen et al. Vox Sang 9:
431-46, 1964). It was also reported to have a 0.66 gene fre-
quency (Lalezari & Bernard, Transfusion 5: 135-42, 1965).
The protein of 5b was reported to have a molecular weight of
70 to 95 kD (De Haas et al, Transfusion 40(2): 222-7, 2000),
vet the 5b gene has not been cloned and the nature and
function of the protein remain unknown.

Of interest to the present invention is CTL2 is a 706 amino
acid membrane-spanning protein (about 80.152 kD) that
comprises 10helical transmembrane domains. This protein is
also known as which is also known as SLC44A2,
DKFZp666A071 2, FLJ44586 2 and PP1292 and is known to
be involved in choline transport within the inner ear and is
expressed on inner ear supporting cells. The gene encoding
CTL2 is located on chromosome 19p13. In addition, the
antigen, Inner Ear Supporting Cell Antigen (IESCA) is
known to be a CTL2 protein which is reactive with an autoan-
tibody associated with autoimmune sensorineural hearing
loss (AISNHL).

Currently, the methods of screening and typing transplant
tissue or transfusions for HNA antibodies that induce TRALI
are inadequate and problematic. In addition, excluding a large
portion of the human population from donating blood and
tissue is an extreme solution. Therefore, a strong need exists
for the development of methods of screening for HNA anti-
gens.

It was therefore an object of the present invention to clarify
the protein- or DNA sequences of the human neutrophil anti-
gen-3a or -3b (HNA-3a, HNA-3b) involved in TRALI and to
provide the corresponding sequences.

SUMMARY OF INVENTION

The present invention relates to the discovery that HNA-3a
is within the amino acids sequence of SEQ ID NO: 1 and
HNA-3b is within the amino acid sequence of SEQ ID NO:
3b, and these amino acid sequence are highly similar to that of
choline transporter-like protein 2 (CTL2).

A single nucleotide polymorphism (SNP) within codon
154 on an extracellular loop is crucial (SNP rs2288904), as
this SNP is the difference between HNA-3a and HNA-3b. The
polynucleotide encoding HNA-3a has a “G” (guanine) at
position461 and as aresult encodes an “R” (Arginine, Arg) at
position 154 of the HNA-3a amino acid sequence, and there-
fore represents the HNA-3a allele. The polynucleotide encod-
ing HNA-3b has an “A” (adenine) at position 461 and as a
result encodes a “Q” (glutamine, Gln) at position 154 of the
amino acid sequence, and therefore represents the HNA-3b
allele.

It is proposed that the existence of the SNP within codon
154 of the HNA-3 gene results in a portion of the population
which may generate alloantibodies to HNA-3a or HNA-3b if
exposed to the opposing HNA-3 antigen. This difference
allows for portions of the population to have one of two
anti-HNA-3 specific antibodies and when exposed to blood or
tissue containing a foreign HNA-3 antigen will induce trans-
fusion related acute lung injury (TRALI) in the recipient.

The invention provides for methods of detecting an HNA-
3a specific antibody in a biological sample comprising a)
obtaining a biological sample, b) contacting the biological
sample with a cell transformed or transfected to express the
HNA-3a polypeptide of SEQ ID NO: 1 or a fragment thereof
to form a complex with HNA-3a in the sample, and c) detect-
ing the complex, wherein the presence of the complex indi-
cates that the biological sample contains HNA-3a specific
antibodies.
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The preceding methods may be carried out with an anti-
genic fragment comprising an amino acid sequence selected
from the group consisting of SEQ ID NO: 13, SEQ ID NO:
14, SEQ ID NCQ: 15, SEQ ID NO: 16, SEQ ID NO: 17, SEQ
IDNO: 18,SEQIDNO: 25, SEQIDNO: 27, SEQIDNO: 34,
SEQ ID NO: 35, SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID
NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41
and SEQ ID NO: 42.

The invention also provides for methods of detecting an
HNA-3b specific antibody in a biological sample comprising
a) obtaining a biological sample, b) contacting the biological
sample with a cell transformed or transfected to express the
HNA-3b polypeptide of SEQ ID NO: 2 or a fragment thereof
to form a complex with HNA-3b in the sample, and detecting
the complex, wherein the presence of the complex indicates
that the biological sample contains HNA-3b specific antibod-
ies.

The preceding methods may be carried out with an anti-
genic fragment comprising an amino acid sequence selected
from the group consisting of SEQ ID NO: 19, SEQ ID NO:
20, SEQ ID NO: 21, SEQ ID NO: 22, SEQ ID NO: 23, SEQ
ID NO: 24 and SEQ ID NO: 26.

The invention contemplates using any cell type including
those which do not endogenously express HNA-3a or HNA-
3b such as B-cells, CHO cells or insect cells, so that the cell
expresses a heterologous HNA-3a or HNA-3 polypeptide.
The term “heterologous” refers to cytologic elements, e.g.
DNA or protein that are derived from a different species or
different cell type.

The invention also contemplates using a cell that expresses
low levels of HNA-3a or HNA-3b and increasing expression
of the endogenous protein by inserting heterologous promot-
ers or enhancers, or increasing copy number of the HNA-3a or
HNA-3b gene. Exemplary cells that may be used include
EB-3 cells and K-562 cells.

The invention also provides for methods of detecting an
HNA-3a specific antibody in a biological sample comprising
a) obtaining a biological sample, b) contacting the biological
sample with an aptamer that mimics an antigenic fragment of
the HNA-3a polypeptide of SEQ ID NO: 1 to form a complex
with the HNA-3a specific antibodies in the sample, and c)
detecting the complex, wherein the presence of the complex
indicates that the biological sample contains HNA-3a specific
antibodies. These methods may be carried out with aptamers
that mimic an antigenic fragment comprising an amino acid
sequence selected from the group consisting of SEQ ID NO:
13, SEQ ID NO: 14, SEQ ID NO: 15, SEQ ID NO: 16, SEQ
IDNO: 17,SEQIDNO: 18, SEQIDNO: 25, SEQIDNO: 27,
SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID NO: 36, SEQ ID
NO: 37, SEQ ID NO: 38, SEQ ID NO: 39, SEQ 1D NO: 40,
SEQ ID NO: 41 and SEQ ID NO: 42.

The invention also provides for methods of detecting an
HNA-3a specific antibody in a biological sample comprising
a) obtaining a biological sample, b) contacting the biological
sample with an aptamer that mimics an antigenic fragment of
the HNA-3b polypeptide of SEQ ID NO: 2 to form a complex
with the HNA-3b specific antibodies in the sample, and c¢)
detecting the complex, wherein the presence of the complex
indicates that the biological sample contains HNA-3b spe-
cific antibodies. These methods may be carried out with
aptamers that mimic an antigenic fragment comprises an
amino acid sequence selected from the group consisting of
SEQ ID NO: 19, SEQ ID NO: 20, SEQ ID NO: 21, SEQ ID
NO: 22, SEQ ID NO: 23, SEQ ID NO: 24 and SEQ ID NO:
26.

The invention provides for methods of screening for HNA-
3a and/or HNA-3b specific antibodies in donor tissue
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intended for transplants or transfusion in order to determine
whether the donor tissue, as a result of the presence of the
HNA-3a or HNA-3b specific antibodies, will induce TRALI
or graph versus host disease (GVHD) in a human recipient
that expresses the HNA-3a or HNA-3b.

In one embodiment, the invention provides for methods of
determining whether a donor tissue intended for transplant or
transfusion will induce TRALI or GVHD in a human recipi-
ent wherein the human recipient expresses the HNA-3a anti-
gen comprising a) obtaining a sample of the tissue intended
for transplant or transfusion in the human subject, b) contact-
ing the sample with a polypeptide comprising the amino acid
sequence of SEQ ID NO: 1 or an antigenic fragment thereof
to form a complex with HNA-3a specific antibodies in the
sample, and ¢) detecting the complex, wherein the presence of
the complex indicates that the donor tissue is likely to induce
TRALI or GVHD in a human recipient that expresses the
HNA-3a antigen. These methods may be carried out the with
an antigenic fragment of the HNA-3a amino acid sequence
(SEQ ID NO: 1) selected from the group consisting of SEQ
IDNO: 13,SEQIDNO: 14, SEQIDNO: 15, SEQIDNO: 16,
SEQ ID NO: 17, SEQ ID NO: 18, SEQ ID NO: 25, SEQ ID
NO: 27, SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID NO: 36,
SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID NO: 39, SEQ ID
NO: 40, SEQ ID NO: 41 and SEQ ID NO: 42.

In another embodiment, the invention provides for meth-
ods of determining whether a donor tissue intended for trans-
plant or transfusion will induce TRALI or GVHD in a human
recipient wherein the human recipient expresses the HNA-3b
antigen comprising a) obtaining a sample of the tissue
intended for transplant or transfusion in the human subject, b)
contacting the sample with a polypeptide comprising the
amino acid sequence of SEQ ID NO: 2 or an antigenic frag-
ment thereof to form a complex with HNA-3b specific anti-
bodies in the sample, and ¢) detecting the complex, wherein
the presence of the complex indicates that the donor tissue is
likely to induce TRALI or GVHD in a human recipient that
expresses the HNA-3b antigen. These methods may be car-
ried out with antigenic fragments of the HNA-3b amino acid
sequence (SEQ ID NO: 2) selected from the group consisting
of SEQ IDNO: 19, SEQ ID NO: 20, SEQ IDNO: 21, SEQ ID
NO: 22, SEQ ID NO: 23, SEQ ID NO: 24 and SEQ ID NO:
26.

In a further embodiment, the methods of determining
whether a donor tissue intended for transplant or transfusion
will induce TRALI or GVHD in a human recipient wherein
the human recipient expresses the HNA-3a or HNA-3b anti-
gen, wherein in addition to detecting HNA-3a or HNA-3b
specific antibodies, the methods further comprise one or more
of the following steps: contacting the sample with Fc-y recep-
tor I1Ib polypeptide or an antigenic fragment thereof to form
a complex with HNA-1 specific antibodies in the sample,
contacting the sample with CD177 polypeptide or an anti-
genic fragment thereof to form a complex with HNA-2 spe-
cific antibodies in the sample, contacting the sample with
CD11b polypeptide or an antigenic fragment thereof to form
a complex with HNA-4 specific antibodies in the sample,
contacting the sample with CD11a polypeptide or an anti-
genic fragment thereof to form a complex with HNA-5 spe-
cific antibodies in the sample, or contacting the sample with
an HLA antigen to form a complex with HLA specific anti-
bodies in the sample, and detecting the complex, wherein the
presence of any of the complexes indicates that the sample is
likely to induce TRALI or GVHD in a human recipient.

The invention also provides for methods of screening a
transplant or transfusion recipient for HNA-3a and/or HNA-
3b specific antibodies. This screening is of interest because if
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a donor tissue intended for transplants or transfusion com-
prises the HNA-3a or HNA-antigen, it is likely that the trans-
planted or transfused tissue will be rejected if the recipient
comprises antibodies to the corresponding antigen. In rejec-
tion, the recipients’ antibodies will bind to and target the
tissue as foreign which will result it destruction by its immune
system.

In one embodiment, the invention provides for methods of
determining the susceptibility of a human transplant or trans-
fusion recipient for rejecting transplanted or transfused tis-
sue, wherein the donor tissue contains HNA-3a polypeptide
or an antigenic fragment thereof, comprising a) obtaining a
biological sample from the human transplant or transfusion
recipient prior to transplantation or transfusion, b) contacting
the biological sample with polypeptide comprising the amino
acid sequence of SEQ ID NO: 1 or an antigenic fragment
thereof'to form a complex with HNA-3a specific antibodies in
the biological sample, and ¢) detecting the complex, wherein
the presence of the complex in the biological sample indicates
that the human transplant or transfusion recipient is suscep-
tible for rejecting the transplanted or transfused tissue. These
methods may be carried out the with an antigenic fragments
ofthe HNA-3a amino acid sequence (SEQ IDNO: 1) selected
from the group consisting of SEQ ID NO: 13, SEQ ID NO:
14, SEQ ID NO: 15, SEQ ID NO: 16, SEQ ID NO: 17, SEQ
IDNO: 18,SEQIDNO: 25, SEQIDNO: 27, SEQIDNO: 34,
SEQ ID NO: 35, SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID
NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41
and SEQ ID NO: 42.

In another embodiment, the invention provides for meth-
ods of determining the susceptibility of a human transplant or
transfusion recipient for rejecting transplanted or transfused
tissue, wherein the donor tissue contains HNA-3b polypep-
tide or an antigenic fragment thereof, comprising a) obtaining
abiological sample from the human transplant or transfusion
recipient prior to transplantation or transfusion, b) contacting
the biological sample with polypeptide comprising the amino
acid sequence of SEQ ID NO: 2 or an antigenic fragment
thereofto form a complex with HNA-3b specific antibodies in
the biological sample, and c) detecting the complex, wherein
the presence of the complex in the biological sample indicates
that the human transplant or transfusion recipient is suscep-
tible for rejecting the transplanted or transfused tissue. These
methods may be carried out with an antigenic fragments of
the HNA-3b amino acid sequence (SEQ ID NO: 2) selected
from the group consisting of SEQ ID NO: 19, SEQ ID NO:
20, SEQ ID NO: 21, SEQ ID NO: 22, SEQ ID NO: 23, SEQ
ID NO: 24 and SEQ ID NO: 26.

In a further embodiment, the invention provides for meth-
ods of determining the susceptibility of rejecting transplanted
or transfused tissue, wherein the donor tissue contains HNA-
3a or HNA-3b polypeptide or an antigenic fragment thereof,
wherein in addition to detecting HNA3a or HNA-3b specific
antibodies, the methods further comprise one of more of the
following steps: contacting the biological sample with Fc-y
receptor 11Ib polypeptide or an antigenic fragment thereof to
form a complex with HNA-1 specific antibodies in the bio-
logical sample, contacting the biological sample with CD177
polypeptide or an antigenic fragment thereof to form a com-
plex with HNA-2 specific antibodies in the biological sample,
contacting the biological sample with CD11b polypeptide or
an antigenic fragment thereof to form a complex with HNA-4
specific antibodies in the biological sample, contacting the
biological sample with CD11a polypeptide or an antigenic
fragment thereof to form a complex with HNA-5 specific
antibodies in the biological sample, or contacting the biologi-
cal sample with an HLA antigen to form a complex with HLA
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specific antibodies in the biological sample, and detecting the
complex, wherein the presence of any of the complexes in the
biological sample indicates that that the human transplant or
transfusion recipient is susceptible for rejecting the trans-
planted or transfused tissue, wherein the donor tissue contains
any of HNA-1, HNA-2, HNA-3a, HNA-3b, HNA-4, HNA-5,
and HLA.

Any of the preceding methods may be carried out with
aptamers which mimic the HNA-3a or HNA-3b epitope and
therefore bind to HNA-3a or HNA-3b specific antibodies.

The invention provides for methods of screening for HNA-
3a and/or HNA-3b antigen in donor tissue. Screening for
HNA-3aor HNA-3b antigen is important when a transplant or
transfusion recipient is known to express HNA-3a or HNA-3b
antibodies. The recipient’s antibodies may bind to the cells
within the donor tissue causing or increasing the risk of rejec-
tion of the transplanted or transfused tissue.

In one embodiment, the invention provides for methods of
determining whether a donor tissue intended for transplant or
transfusion is likely to be rejected in a human recipient
wherein the human recipient has HNA-3a specific antibodies,
comprising a) obtaining a sample of the tissue intended for
transplant or transfusion in the human recipient, b) contacting
the sample with an antibody that specifically binds toa HNA-
3a polypeptide comprising the amino acid sequence of SEQ
ID NO: 1 or a fragment thereof to form a complex with
HNA-3ain the sample, and ¢) detecting the complex, wherein
the presence of the complex indicates that the donor tissue is
likely to be rejected in a human recipient that expresses HNA-
3a specific antibodies.

In another embodiment, the invention provides for meth-
ods of determining whether a donor tissue intended for trans-
plant or transfusion is likely to be rejected in a human recipi-
ent wherein the human recipient has HNA-3b specific
antibodies, comprising a) obtaining a sample of the tissue
intended for transplant or transfusion in the human recipient,
contacting the sample with an antibody that specifically binds
to HNA-3b polypeptide comprising the amino acid sequence
of SEQ ID NO: 2 or a fragment thereof to form a complex
with HNA-3b in the sample, and detecting the complex,
wherein the presence of the complex indicates that the donor
tissue is likely to be rejected in a human recipient that
expresses HNA-3b specific antibodies.

In a further embodiment, the invention provides for meth-
ods of determining whether a donor tissue intended for trans-
plant or transfusion will induce TRALI or GVHD in a human
recipient wherein the human recipient has HNA-3a specific
antibodies or HNA-3b specific antibodies, wherein in addi-
tion to detecting HNA-3a and/or HNA-3b antigen, the
method further comprise one or more of the following steps:
contacting the sample with an antibody that specifically binds
to HNA-1 to form a complex with HNA-1 in the sample,
contacting the sample with an antibody that specifically binds
to HNA-2 to form a complex with HNA-2 in the sample,
contacting the sample with an antibody that specifically binds
to HNA-4 to form a complex with HNA-4 in the sample,
contacting the sample with an antibody that specifically binds
to HNA-5 to form a complex with HNA-5 in the sample, or
contacting the sample with an antibody that specifically binds
to HLA antigen to form a complex with an HLA in the
sample, and detecting the complex, wherein the presence of
any of the complexes indicates that the sample is likely to
induce TRALI or GVHD in a human recipient.

In any of the foregoing methods, the antibodies may com-
prise a label selected from the group consisting of a radioac-
tive label, fluorescent label, enzymatic label, avidin label or
biotin label. In addition, in any of the above described meth-
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ods, the antigen-antibody complex may be detected with a
secondary antibody. The secondary antibodies may comprise
a label selected from the group consisting of a radioactive
label, fluorescent label, enzymatic label, avidin label or biotin
label.

The invention further provides for methods of genotyping
the HNA-3a or HNA-3b allele of a transplant or transfusion
donor. The term genotyping refers to detecting the presence
of a particular allele, e.g. HNA-3a or HNA-3b, of a human
subject. These methods are of interest when the intended
transplant or transfusion recipient is known to express HNA-
3a or HNA-3b antibodies, and therefore the presence of the
HNA-3a or HNA-3b antigen respectively in a transfused or
transfected tissue is likely to be rejected by the recipient. The
methods of genotyping may employ the oligonucleotide
probes that detect the HNA-3a or HNA-3b allele, or PCR to
amplify a nucleotide fragment that comprises the HNA-3a or
HNA-3b allele or using sequencing methods standard in the
art to detect the HNA-3a or HNA-3b allele.

10

15

In one embodiment, the invention provides for methods of 20

determining whether a donor tissue intended for transplant or
transfusion is likely to be rejected in a human recipient
wherein the human recipient expresses HNA-3a specific anti-
bodies, comprising a) obtaining a sample of the tissue
intended for transplant or transfusion, b) extracting nucleic
acids from the sample, c) contacting the nucleic acids with an
oligonucleotide probe that hybridizes to a fragment of SEQ
ID NO: 3, and d) detecting hybridization of the probe to the
nucleic acids, wherein hybridization of the probe indicates

25

the presence of an HNA-3a nucleic acid and the presence of 30

HNA-3a nucleic acid in the sample indicates that the sample
is likely to be rejected in a human recipient that expresses
HNA-3a specific antibodies. These methods may be carried
outwith an oligonucleotide probe that comprises anucleotide
sequence that encodes an amino acid sequence selected from
the group consisting of SEQID NO: 13, SEQ IDNO: 14, SEQ
IDNO: 15,SEQIDNO: 16, SEQIDNO: 17, SEQIDNO: 18,
SEQ ID NO: 25, SEQ ID NO: 27, SEQ ID NO: 34, SEQ ID
NO: 35, SEQ ID NO: 36, SEQ ID NO: 37, SEQ 1D NO: 38,
SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41 and SEQ
IDNO: 42.

The invention also provide for methods of determining
whether a donor tissue intended for transplant or transfusion
is likely to be rejected in a human recipient wherein the
human recipient expresses HNA-3b specific antibodies, com-
prising a) obtaining a sample of the tissue intended for trans-
plant or transfusion, b) extracting nucleic acids from the
sample, ¢) contacting the nucleic acids with an oligonucle-
otide probe that hybridizes to a fragment of SEQ ID NO: 4,
and d) detecting hybridization of the probe to the nucleic
acids, wherein hybridization of the probe indicates the pres-
ence of an HNA-3b nucleic acid and the presence of HNA-3b
nucleic acid in the sample indicates that the sample is likely to
be rejected in a human recipient that expresses HNA-3b spe-
cific antibodies. These methods may be carried out with an
oligonucleotide probe that comprises a nucleotide sequence
that encodes an amino acid sequence selected from the group
consisting of SEQ ID NO: 19, SEQ 1D NO: 20, SEQ ID NO:
21, SEQ ID NO: 22, SEQ 1D NO: 23, SEQ ID NO: 24 and
SEQ ID NO: 26.

In a further embodiment, the methods of determining
whether a donor tissue intended for transplant or transfusion
is likely to be rejected in a human recipient wherein the
human recipient expresses HNA-3a or HNA-3b specific anti-
bodies, whereinin addition to detecting the presence of HNA-
3a allele or HNA-3b allele, the methods may comprise one or
more of the following steps: contacting the sample with an
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oligonucleotide probe that hybridizes to a fragment of SEQ
ID NO: 5, contacting the sample with an oligonucleotide
probe that hybridizes to a fragment of SEQ ID NO: 7, con-
tacting the sample with an oligonucleotide probe that hybrid-
izes to a fragment of SEQ ID NO: 9, contacting the sample
with an oligonucleotide probe that hybridizes to a fragment of
SEQIDNO: 11, or contacting the sample with an oligonucle-
otide probe that hybridizes to a fragment of a nucleotide
sequence encoding an HLA antigen, and detecting the hybrid-
ization of the probe to the nucleic acids, wherein hybridiza-
tion of any of the probes indicates the presence of any one of
HNA-1,HNA-2, HNA-3a, HNA-3b, HNA-4, HNA-5 or HLA
nucleic acid in the sample and the presence of any one of
HNA-1,HNA-2, HNA-3a, HNA-3b, HNA-4, HNA-5 or HLA
nucleic acid in the sample indicates that the sample is likely to
be rejected in a human recipient. For example, the invention
contemplates that the fragment of HNA-1 (SEQ 1D NO: 5)
comprises at least one of nucleotide 141, nucleotide 147,
nucleotide 226, nucleotide 227, nucleotide 277 or nucleotide
349 of SEQ ID NO: 5.

In another embodiment, the invention provides for meth-
ods of determining the susceptibility of a human transplant or
transfusion recipient for developing TRALI or GVHD,
wherein the donor tissue contains HNA-3a specific antibod-
ies, comprising a) obtaining a biological sample from the
human transplant or transfusion recipient prior to transplan-
tation or transfusion, b) extracting nucleic acids from the
biological sample, ¢) contacting the nucleic acids with an
oligonucleotide probe that hybridizes to a fragment of the
nucleotide sequence of SEQ ID NO: 1, and d) detecting
hybridization of the probe to the nucleic acid, wherein hybrid-
ization of the probe to the nucleic acids indicates the presence
of HNA-3a nucleic acid in the biological sample and the
presence of HNA-3a in the biological sample indicates that a
human transfusion or transplant recipient is susceptible for
developing TRALI or GVHD. These methods may be carried
out with an oligonucleotide probe that comprises a nucleotide
sequence that encodes an amino acid sequence selected from
the group consisting of SEQ IDNO: 13, SEQID NO: 14, SEQ
IDNO: 15,SEQIDNO: 16, SEQIDNO: 17, SEQIDNO: 18,
SEQ ID NO: 25, SEQ ID NO: 27, SEQ ID NO: 34, SEQ ID
NO: 35, SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID NO: 38,
SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41 and SEQ
ID NO: 42.

The invention also provides for methods of determining the
susceptibility of a human transplant or transfusion recipient
for developing TRALI or GVHD, wherein the donor tissue
contains HNA-3b specific antibodies, comprising a) obtain-
ing a biological sample from the human transplant or trans-
fusion recipient prior to transplantation or transfusion, b)
extracting nucleic acids from the biological sample, ¢) con-
tacting the nucleic acids with a oligonucleotide probe that
hybridizes to a fragment of the nucleotide sequence of SEQ
ID NO: 2, and d) detecting hybridization of the probe to the
nucleic acid, wherein hybridization of the probe to the nucleic
acids indicates the presence of HNA-3b nucleic acid in the
biological sample and the presence of HNA-3b in the biologi-
cal sample indicates that a human transfusion or transplant
recipient is susceptible for developing TRALI or GVHD.
These methods may be carried out with an oligonucleotide
probe that comprises a nucleotide sequence that encodes an
amino acid sequence selected from the group consisting of
SEQ ID NO: 19, SEQ ID NO: 20, SEQ ID NO: 21, SEQ ID
NO: 22, SEQ ID NO: 23, SEQ ID NO: 24 and SEQ ID NO:
26.

The invention further provides for methods of determining
the susceptibility of a human transplant or transfusion recipi-
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ent for developing TRALI or GVHD, wherein the donor
tissue contains HNA-3a or HNA-3b specific antibodies,
wherein in addition to detecting the presence of HNA-3a or
HNA-3b allele respectively, the methods may further com-
prise one or more of the following steps: contacting the
sample with an oligonucleotide probe that hybridizes to a
fragment of SEQ ID NO: 5, contacting the sample with an
oligonucleotide probe that hybridizes to a fragment of SEQ
ID NO: 7, contacting the sample with an oligonucleotide
probe that hybridizes to a fragment of SEQ ID NO: 9, con-
tacting the sample with an oligonucleotide probe that hybrid-
izesto a fragment of SEQ IDNO: 11, or contacting the sample
with an oligonucleotide probe that hybridizes to a fragment of
anucleotide sequence encoding an HLA antigen, and detect-
ing the hybridization of the probe to the nucleic acids,
wherein hybridization of any of the probes indicates the pres-
ence of any one of HNA-1, HNA-2, HNA-3a, HNA-3b, HNA-
4, HNA-5 or HLA nucleic acid in the sample and the presence
of any one of HNA-1, HNA-2, HNA-3a, HNA-3b, HNA-4,
HNA-5 or HLA nucleic acid in the sample indicates that the
sample is likely to induce TRALI or GVHD in a human
recipient. For example, the invention contemplates that the
fragment of HNA-1 (SEQ ID NO: 5) comprises at least one of
nucleotides 141, nucleotide 147, nucleotide 226, nucleotide
227, nucleotide 277 or nucleotide 349 of SEQ ID NO: 5.

In any of the preceding methods, the oligonucleotide
probes may be affixed to a substrate selected from the group
consisting of membranes, filters, beads and chips. In addition,
the invention provides for methods wherein the oligonucle-
otide probes are in an array. The methods include oligonucle-
otides probes that comprise a label selected from the group
consisting of a radioactive label, fluorescent label, enzymatic
label, avidin label or biotin label.

Alternatively, the invention provides for methods of deter-
mining whether a donor tissue intended for transplant or
transfusion will likely be rejected in a human recipient
wherein the human recipient has HNA-3a specific antibodies,
comprising a) obtaining a sample from the tissue, b) extract-
ing nucleic acids from the sample, ¢) amplifying a fragment
of HNA-3a nucleic acid of SEQ ID NO: 3 from the extracted
nucleic acids using at least one oligonucleotide primer spe-
cific for HNA-3a nucleic acid, and d) detecting the fragment
of HNA-3a nucleic acid in the sample, wherein the presence
of HNA-3a nucleic acid in the sample indicates that the
sample is likely to be rejected in a human recipient that has
HNA-3a specific antibodies. These methods may be carried
out with primers that amplify a fragment of HNA-3a nucleic
acid encodes an amino acid sequence selected from the group
consisting of SEQ ID NO: 13, SEQ ID NQO: 14, SEQ ID NO:
15, SEQ ID NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ
IDNO:25,SEQIDNO: 27, SEQID NO: 34, SEQIDNO: 35,
SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID
NO: 39, SEQ ID NO: 40, SEQ ID NO: 41 and SEQ ID NO:
42.

The invention also provides for methods of determining
whether a donor tissue intended for transplant or transfusion
is likely to be rejected in a human recipient wherein the
human recipient has HNA-3b specific antibodies, comprising
a) obtaining a sample from the tissue, b) extracting nucleic
acids from the sample, ¢) amplifying a fragment of HNA-3b
nucleic acid of SEQ ID NO: 4 from the extracted nucleic acids
using at least one oligonucleotide primer specific for HNA-3b
nucleic acid, and d) detecting the fragment of HNA-3b
nucleic acid in the sample, wherein the presence of HNA-3b
nucleic acid in the sample indicates that the sample is likely to
be rejected in a human recipient that has HNA-3b specific
antibodies. These methods may be carried out with at least
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one primer that amplifies a fragment of HNA-3b nucleic acid
that encodes an amino acid sequence selected from the group
consisting of SEQ ID NO: 19, SEQ ID NO: 20, SEQ ID NO:
21, SEQ ID NO: 22, SEQ 1D NO: 23, SEQ ID NO: 24 and
SEQ ID NO: 26.

The invention further provides for methods of determining
whether a donor tissue intended for transplant or transfusion
will likely be rejected in a human recipient wherein the
human recipient has HNA-3a or HNA-3b specific antibodies,
in addition to detecting the HNA-3a or HNA-3b allele, the
method further comprises one or more of the following steps:
amplifying a fragment of HNA-1 nucleic acid (SEQ ID NO:
5) using at least one oligonucleotide primer specific for
HNA-1 nucleic acid, amplifying a fragment of HNA-2
nucleic acid (SEQ 1D NO: 7) using at least one oligonucle-
otide primer specific for HNA-2 nucleic acid, amplifying a
fragment of HNA-4 nucleic acid (SEQ ID NO: 9) using at
least one oligonucleotide primer specific for HNA-4 nucleic
acid, amplifying a fragment of HNA-5 nucleic acid (SEQ ID
NO: 11) using at least one oligonucleotide primer specific for
HNA-5 nucleic acid, or amplifying a fragment of HLA
nucleic acid using at least one oligonucleotide primer specific
for HLA nucleic acid, and detecting the fragment of any HNA
or HL A nucleic acid in the sample, wherein the presence of an
HNA or HLA nucleic acid in the sample indicates that the
sample is likely to be rejected in a human recipient.

In another embodiment, the invention provides for meth-
ods of determining the susceptibility of a human transplant or
transfusion recipient for developing TRALI or GVHD
wherein the donor tissue contains HNA-3a specific antibod-
ies, comprising a) obtaining a biological sample from the
human transplant or transfusion recipient prior to transplan-
tation or transfusion, b) extracting nucleic acids from the
biological sample, ¢) amplifying a fragment of the HNA-3a
nucleic acid (SEQ ID NO: 3) from the extracted nucleic acids
using at least one oligonucleotide primer specific for HNA-3a
nucleic acid in the biological sample, and d) detecting the
presence of HNA-3a nucleic acid in the biological sample,
wherein the presence of HNA-3a nucleic acid in the biologi-
cal sample indicates that the human transfusion or transplant
recipient is susceptible for developing TRALI or GVHD.
These methods may be carried out with primers that amplify
a fragment of HNA-3a nucleic acid sequence that encodes an
amino acid sequence selected from the group consisting of
SEQ ID NO: 13, SEQ ID NO: 14, SEQ ID NO: 15, SEQ ID
NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ ID NO: 25,
SEQ ID NO: 27, SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID
NO: 36, SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID NO: 39,
SEQ ID NO: 40, SEQ ID NO: 41 and SEQ ID NO: 42.

In another embodiment, the invention provides for meth-
ods of determining the susceptibility of a human transplant or
transfusion recipient for developing TRALI or GVHD,
wherein the donor tissue contains anti-HNA-3b antibodies,
comprising a) obtaining a biological sample from the human
transplant or transfusion recipient prior to transplantation or
transfusion, b) extracting nucleic acids from the biological
sample, ¢) amplifying a fragment of the HNA-3b nucleic acid
(SEQID NO: 4) from the extracted nucleic acids using at least
one oligonucleotide primer specific for HNA-3b nucleic acid,
and d) detecting the presence of HNA-3b nucleic acid in the
biological sample, wherein the presence of HNA-3b nucleic
acid in the biological sample indicates that the human trans-
fusion or transplant recipient is susceptible for developing
TRALI or GVHD. These methods may be carried out with
primers that amplify a fragment of nucleic acid sequence that
encodes an amino acid sequence selected from the group
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consisting of SEQ ID NO: 19, SEQ ID NQO: 20, SEQ ID NO:
21, SEQ ID NO: 22, SEQ 1D NO: 23, SEQ ID NO: 24 and
SEQ ID NO: 26.

In a further embodiment, the invention provides for meth-
ods of determining the susceptibility of a human transplant or
transfusion recipient for developing TRALI or GVHD,
wherein the donor tissue contains HNA-3a or HNA-3b spe-
cific antibodies, inaddition to detecting the HNA-3a or HNA-
3b allele, the method further comprises one or more of the
following steps: amplifying a fragment of HNA-1 nucleic
acid (SEQ ID NO: 5) using at least one oligonucleotide
primer specific for HNA-1 nucleic acid, amplifying a frag-
ment of HNA-2 nucleic acid (SEQ ID NO: 7) using at least
one oligonucleotide primer specific for HNA-2 nucleic acid,
amplifying a fragment of HNA-4 nucleic acid (SEQ ID NO:
9) using at least one oligonucleotide primer specific for
HNA-4 nucleic acid, amplifying a fragment of HNA-5
nucleic acid (SEQ ID NO: 11) using an oligonucleotide
primer specific for HNA-5 nucleic acid, or amplifying a frag-
ment of HLA nucleic acid using at least one oligonucleotide
primer specific for HLA nucleic acid, and detecting the frag-
ment of any one of HNA-1, HNA-2, HNA-3a, HNA-3b,
HNA-4, HNA-5 or HLA nucleic acid in the sample, wherein
the presence of any one of HNA-1, HNA-2, HNA-3a, HNA-
3b, HNA-4, HNA-5 or HLA nucleic acid in the sample indi-
cates that the sample is likely to induce TRALI or GVHD in
a human recipient.

In any of the preceding methods of the invention, the tissue
sample or biological sample is selected from the group con-
sisting of blood, blood derivatives, plasma, serum, cells, and
tissues. In particular, the tissue sample or biological sample
may be a neutrophil.

The invention also provides for kits for carrying out any of
the foregoing methods. In particular, the invention provides
for kits for detecting HNA-3a and/or HNA-3b antibodies in
conjunction with detecting antibodies specific for one or
more of HNA-1, HNA-2, HNA-4, HNA-5 and an HLA. The
invention also provides for kits for detecting HNA-3a and/or
HNA-3b antigens in conjunction with detecting HNA-1,
HNA-2, HNA-4, HNA-5 and an HLA. The invention further
provides for methods of detecting an HNA-3a or HNA-3b
allele in conjunction with detecting an allele for one or more
of HNA-1, HNA-2, HNA-4, HNA-5 and an HLA.

In one embodiment, the invention provides for determining
whether a donor tissue intended for transplant or transfusion
will induce TRALI or GVHD in a human recipient wherein
the human recipient expresses the HNA-3a antigen, wherein
the kits comprise a polypeptide comprising the amino acid
sequence of SEQ ID NO: 1 or an antigenic fragment thereof,
and one or more polypeptides or antigenic fragments thereof
selected from the group consisting of Fc-y receptor IIb
polypeptide, CD 177 polypeptide, CD11b polypeptide,
CD11a polypeptide and an HLLA antigen. The kit may also
comprise a polypeptide comprising the amino acid sequence
of SEQ ID NO: 2 or an antigenic fragment thereof for detec-
tion of HNA-3b specific antibodies in conjunction with detec-
tion of HNA-3a specific antibodies.

The kit may optionally also comprise an antibody specific
for HNA-3a and one or more antibodies that specifically bind
to a peptide comprising an antigen selected from the group
consisting of HNA-1, HNA-2, HNA-4, HNA-5 and HLA. The
HNA-3a polypeptide fragment of these kits may comprise an
amino acid sequence selected from the group consisting of
SEQ ID NO: 13, SEQ ID NO: 14, SEQ ID NO: 15, SEQ ID
NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ ID NO: 25,
SEQ ID NO: 27, SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID
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NO: 36, SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID NO: 39,
SEQ ID NO: 40, SEQ ID NO: 41 and SEQ ID NO: 42.

The invention also provides for kits for determining
whether a donor tissue intended for transplant or transfusion
is likely to be rejected in a human recipient wherein the
human recipient has HNA-3a specific antibodies, wherein the
kits comprise an antibody specific for HNA-3a, and one or
more antibodies that specifically bind to a peptide comprising
an antigen selected from the group consisting of HNA-1,
HNA-2, HNA-3b, HNA-4, HNA-5 or HLA.

In addition, the invention provides for kits for determining
the susceptibility of a human transplant or transfusion recipi-
ent for developing TRALI or GVHD, wherein the donor
tissue contains anti-HHNA-3a antibodies, wherein the kits
comprise an antibody specific for HNA-3a, and one or more
antibodies that specifically bind to a peptide comprising an
antigen selected from the group consisting of HNA-1, HNA-
2, HNA-3b, HNA-4, HNA-5 and HLA.

Any of the preceding kits may further comprise a polypep-
tide comprising the amino acid sequence of SEQ ID NO: 1 or
an antigenic fragment thereof and/or one or more polypep-
tides or antigenic fragments thereof selected from the group
consisting of Fe-y receptor IIIb polypeptide, CD 177
polypeptide, CD11b polypeptide, CD11a polypeptide and an
HLA antigen. The kit may also comprise an antibody specific
for HNA-3b for detection of HNA-3b antigen in conjunction
with detection of HNA-3a antigen.

The invention also provides for kits for determining
whether a donor tissue intended for transplant or transfusion
will induce TRALI or GVHD in a human recipient wherein
the human recipient expresses the HNA-3b antigen, wherein
the kits comprise a polypeptide comprising the amino acid
sequence of SEQ ID NO: 2 or an antigenic fragment thereof,
and one or more polypeptides or antigenic fragments thereof
selected from the group consisting of Fc-y receptor IIIb
polypeptide, CD177 polypeptide, CD11b polypeptide,
CD11a polypeptide and an HLA antigen. The kit may also
comprise an antibody specific for HNA-3b and/or one or
more antibodies that specifically bind to a peptide comprising
an antigen selected from the group consisting of HNA-1,
HNA-2, HNA-3b, HNA-4, HNA-5 and HLA. In particular,
the invention contemplates kits in which the antigenic frag-
ment of the amino acid of SEQ ID NO: 2 are selected from the
group consisting of SEQ ID NO: 19, SEQ ID NO: 20, SEQ ID
NO: 21, SEQ ID NO: 22, SEQ ID NO: 23, SEQ ID NO: 24
and SEQ ID NO: 26.

The invention also provides for kits for determining
whether a donor tissue intended for transplant or transfusion
is likely to be rejected in a human recipient wherein the
human recipient has HNA-3b specific antibodies, wherein the
kit comprises an antibody specific for HNA-3b, and one or
more antibodies that specifically bind to a peptide comprising
an antigen selected from the group consisting of HNA-1,
HNA-2, HNA-3a, HNA-4, HNA-5 and HLA.

In another embodiment, the invention provides for kits for
determining the susceptibility of a human transplant or trans-
fusion recipient for developing TRALI or GVHD, wherein
the donor tissue contains anti-HNA-3b antibodies, wherein
the kits comprise an antibody specific for HNA-3b, and one or
more antibodies that specifically bind to a peptide comprising
an antigen selected from the group consisting of HNA-1,
HNA-2, HNA-3a, HNA-4, HNA-5 and HLA.

These kits may further comprise a polypeptide comprising
the amino acid sequence of SEQ 1D NO: 2 or an antigenic
fragment thereof and/or one or more polypeptides or anti-
genic fragments thereof selected from the group consisting of
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Fe-y receptor ITIb polypeptide, CD177 polypeptide, CD11b
polypeptide, CD11a polypeptide and an HL A antigen.

In addition, the preceding kits may comprise a polypeptide
comprising the amino acid sequence of SEQ ID NO: 1 or an
antigenic fragment thereof for detection of HNA-3a specific
antibodies in conjunction with detection of HNA-3b specific
antibodies.

Any of the preceding kits may also comprise a secondary
antibody. The primary or secondary antibody may comprise a
label selected from the group consisting of a radioactive label,
fluorescent label, enzymatic label, avidin label or biotin label.

In a further embodiment, the invention provides for kits for
determining whether a donor tissue intended for transplant or
transfusion is likely to be rejected in a human recipient
wherein the human recipient expresses HNA-3a specific anti-
bodies, wherein the kits comprise an oligonucleotide probe
that hybridizes to a fragment of the nucleic acid sequence of
SEQ ID NO: 3, and one or more oligonucleotide probes that
hybridizes to a fragment of a nucleic acid sequence selected
from the group consisting of SEQ ID NO: 5, SEQ ID NO: 7,
SEQ ID NO: 9, SEQ ID NO: 11, and an HLA nucleotide
sequence.

The invention also provides for kits for determining the
susceptibility of a human transplant or transfusion recipient
for developing TRALI or GVHD, wherein the donor tissue
contains anti-HNA-3a antibodies, wherein the kits comprise
an oligonucleotide probe that hybridizes to a fragment of the
nucleic acid sequence of SEQ ID NO: 3, and one or more
oligonucleotide probes that hybridizes to a fragment of a
nucleic acid sequence selected from the group consisting of
SEQ ID NO: 5, SEQ ID NO: 7, SEQ ID NO: 9, SEQ ID NO:
11, and an HLA nucleotide sequence. The oligonucleotide
probes of these kits may comprise a fragment of the nucle-
otide sequence that encodes an amino acid sequence selected
from the group consisting of SEQ ID NO: 13, SEQ ID NO:
14, SEQ ID NO: 15, SEQ ID NO: 16, SEQ ID NO: 17, SEQ
IDNO: 18,SEQIDNO: 25, SEQIDNO: 27, SEQIDNO: 34,
SEQ ID NO: 35, SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID
NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41
and SEQ ID NO: 42.

The invention also provides for kits for determining
whether a donor tissue intended for transplant or transfusion
is likely to be rejected in a human recipient wherein the
human recipient expresses HNA-3b specific antibodies,
wherein the kit comprises an oligonucleotide probe that
hybridizes to a fragment of the nucleic acid sequence of SEQ
ID NO: 4, and one or more oligonucleotide probes that
hybridizes to a fragment of a nucleic acid sequence selected
from the group consisting of SEQ ID NO: 5, SEQ ID NO: 7,
SEQ ID NO: 9, SEQ ID NO: 11, and an HLA nucleotide
sequence.

The invention also provides for kits for determining the
susceptibility of a human transplant or transfusion recipient
for developing TRALI or GVHD, wherein the donor tissue
contains anti-HNA-3b antibodies, wherein the kits comprise
an oligonucleotide probe that hybridizes to a fragment of the
nucleic acid sequence of SEQ ID NO: 4, and one or more
oligonucleotide probes that hybridizes to a fragment of a
nucleic acid sequence selected from the group consisting of
SEQ ID NO: 5, SEQ ID NO: 7, SEQ IDNO: 9, SEQ ID NO:
11, and an HLA nucleotide sequence. The oligonucleotide
probes of these kits may comprise a fragment of the nucle-
otide sequence that encodes an amino acid sequence selected
from the group consisting of a nucleotide sequence that
encodes an amino acid sequence selected from the group
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consisting of SEQ ID NO: 19, SEQ ID NQO: 20, SEQ ID NO:
21, SEQ ID NO: 22, SEQ ID NO: 23, SEQ ID NO: 24 and
SEQ ID NO: 26.

In any of the preceding kits the oligonucleotide probe may
comprise a label selected from the group consisting of a
radioactive label, fluorescent label, enzymatic label, avidin
label and biotin label. In addition, the kits may further com-
prise buffers for gel loading.

In another embodiment, the invention provides for kits for
determining whether a donor tissue intended for transplant or
transfusion is likely to be rejected in a human recipient
wherein the human recipient expresses HNA-3a specific anti-
bodies, wherein the kits comprise at least one oligonucleotide
primer for amplifying a fragment of the HNA-3a nucleic acid
of SEQ ID NO: 3, and one or more oligonucleotide primers
for amplifying a fragment of a nucleic acid sequence selected
from the group consisting of SEQ ID NO: 5, SEQ ID NO: 7,
SEQ ID NO: 9, SEQ ID NO: 11, and an HLA nucleotide
sequence.

The invention also provides for kits for determining the
susceptibility of a human transplant or transfusion recipient
for developing TRALI or GVHD, wherein the donor tissue
contains anti-HNA-3a antibodies, wherein the kits comprise
at least one oligonucleotide primers for amplifying a frag-
ment of the HNA-3a nucleic acid of SEQ ID NO: 3, and one
or more oligonucleotide primers for amplifying a fragment of
anucleic acid sequence selected from the group consisting of
SEQ ID NO: 5, SEQ ID NO: 7, SEQ IDNO: 9, SEQ ID NO:
11, and an HLA nucleotide sequence. These primers may
amplify a fragment of HNA-3a nucleic acid which encodes an
amino acid sequence selected from the group consisting of
SEQ ID NO: 13, SEQ ID NO: 14, SEQ ID NO: 15, SEQ ID
NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ ID NO: 25,
SEQ ID NO: 27, SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID
NO: 36, SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID NO: 39,
SEQ ID NO: 40, SEQ ID NO: 41 and SEQ ID NO: 42.

The preceding kits may further comprise a fragment of the
HNA-3a nucleic acid that is amplified by the oligonucleotide
primers and/or one or more fragments of a nucleic acid
sequence selected from the group consisting of SEQ ID NO:
5, SEQ NO: ID: 7, SEQ ID NO: 9, SEQ ID NO: 11, and an
HLA nucleotide sequence that is amplified by the oligonucle-
otide primers. In addition, the kits may further comprise
oligonucleotide primers for amplifying a fragment of the
HNA-3b nucleic acid of SEQ ID NO: 4 in conjunction with
the amplification of a fragment of HNA-3a.

In another embodiment, the invention provides for kits for
determining whether a donor tissue intended for transplant or
transfusion is likely to be rejected in a human recipient
wherein the human recipient expresses HNA-3b specific anti-
bodies, wherein the kit comprises at least one oligonucleotide
primer for amplifying a fragment of the HNA-3b nucleic acid
of SEQ ID NO: 4, and one or more oligonucleotide primers
for amplifying a fragment of a nucleic acid sequence selected
from the group consisting of SEQ ID NO: 5, SEQ ID NO: 7,
SEQ ID NO: 9, SEQ ID NO: 11, and an HLA nucleotide
sequence.

The invention also provides for kits for determining the
susceptibility of a human transplant or transfusion recipient
for developing TRALI or GVHD, wherein the donor tissue
contains anti-HNA-3b antibodies, wherein the kit comprises
at least one oligonucleotide primer for amplifying a fragment
of the HNA-3b nucleic acid of SEQ ID NO: 4, and at least one
oligonucleotide primer for amplifying a fragment of a nucleic
acid sequence selected from the group consisting of SEQ ID
NO: 5, SEQ IDNO: 7, SEQ ID NO: 9, SEQ ID NO: 11, and
an HLA nucleotide sequence. These primers may amplify a
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fragment of HNA-3a nucleic acid which encodes an amino
acid sequence selected from the group consisting of SEQ ID
NO: 19, SEQ ID NO: 20, SEQ ID NO: 21, SEQ ID NO: 22,
SEQ ID NO: 23, SEQ ID NO: 24 and SEQ ID NO: 26.

Any of the preceding kits may also comprise buffers for
PCR amplification, INTP’s and buffers for gel loading.

In another embodiment, the invention provides for an iso-
lated HNA-3b polypeptides such as isolated polypeptides
comprising the amino acid sequence SEQ 1D NO: 2, isolated
polypeptide comprising a fragment of the polypeptide of SEQ
ID NO: 2 wherein the fragment is at least 7 amino acids in
length, at least 10 amino acids in length, at least 20 amino
acids in length or at least 50 amino acids in length. The
fragments of HNA-3b include a fragment comprising amino
acid residue 154 of SEQ ID NO: 2, wherein residue 154 is
glutamine (Gln). The fragments of HNA-3b polypeptide
include fragments comprising the amino acid sequence of
SEQ ID NO: 19, SEQ ID NO: 20, SEQ ID NO: 21, SEQ ID
NO: 22, SEQIDNO: 23, SEQIDNO: 24 and SEQID NO: 26
and reacts with or specifically binds to HNA-3b-specific
alloantibodies. The invention also provides of polynucle-
otides encoding the HNA-3b polypeptides.

The invention provides for fragments of the HNA-3a
polypeptide of SEQ ID NO: 1, such as anisolated polypeptide
comprising the amino acid sequence of SEQ ID NO: 13, SEQ
IDNO: 14, SEQIDNO: 15, SEQIDNO: 16, SEQIDNO: 17,
SEQ ID NO: 18, SEQ ID NO: 25, SEQ ID NO: 27, SEQ ID
NO: 34, SEQ ID NO: 35, SEQ ID NO: 36, SEQ ID NO: 37,
SEQ ID NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID
NO: 41 and SEQ 1D NO: 42, wherein the polypeptide reacts
with or specifically binds to HNA-3a-specific alloantibodies.
The invention also provides for polynucleotides encoding
these HNA-3a polypeptide fragments.

In another embodiment, the invention provides for use of a

HNA-3a polypeptide or fragment thereof for identification of 35

HNA-3a-specific alloantibodies. Use of a HNA-3b polypep-
tide or fragment thereof for identification of HNA-3b-specific
alloantibodies is also provided.

The invention further provides for a use of a polynucleotide

encoding an HNA-3a polypeptide or a fragment thereof 40

which encodes a protein that reacts with or specifically binds
to HNA-3a-specific alloantibodies, for determination of the
HNA-3a genotype. In addition, the invention provides foruse
of a HNA-3b polynucleotide or a fragment thereof for deter-
mination of the HNA-3b genotype. For example, the inven-
tion provides for use of a fragment of SEQ ID NO: 4 com-
prising codon 154 for determination of the HNA-3b
genotype.

In a further embodiment, the invention provides for use of
a protein comprising an amino acid sequence of SEQ ID NO:
1 or a fragment thereof which reacts with HNA-3a-specific
alloantibodies, or a HNA-3a protein fragment in the analysis
of blood samples or blood plasma for identification of anti-
bodies against the HNA-3a antigen.

The invention also provides for use of a HNA-3b polypep-
tide in the analysis of blood samples or blood plasma for
identification of antibodies against the HNA-3b antigen.

Use of a polypeptide comprising an amino acid sequence
of SEQID NO: 1 (HNA-3a) ora fragment thereof or an amino
acid of SEQ ID NO: 2 (HNA-3b) or a fragment thereof in a
process, which uses the protein or the protein fragment to
separate antibodies from blood samples or blood plasma.

Use of a polypeptide comprising an amino acid sequence
of SEQ ID NO: 1 (HNA-3a) or a fragment thereof or a
polypeptide of SEQ ID NO: 2 (HNA-3b) or a fragment
thereof in a process, which uses the protein or the protein
fragment to produce antibodies, preferably monoclonal anti-
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bodies. In a further embodiment, the invention provides for
methods of screening for HNA-3b genotype in a human sub-
ject comprising a) obtaining a biological sample from the
human subject, b) extracting nucleic acids from the biological
sample, and b) detecting a fragment of a nucleic acid
sequence of SEQ ID NO: 4 in the biological sample, wherein
the fragment comprises codon 154 of SEQ ID NO: 4, wherein
the detection of codon 154 of SEQ ID NO: 4 indicates thatthe
human subject has the HNA-3b genotype. The detecting step
may include contacting the nucleic acid with an oligonucle-
otide probe that hybridizes to a fragment of the nucleic acid
sequence of SEQ ID NO: 4 or amplifying a fragment of SEQ
1D NO: 4 from the extracted nucleic acid using at least one
oligonucleotide primer specific for a fragment of SEQ ID
NO: 4. For the method of screening for HNA-3b genotype, the
biological sample that is used may be selected from the group
consisting of blood, blood derivatives, plasma, serum, cells,
and tissues.

SEQUENCES OF THE INVENTION

SEQ ID NO: 1—human HNA-3a protein

SEQ ID NO: 2—human HNA-3b protein

SEQ ID NO: 3—human HNA-3a DNA

SEQ ID NO: 4—human HNA-3b DNA

SEQ ID NO: 5—human FCy receptor 11Ib DNA (HNA-1)

SEQ ID NO: 6—human FCy receptor ITIb protein (HNA-1)

SEQ ID NO: 7—human CD177 DNA (HNA-2)

SEQ ID NO: 8—human CD177 protein (HNA-2)

SEQ ID NO: 9—human CD11b DNA (HNA-4)

SEQ ID NO: 10—human CD11b protein (HNA-4)

SEQ ID NO: 11—human CD11a DNA (HNA-5)

SEQ ID NO: 12—human CD11a protein (HNA-5)

SEQ ID NO: 13—amino acids 1-231 of HNA-3a (SEQ ID
NO: 1)

SEQIDNO: 14—amino acids 55-183 of HNA-3a (SEQID
NO: 1)

SEQIDNO: 15—amino acids 55-164 of HNA-3a (SEQID
NO: 1)

SEQ ID NO: 16—amino acids 114-164 of HNA-3a (SEQ
IDNO: 1)

SEQ IDNO: 17—amino acids 55-706 of HNA-3a (SEQ ID
NO: 1)

SEQ ID NO: 18—amino acids 114-706 of HNA-3a (SEQ
IDNO: 1)

SEQ ID NO: 19—amino acids 1-231 of HNA-3b (SEQ ID
NO: 2)

SEQ IDNO: 20—amino acids 55-183 of HNA-3b (SEQID
NO: 2)

SEQIDNO: 21—amino acids 55-164 of HNA-3b (SEQID
NO: 2)

SEQ ID NO: 22—amino acids 114-164 of HNA-3b (SEQ
ID NO: 2)

SEQ IDNO: 23—amino acids 55-706 of HNA-3b (SEQID
NO: 2)

SEQ ID NO: 24—amino acids 114-706 of HNA-3B (SEQ
ID NO: 2)

SEQ ID NO: 25—amino acids 154-164 of HNA-3a (SEQ
IDNO: 1)

SEQ ID NO: 26—amino acids 154-164 of HNA-3b (SEQ
ID NO: 2)

SEQ ID NOS: 27-47—fragments of HNA-3a in Table 1

SEQ ID NO: 48—amino acids 145-167 of HNA-3a (SEQ
IDNO: 1)

SEQ ID NOS: 49-55—primer sequences
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DETAILED DESCRIPTION

The present invention is based on the discovery that HNA-3
is located on the CTL2 transmembrane protein. A serum
sample that was known to induce TRALI in transfusion
recipients, but was negative for HNA-1 and HNA-2 antibod-
ies, was used to identify the source of HNA-3a antigen. HNA-
3awas identified by first comparing the HNA-3a positive and
negative cell surface proteins that were immunoprecipitated
by HNA-3a sera. The cells were characterized with HNA-3a
positive and negative sera by flow cytometry. The HNA posi-
tive and negative granulocytes were then incubated with
HNA-3a positive sera and the cell surface proteins that
reacted with the sera were immunoprecipitated with Pro-
tein-G coated magnetic beads as described in detail in
Example 6. The protein profiles were first analyzed using
SDS-PAGE and two identified proteins having a molecular
weight of about 80-100 kD were only present in the positive
cells, not in the negative cells. Those proteins were excised
from the SDS gel and further analyzed with mass spectrom-
etry (MS) analysis and confirmed by sequencing the amino
acid sequence.

The invention provides for methods of screening biological
samples to detect antibodies specific for HNA-3a or HNA-3b
antigen. The biological sample includes whole blood, blood
derivatives, red blood cell concentrates, plasma, serum, fresh
frozen plasma, whole blood derived platelet concentrates,
apheresis platelets, pooled platelets, intravenous gamma-
globulin, cryoprecipitate, cerebrospinal fluid, tissues and
cells such as stem cells, neutrophils and granulocytes. The
biological samples may be obtained from a human donor of
tissue or cells intended for transplantation or a human donor
of blood or blood derivatives intended for transfusion. The
biological samples may be obtained from tissues or cells that
are intended for transplantation in a human recipient. In addi-
tion, the biological sample may be obtained from blood or
blood derivatives that are intended for transfusion in a human
recipient. The biological sample may also be obtained from a
human subject that is an intended recipient of a transplant or
transfusion.

The invention also relates to screening for susceptibility or
determining if the recipient will develop graft versus host
disease (GVHD). GVHD is when a tissue comprises immu-
nologically competent cells or antibodies that attack the
recipient. The leading cause of GVHD is hematopoietic cell
transplantation, both allogeneic (between 2 individuals) and
autologous (from the same individual). Solid organ trans-
plants, blood transfusions, and maternal-fetal transfusions
also reportedly cause GVHD. Acute symptoms of GVHD
include abdominal pain or damage, diarrhea, fever, jaundice,
skin rash, vomiting and weight loss. Chronic symptoms of
GVHD include dry eyes, dry mouth, hepatitis, lung and diges-
tive tract disorders and skin rash.

The invention also relates to methods and products related
to determining if atransplanted or transfused tissue is likely to
be rejected by the recipient. Symptoms of rejection include
indications that the transplanted organ does not function
properly, general discomfort, uneasiness, or ill feeling, pain
or swelling in the location of the organ and fever.
Identification of HNA-3a and HNA-3b

It was therefore an object of the present invention to iden-
tify and provide the protein and DNA sequences of the human
neutrophil antigen-3a or -3b (HNA-3a, HNA-3b) involved in
TRALL

In other words, the problem was solved by the provision of
the protein (HNA-3a antigen), consisting of an amino acid
sequence SEQ ID NO: 1, which reacts with alloantibodies
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which are specific for HNA-3a, and by the provision of the
protein (HNA-3b antigen), consisting of an amino acid
sequence SEQ ID NO: 2, which reacts with alloantibodies
which are specific for HNA-3b.

Subjects coming into question were investigated for the
identification of HNA-3a-positive and -negative subjects,
whose cells can be used for further investigations. Antibodies
from donors whose blood products have triggered TRALI,
and the white blood cells on the surfaces of which the corre-
sponding antigens are expressed were used. After the identi-
fication of subjects with high-titer HNA-3a antibodies, with
which the antigen can be precipitated, the donors were sub-
jected to a plasmapheresis, in order to obtain sufficient mate-
rial for the antigen-antibody reactions. The antigens were
precipitated by means of the antibodies and the still unknown
protein/gene structures of HNA-3a were characterized.

In detail, firstly an optimization of the preparation of
granulocytes was developed. Then, by means of a screening
program, HNA-3a-positive and -negative subjects were deter-
mined, whose cells were able to be used for further investi-
gations. Subjects were then selected with high-titer HNA-3a
antibodies, with which the antigen was able to be precipitated.
A plasmapheresis of the selected subjects was carried out in
order to obtain sufficient material for the antigen-antibody
reactions. The method for the preparation of granulocyte
membrane proteins for a quantitative gel electrophoresis was
first developed with platelets, because these have no nucleus
and the preparation was therefore simplified. The method was
then transferred and adapted to leucocytes/granulocytes con-
taining a nucleus. This made possible an optimization of the
preparation of granulocyte membrane proteins. The corre-
sponding proteins were analyzed by means of analytical
methods. The enrichment/isolation of HNA-3a from the pre-
pared membrane proteins was carried out by means of immu-
noprecipitation, and confirmed by Western blotting. The pro-
tein which carries HNA-3a was identified by mass
spectrometry; and subsequently, the primary sequence of
HNA-3a was identified by sequence analysis (SEQ ID NO:
D).

The invention therefore concerns a protein (HNA-3a anti-
gen), consisting of an amino acid sequence SEQ ID NO: 1,
which reacts with alloantibodies which are HNA-3a-specific.
Additionally included are also proteins (HNA-3a antigens)
consisting of an amino acid sequence SEQIDNO: 1, in which
one or more amino acids have been removed, added or
replaced and which react with alloantibodies which are HNA-
3a specific. The identified HNA-3a antigen proved to be a
variant of the transmembrane receptor CTL2. This has a
molecular weight in the range 80 to 100 kDa, and deglyco-
sylation shifted the band to 64 kDa in the Western blot.

The HNA-3 antigen is expressed on the CTL2 protein on
granulocytes and lymphocytes. A single nucleotide polymor-
phism (SNP) on an extracellular loop is crucial (SNP
rs2288904), as this SNP is the difference between HNA-3a
and HNA-3b. This SNP allows for genotyping of blood
donors in relation to their HNA-3a/HNA-3b status. The poly-
nucleotide encoding HNA-3a has a “G” (guanine) at position
461 and as a result encodes an “R” (Arginine, Arg) at position
154 of the HNA-3a amino acid sequence, and therefore rep-
resents the HNA-3a allele. The polynucleotide encoding
HNA-3b has an “A” (adenine) at position 461 and as a result
encodes a “Q” (glutamine, Gln) at position 154 of the amino
acid sequence, and therefore represents the HNA-3b allele.

The primary sequence of the HNA-3b antigen was deter-
mined through amino acid exchange at position 154 arginine
(Arg, R) to glutamine (Gln, Q) (see SEQ ID NO: 2). Accord-
ingly, the invention concerns a protein (HNA-3b antigen)
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consisting of an amino acid sequence of SEQ ID NO: 2,
which reacts with HNA-3b specific alloantibodies. Likewise,
the invention includes HNA-3b proteins consisting of an
amino acid sequence of SEQ ID NO: 2, in which one or more
amino acids have been removed, added or replaced and which
react with HNA-3b specific alloantibodies.

Likewise, the invention provides for proteins, both with
respect to the HNA-3a and also to the HNA-3b, which are
protein fragments with a chain length of at least 7, at least 10
amino acids, at least 20 amino acids, or at least 50 amino
acids.

Subsequently, the HNA-3a gene was isolated and heterolo-
gously expressed. The corresponding DNA sequences for
HNA-3a correspond to the sequence set out as the nucleotide
sequence SEQ ID NO: 3 and all sequences hybridizing there-
with, which codes an HNA-3a antigen described above,
which reacts with or binds to HNA-3a specific alloantibodies.
The invention also includes a nucleotide sequence which has
an identity on the nucleotide level of at least 90%, preferably
at least 95%, most preferably at least 98% to SEQ ID NO: 3
and all sequences hybridizing therewith, which codes an
HNA-3a antigen described above, and which reacts with or
binds to HNA-3a specific alloantibodies.

Additionally, the invention provides for splice variants of a
nucleotide sequence SEQ ID NO: 3, which are at least 70%
identical to the nucleotide sequence SEQ ID NO: 3. Prefer-
ably, the sequence identity is at least 80%, more preferably
90% and most preferably 95% to SEQ ID NO: 3.

The invention further provides for a nucleotide sequence
SEQ ID NO: 4 and all sequences hybridizing therewith,
which codes the HNA-3b antigen described above, which
reacts with HNA-3b specific alloantibodies. This also
includes a nucleotide sequence which has an identity on the
nucleotide level of at least 90%, preferably at least 95%, most
preferably at least 98% and all sequences hybridizing there-
with which codes a HNA-3b antigen described above, and
which reacts with alloantibodies which are HNA-3b specific.
Exemplary stringent hybridization conditions comprise
hybridization at 65° C. and washing three times for 15 min-
utes with 0.25xSSC, 0.1% SDS at 65° C. Additional exem-
plary stringent hybridization conditions comprise hybridiza-
tionin 0.02 M to 0.15 M NaCl at temperatures of about 50° C.
to 70° C. or 0.5xSSC 0.25% SDS at 65° for 15 minutes,
followed by a wash at 65° C. for a half hour or hybridization
at 65° C. for 14 hours followed by 3 washings with 0.5xSSC,
1% SDS at 65° C.

Additionally, the invention provides for splice variants of a
nucleotide sequence of SEQ ID NO: 4, which are at least 70%
identical to the nucleotide sequence SEQ ID NO: 4. Prefer-
ably, the sequence identity is at least 80%, more preferably
90% and most preferably 95%.

Sequence identity or identity on the nucleotide level gen-
erally means 100% identity.

Based on the determined primary structures, the method
for recombinant production of the antigen was optimized on
the basis of the already known proteins/antigens HNA-1a,
-1b, -1c, -2a. The results obtained for the HNA-1 and HNA-2
antigens were transferred to HNA-3a or HNA-3b, so that
these antigens would be produced in a suitable expression
system such as expression in Escherichia coli, in eukaryotic
cells, in insect cells.

The present invention accordingly contains the use of a
protein (HNA-3a antigen) consisting of an amino acid
sequence of SEQ 1D NO: 1 for the identification of HNA-3a
specific alloantibodies. Likewise included in the invention is
the use of a protein (HNA-3b antigen) consisting of an amino
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acid sequence of SEQ ID NO: 2 for the identification of
HNA-3b specific alloantibodies.

In addition, the present invention includes the use of a
nucleotide sequence of SEQ ID NO: 3 for determining the
HNA-3a genotype, and the use of a nucleotide sequence of
SEQ ID NO: 4 for determining the HNA-3b genotype.

The methods of the present invention may be carried out
using ELISA assays, flow cytometry, immunofluorescence
methods, electro-chip assays, PCRs and agglutination tests.

Likewise, the invention provides for atest system for deter-
mining HNA-3a specific alloantibodies, which bind to a pro-
tein (HNA-3a antigen) consisting of an amino acid sequence
of SEQ ID NO: 1. The invention also provides for a test
system for determining HNA-3b specific alloantibodies,
which bind to a protein (HNA-3b antigen) consisting of an
amino acid sequence of SEQ ID NO: 2.

The invention also provides for a test system for determin-
ing the HNA-3a genotype, which comprises a nucleotide
sequence of SEQ ID NO: 3 and for a test system for deter-
mining the HNA-3b genotype which comprises a nucleotide
sequence of SEQ ID NO: 4.

According to the invention, the protein (HNA-3a antigen),
consisting of an amino acid sequence of SEQ 1D NO: 1, is
used in the analysis of blood samples or blood plasma for the
identification of antibodies that specifically bind to HNA-3a
antigen. Likewise, the protein (HNA-3b antigen), consisting
of an amino acid sequence SEQ ID NO: 2 is used in the
analysis of blood samples or blood plasma for the identifica-
tion of antibodies against the HNA-3b antigen.

The invention further comprises the use of a protein (HNA-
3a antigen) consisting of an amino acid sequence of SEQ ID
NO: 1ina method which uses the antigen in order to separate
antibodies from blood samples or blood plasma. The inven-
tion likewise comprises the use of a protein (HNA-3b antigen)
consisting of an amino acid sequence of SEQ ID NO: 2 as
described above in a method which uses the antigen in order
to separate antibodies from blood samples or blood plasma.
Particularly preferred is the use of the protein in adsorption
methods such as plasmapheresis.

The invention further provides for the use of a protein
(HNA-3a antigen) consisting of an amino acid sequence of
SEQID NO: 1 in a method which uses the antigen in order to
produce antibodies, preferably monoclonal antibodies. Like-
wise the invention provides for the use of a protein (HNA-3b
antigen) consisting of an amino acid sequence of SEQ ID NO:
2 in a method which uses the antigen in order to produce
antibodies, preferably monoclonal antibodies.

Antigenic Fragments of HNA-3a

Epitope mapping of antigenic fragments of HNA-3a or
HNA-3b, that generate HNA-3a or HNA-3b specific antibod-
ies, may be identified using methods standard in the art such
as site-specific mutagenesis, genetic engineering, analysis of
CTL2 peptide libraries, predictive algorithms, functional
assays, such as ELISpot or intracellular cytokine staining,
and cellular binding assays. High throughput systems for
analysis of peptide libraries are commercially available, such
as the REVEAL & ProVE™ System (Proimmune, Spring-
field. VA).

Preferred protein fragments of HNA-3a (SEQ ID NO: 1)
include at least the amino acid sequence of SEQ ID NO: 13
(amino acids 1-231 of SEQ ID NO: 1), at least the amino acid
sequence of SEQ ID NO: 14 (amino acids 55-183 of SEQ ID
NO: 1), at least the amino acid sequence of SEQ ID NO: 15
(amino acids 55-164 of SEQ ID NO: 1), at least the amino
acid sequence of SEQ ID NO: 16 (amino acids 114-164 of
SEQ ID NO: 1), at least the amino acid sequence of SEQ ID
NO: 25 (amino acids 154-164 of SEQ ID NO: 1), at least the
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amino acid sequence of SEQ ID NO: 17 (amino acids 55-706
of SEQ ID NO: 1), and at least the amino acid sequence of
SEQ ID NO: 18 (amino acids 114-706 of SEQ ID NO: 1)
which would react with or bind to HNA-3a-specific antibod-
ies such as alloantibodies.

Furthermore, the invention relates to any protein fragment
consisting of amino acid sequence of SEQ 1D NO: 1 as
described herein in which one or more amino acids has been
removed, added or have been replaced and which reacts with
or binds to HNA-3a-specific antibodies or alloantibodies.

The present invention relates to protein fragments of the
amino acid sequence of SEQ ID NO: 2. Preferred protein
fragments of HNA-3b (SEQ ID NO: 2) include at least the
amino acid sequence of SEQ ID NO: 19 (amino acids 1-231
of SEQ ID NO: 2), at least the amino acid sequence of SEQ ID
NO: 20 (amino acids 55-183 of SEQ ID NO: 2), at least the
amino acid sequence of SEQ ID NO: 21 (amino acids 55-164
of SEQ ID NO: 2), at least the amino acid sequence of the
SEQ ID NO: 22 (amino acids 114-164 of SEQ ID NO: 2), at
least the amino acids of SEQ ID NO: 26 (amino acids 154-164
of SEQ ID NO: 2), at least the amino acids of SEQ IDNO: 23
(amino acids 55-706 of SEQ ID NO: 2) and at least the amino
acids of SEQ ID NO: 24 (amino acids 114-706 of SEQ ID
NO: 2), which react with or bind to the HNA-3b specific
antibodies such as alloantibodies.

Likewise, the invention relates to protein fragments con-
sisting of an amino acid sequence of SEQ ID NO: 2, as
described above, in which one or more amino acids has been
removed, added or replaced and which reacts with or binds to
the HNA-3b specific antibodies or alloantibodies.

Method of Detecting HNA-3 Specific Antibodies

The invention provides for methods of detecting HNA-3a
or HNA-3b specific antibodies in a biological sample. The
invention also contemplates detecting other antibodies such
as antibodies specific for HNA-1, HNA-2 or HLA in combi-
nation with detecting HNA-3a or HNA-3b specific antibod-
ies. Methods of detecting of antibody include non-specific
and specific assays such as, granulocyte immunofluorescence
test, granulocyte immunofluorescence flow cytometry assay
(GIFT-FC), monoclonal antibody immobilization of granu-
locyte antigens (MAIGA) assay, single radial immunodiffu-
sion assay (SRID), enzyme immunoassay and hemagglutina-
tion inhibition assay (HAI).

An exemplary non-specific assay uses intact granulocytes
as a target, e.g. GIFT-FC uses a panel of neutrophils with
different HNAs (Davoren, et al. Transfusion 43(5): 641-5,
2003, Kobayashi et al, Ped. Res. 26: 246-249). The neutro-
phils are first incubated with test sera followed by incubation
with a fluorescently labeled secondary antibody, such as anti-
human polyvalentimmunoglobulin, IgG, IgM and IgA. After
washing, the antibody binding to the cell suspensions is
examined by flow cytometry.

An exemplary specific assay uses immobilized HNA gly-
coprotein as a target, e.g. MAIGA assay. MAIGA is an
ELISA-based test that uses HNA-3 specific monoclonal anti-
bodies to capture the neutrophil antigens within test sera.
Subsequently, the cell mixtures are incubated with an enzyme
labeled secondary antibody, such as anti-mouse IgG, and
binding is detected with a colorimetric assay (Bux, et al.
Transfusion Med. 3(2): 157-62, 1993, Metcalfe &Waters,
Transfusion Med. 2:283-287, 1992.)

ELISA assay is used to determine total antibodies in the
sample. The immunogen, e.g. the HNA-3a polypeptide of
SEQ ID NO: 1, the HNA-3b polypeptide of SEQ ID NO: 2 or
antigenic fragments thereof, is adsorbed to the surface of a
microtiter plate. The test serum is exposed to the plate fol-
lowed by an enzyme linked immunoglobulin, such as IgG.
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The enzyme activity adherent to the plate is quantified by any
convenient means such as spectrophotometers and is propor-
tional to the concentration of antibody directed against the
immunogen present in the test sample. In addition, HNA-3a
or HNA-3b polypeptide or antigenic fragments thereof may
be attached to solid substrates such as membranes, beads,
filters, glass, silicon, metal, metal-alloy, anopore, polymeric,
nylon or plastic for detection of antibodies specific for HNA-
3a or HNA-3b.

The SRID assay utilizes a layer of a gel, such as agarose,
containing the antigen being tested. A well is cutin the gel and
the test sera are placed in the well. Diffusion of the antibody
out into the gel leads to the formation of a precipitation ring
whose area is proportional to the concentration of the anti-
body in the serum being tested.

HAT utilizes the capability of an immunogen to agglutinate
chicken red blood cells (or the like). The assay detects neu-
tralizing antibodies, i.e.. those antibodies able to inhibit
hemagglutination. Dilutions of the test serum are incubated
with a standard concentration of immunogen, followed by the
addition of the red blood cells. The presence of neutralizing
antibodies will inhibit the agglutination of the red blood cells
by the immunogen.

Additional assays to detect circulating anti-HNA-3a or
anti-HNA-3b antibody in the serum of the transplant or trans-
fusion patient may be used. In such an assay, serum is
screened for the presence of anti-HNA-3a or HNA-3b anti-
bodies through detection of complement-mediated lytic
activity. Serum is screened for complement-mediated lytic
activity against T and B lymphocytes from a panel of indi-
viduals representing the most frequently encountered HNA-
3a or HNA-3b antigens. The assay is performed in the pres-
ence or absence of dithioerythritol.

The methods of detecting an HNA-3a or HNA-3b antibod-
ies of the invention may be carried out with neutrophils or any
cell type transformed or transfected to express HNA-3a or
HNA-3b. The methods may be carried out will cells that do
not endogenously express HNA-3a or HNA-3, such as
B-cells, CHO cells or insect cells. The invention also contem-
plates using cells that express low levels of HNA-3a or HNA-
3b and increasing expression of the endogenous HNA-3a or
HNA-3b protein by inserting heterologous promoters or
enhancers, or increasing copy number of the HNA-3a or
HNA-3b gene.

Exemplary B cell that may be used in the methods of the
invention include EB-3 cells (ATCC CCL385), K-562 cells
(ATCC CCL243), RAJI cells (ATCC CCL86), Jiyoye cells
(CCLR7), IM-9 (ATCC159), Daudi cells (ATCC CCL213),
NC-37 cells (ATCC 214), Mo-B cells (ATCC 245), KG-1
cells (ATCC CCL246), H2126 cells (ATCC 256), BL2126
cells (ATCC 256) and MCL-5 cells (ATCC CCL10575).
Other exemplary cells that may be used in the methods of the
invention include Chinese hamster ovary cells (CHO) (ATCC
No. CCL61), CHO DHFR-cells (Urlaub et al.,, Proc. Natl.
Acad. Sci. USA, 97:4216-4220 (1980)), human embryonic
kidney (HEK) 293 or 293T cells (ATCC No. CRL1573), or
3713 cells (ATCC No. CCL92), monkey COS-1 (ATCC No.
CRL1650) and COS-7 cell (ATCC No. CRL1651), and CV-1
cells (ATCC No. CCL70). In addition, insect cells may be
used in the methods of the invention such as SF-9 and H15
cells.

Furthermore, cells that endogenously express HNA-3a or
HNA-3b at low or moderate levels may be modified to
enhance or overexpress endogenous HNA-3aor HNA-3b. For
example a promoter, enhancer element, or an exogenous tran-
scription modulatory element is inserted in the genome of the
intended cell in proximity and orientation sufficient to influ-
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ence the transcription of DNA encoding the HNA-3a or
HNA-3b polypeptide. The control element controls a portion
of the DNA present in the host cell genome. Thus, the expres-
sion of the HNA-3a or HNA-3b polypeptide may be achieved
not by transfection of DNA that encodes the HNA-3a or
HNA-3b gene itself, but rather by the use of targeting DNA
(containing regions of homology with the endogenous gene
of interest) coupled with DNA regulatory segments that pro-
vide the endogenous gene sequence with recognizable signals
for transcription.

The invention also provides for methods of detecting
HNA-3a or HNA-3b specific antibodies within a biological
sample by contacting a biological sample with an aptamer
that mimics an HNA-3a or HNA-3b antigenic fragment or
epitope. Aptamers are macromolecules comprising single
stranded oligonucleotides that have a sequence-dependent
three-dimensional shape that will bind a target protein with
high affinity and specificity. The invention contemplates
developing and using aptamers that have a sequence that
mimics the HNA-3a or HNA-3b epitope and therefore binds
to HNA-3a or HNA-3b specific antibodies. These aptamers
may be used in any of the methods of the invention to detect
the presence of HNA-3a or HNA-3b specific antibodies.

The aptamers of the invention may comprise single
stranded RNA or DNA oligonucleotides ranging in size
between 15 and 50 bases that are fused to a scaffold such as
thioredoxin. The aptamers will mimic the physical or struc-
tural characteristics of the HNA-3a and HNA-3b peptides of
the invention. The aptamers are generally derived from com-
binatorial libraries through an in vitro selection process
known as Systematic Evolution of Ligands through Exponen-
tial enrichment (SELEX). Exemplary methods for identify-
ing and synthesizing aptamers against HNA-3a or HNA-3b
antibodies are presented in Lo, Antibody Engineering: meth-
ods and protocols Vol 248 of Methods in Molecular Biology,
Humana Press 2004, Klussmann, The Aptamer Handbook:
functional oligonucleotides and their applications Wily-
VCH, 2006, and Jayasena Clin. Chem. 45:168-1650, 1999.
Any of the assays described herein may be used to confirm
that the contemplated aptamers bind to HNA-3a or HNA-3b
specific antibodies.

Furthermore, the invention provides for methods of detect-
ing HNA-3a or HNA-3b specific antibodies using peptides
that mimic the secondary or tertiary structure of the antigenic
fragments of HNA-3a or HNA-3b, while differing in primary
amino acid structure. The structural characteristics of these
peptides cause the HNA-3a or HNA-3b antibodies to cross
react with these peptides. These peptides may be identified
using standard methods in the art such as phage display pep-
tide libraries and combinatorial libraries.

Methods of Distinguishing HNA-3a or HNA-3b Specific
Antibodies

Any of the techniques described herein to detect HNA-3a
or HNA-3b specific antibodies in a biological sample also
may be used to distinguish if a particular antibody specifically
binds to HNA-3a or HNA-3b. The assays would be carried out
with the full length polypeptide or peptides that comprise
amino acid 154. In particular, the peptides used in these
assays may retain any secondary or tertiary structure that will
distinguish the HNA-3a and HNA-3b epitopes.

Furthermore, assays using cells or tissues known to express
HNA-3a or HNA-3b may be used to identify and distinguish
HNA-3a or HNA-3b specific antibodies. These assays would
include cells transfected or transformed to express HNA-3a
or HNA-3b.

Isolation of these HNA-3a or HNA-3b specific antibodies
is useful for carrying out the methods of the invention. In
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addition, the kits of the invention may comprise isolated
HNA-3a or HNA-3b specific antibodies.
Methods of Detecting HNA-3 Protein

The invention provides for methods of detecting HNA-3a
or HNA-3b in a biological sample. The term “HNA-3a” refers
to the full length sequence of SEQ ID NO: 1 or at least a
fragment of the amino acid sequence of SEQ ID NO: 1. The
term “HNA-3b” refers to the full length amino acid sequence
of SEQ ID NO: 2 or is at least a fragment of the amino acid
sequence of SEQ ID NO: 2. Antigenic fragments of HNA-3a
or HNA-3b that comprise particular epitopes that generate
specific antibodies are of interest. For example, regions of the
amino acid sequence of SEQ ID NO: 1 or 2 that are exposed
to the cell surface are more likely to comprise an epitope.

Exemplary antigenic fragments that may be used to gener-
ate HNA-3a specific antibodies include the amino acid
sequence of SEQ ID NO: 13, SEQ ID NO: 14, SEQ ID NO:
15, SEQ ID NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ
IDNO: 25,SEQID NO: 27, SEQID NO: 34, SEQ IDNO: 35,
SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID
NO: 39, SEQ ID NO: 40, SEQ ID NO: 41 and SEQ ID NO:
42. Exemplary antigenic fragments that may be used to gen-
erate HNA-3b specific antibodies include the amino acid
sequence of SEQ ID NO: 19, SEQ ID NO: 20, SEQ ID NO:
21, SEQ ID NO: 22, SEQ 1D NO: 23, SEQ ID NO: 24 and
SEQ ID NO: 26.

The primary structure of CTL2 indicates the existence of
multiple polymorphic regions in both the coding region and
promoter region of the CTL2 gene. Polymorphisms in the
CTL2 gene may provide polymorphic information for HNA-
3a or HNA-3b. The differences within the promoter region
may cause different transcription efficiency and thus influ-
ence the expression of the CTL2 polypeptide. The polymor-
phisms in the coding region can alter the CTL2 protein con-
formation and thus the different polymorphic CTL2 proteins
become immunogenic to each other. For example, nucleotide
461 of HNA-3a/HNA-3b is polymorphic wherein the HNA-
3a alleleis a “G” that encodes an arginine at position 154 and
the HNA-3b allele is an “A” and encodes a glutamine.

The human neutrophil antigen HNA-1 has polymorphic
epitopes. HNA-1 has three alleles, HNA-1a, HNA-1b and
HNA-1c, which are the result of polymorphisms within the
FeyRIIIb gene. HNA-1a and HNA-1b differ by four amino
acids. The HNA-1c differs from HNA-1b by a single nucle-
otide substitution (C-to-A) at nucleotide 266 that results in a
change of alanine to aspartate at amino acid 78. As described
above, the polymorphisms in the CTL2 gene may result in
HNA-3 polymorphic epitopes similar to those observed for
HNA-1.

However, the human neutrophil antigen HNA-2 has a
monomorphic epitope, in which a portion of the population
does notexpress HNA-2. HNA-2 has only one well-described
allele, HNA-2a. HNA-2a deficiency is caused by a transcrip-
tion defect which exists among 5-10% individuals. Those
individuals may generate HNA-2a antibody when exposed to
the HNA-2a antigen. Therefore, it is contemplated that HNA-
3A or HNA-3b may have a monomorphic epitope similar to
HNA-2.

The invention also contemplates detecting additional anti-
gens, such as HNA-1, HNA-2, HNA-4, HNA-5 and/or HLA,
in combination with detecting HNA-3a or HNA-3b in a bio-
logical sample.

Commercial antibodies that bind to human CTL2 may be
used in the methods of the invention. Exemplary commercial
antibodies include human monoclonal anti-SLC44A2 anti-
body (clone 3D11) and human anti-SLC44A2 polyclonal
antibody both available from Sigma Aldrich (St. Louis, Mo.).
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Additional exemplary antibodies include SL.C44 A2 antibody
(ab57570) available from Abcam (Cambridge, Mass.), CTL2
monoclonal antibody (MO1), clone 3D11 available from
Abnova (Walnut, Calif.), Mouse Polyclonal anti-
SLC44A2—solute carrier family 44, member 2, MaxPab
Antibody and Mouse polyclonal anti-CTL2 available from
Novus Biologicals (Littleton, Colo.).

The antibodies of the invention may be polyclonal antibod-
ies, monoclonal antibodies, antibody fragments which retain
their ability to bind their unique epitope (e.g., Fv, Fab and
F(ab)2 fragments), single chain antibodies and human or
humanized antibodies. Antibodies may be generated by tech-
niques standard in the art using the HNA-3a or HNA-3b
epitope on CTL2 or antigenic fragments of SEQ ID NO: 1 or
SEQ ID NO: 2. Antibody molecules of the present invention
include the classes of IgG (as well as subtypes 1gG 1, IgG 2a,
and IgG2b), IgM, IgA, IgD, and IgE.

The antibodies of the invention may be labeled for detec-
tion of binding within the biological sample. The antibodies
may comprise a radioactive label such as *H, '*C, **P, *S, or
'], In addition, the labels may be a fluorescent or chemilu-
minescent compound, such as fluorescein isothiocyanate,
phycoerythrin, rhodamine, or luciferin. The labels may be
enzymes such as alkaline phosphatase, p-galactosidase,
biotin and avidin or horseradish peroxidase (Bayer et al.,
Meth. Enz., 184:138-163 (1990)).

The HNA-3a and HNA-3b specific antibodies may be
attached to solid substrates such as membranes, beads, filters,
glass, silicon, metal, metal-alloy, anopore, polymeric, nylon
or plastic for detection of HNA-3a or HNA-3b in a biological
sample.

Antigens of the invention may be a whole protein, a trun-
cated protein, a fragment of a protein or a peptide. Antigens
may be naturally occurring, genetically engineered variants
of the protein, or may be codon optimized for expression in a
particular mammalian subject or host. Generally, a B-cell
epitope will include at least about 5 amino acids but can be as
small as 3-4 amino acids.

Normally, an epitope will include between about 7 and 15
amino acids, such as, 9, 10, 12 or 15 amino acids. The term
“antigen” denotes both subunit antigens, (i.e., antigens which
are separate and discrete from a whole organism with which
the antigen is associated in nature). Antibodies such as anti-
idiotype antibodies, or fragments thereof, and synthetic pep-
tide mimotopes, that are synthetic peptides which can mimic
an antigen or antigenic determinant, are also captured under
the definition of antigen as used herein.

Furthermore, for purposes of the present invention, an
“antigen” refers to a protein, which includes modifications,
such as deletions, additions and substitutions, generally con-
servative in nature, to the naturally occurring sequence, so
long as the protein maintains the ability to elicit an immuno-
logical response, as defined herein. These modifications may
be deliberate, as through site-directed mutagenesis, or may be
accidental, such as through mutations ofhosts which produce
the antigens. Antigens of the present invention may also be
codon optimized by methods known in the art to improve their
expression or immunogenicity in the host.

Specific binding of an antibody to an HNA-3a or HNA-3b
antigen within a biological sample may be carried out using
Western blot analysis with immunoblotting, immunocy-
tochemistry, immunohistochemistry, dot blot analysis, flow
cytometry, ELISA assays or RIA assays. These techniques
and other approaches are conventional in the art (See Sam-
brook et al., Molecular Cloning: A Laboratory Manual, Cold
Springs Harbor Laboratories (New York, 1989).
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In addition, microcytotoxicity assays may be used to detect
HNA-3a or HNA-3b in a biological sample. Microcytotoxic-
ity assays involve the mixing of pure neutrophils derived from
the recipient or donor with well characterized typing antibod-
ies that are HNA-3a or HNA-3b immunoreactive. The mix-
ture is incubated for a sufficient time to allow the antibodies to
bind to the neutrophil surface HNA antigens. This is followed
by addition of complement, which may be derived from, for
example, rabbit serum. The addition of complement results in
complement fixation and any cells with antibody bound to
their cell surface will lyse due to the complement fixation
reaction. The quantity of lysed cells can be measured using a
variety of different methods. For example, a vital dye which is
excluded from live cells but stains dead cells, such as trypan
blue, can be added to the sample and the number of dead cells
versus live cells can be determined.

Methods of Detecting HNA-3 Nucleic Acids

The invention provides for methods of detecting HNA-3a
nucleic acids in a biological sample using oligonucleotide
probes that hybridize to a fragment of the nucleic acid
sequence of SEQ ID NO: 3. The invention provides for meth-
ods of detecting HNA-3b nucleic acids in a biological sample
using oligonucleotide probes that hybridize to a fragment of
the nucleic acid sequence of SEQ ID NO: 4. Hybridization of
the HNA-3a or HNA-3b specific oligonucleotide probes may
be detected using Northern Blot analysis, Southern Blot
analysis, slot-blot analysis or in situ hybridization analysis or
any other methods convention in the art, such as those tech-
niques described in Sambrook et al., (Molecular Cloning: A
Laboratory Manual, Cold Springs Harbor Laboratories (New
York, 1989).

Preferred oligonucleotide probes are those which hybrid-
ize to sequences within the HNA-3a gene that encode the
HNA-3a epitope. For example, preferred probes may hybrid-
ize to the nucleotides encoding the amino acid sequence of
SEQ IDNO: 13, SEQ ID NO: 14, SEQ ID NO: 15, SEQ ID
NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ ID NO: 25,
SEQ ID NO: 27, SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID
NO: 36, SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID NO: 39,
SEQ ID NO: 40, SEQ ID NO: 41 or SEQ ID NO: 42. In
addition, the probes of the invention include those which
hybridize to introns or 5' and 3' untranscripted regions of the
gene encoding HNA-3a.

Preferred oligonucleotide probes are those which hybrid-
ize to sequences within the HNA-3b gene that encode the
HNA-3b epitope. For example, preferred probes may hybrid-
ize to the nucleotides encoding the amino acid sequence SEQ
IDNO: 19,SEQIDNO: 20, SEQIDNO: 21, SEQIDNO: 22,
SEQ ID NO: 23, SEQ ID NO: 24 or SEQ ID NO: 26. In
addition, the probes of the invention include those which
hybridize to introns or 5' and 3' untranscripted regions of the
gene encoding HNA-3b.

The oligonucleotide probes may be labeled for detection of
hybridization with the DNA extracted from the biological
sample. The probes may comprise a radioactive label such as
*H, 14C, 3*P, 2°S, or '*’1. In addition, the labels may be a
fluorescent or chemiluminescent compound, such as fluores-
cein isothiocyanate, phycoerythrin, rhodamine, or luciferin.
The labels may be enzymes such as alkaline phosphatase,
[-galactosidase, biotin and avidin or horseradish peroxidase
(Bayer et al., Meth. Enz., 184:138-163 (1990)).

An array or microarray refers to a collection of DNA
probes or DNA fragments attached to a solid surface, such as
glass, plastic or silicon-chip, forming an array for the purpose
of expression profiling or monitoring expression level of
many genes simultaneously. Arrays of oligonucleotide
probes may be used to detect the HNA-3a or HNA-3b DNA in
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a biological sample. Preferred arrays include probes that
hybridize to HNA-1 and/or HNA-2. In addition, arrays that
include probes that hybridize to HNA-1, HNA-2 and HL A are
preferred. Commercial arrays may be used to detect HNA-3a
or HNA-3b that include probes that hybridize to CTL2 such
as Affymetrix probe sets nos. 58800, 48798 and 56340 which
detect SLC44A2 on array nos. U95-C and U95-B, probe set
nos. 225175 and 224609 which detect SLC44A2 on array no.
U133-B, and probe set nos. 225175 and 224609 which detect
SL.C44A2 on array no. U133 Plus 2. The arrays of the inven-
tion include microarrays, DNA chips, bead arrays, gene chips
and biochips.

The oligonucleotide probes may be attached to solid sub-
strates such as membranes, beads, filters, glass, silicon, metal,
metal-alloy, anopore, polymeric, nylon or plastic. The sub-
strates may be chemically treated with chemical prior to
attaching probes to enhance binding or to inhibit nonspecific
binding during use. Exemplary treatments include coating
glass slides with coating of aminoalkyl silanes or polymeric
materials such as acrylamide or proteins. The probes may be
covalently or non-covalently attached to the substrate.

The invention also provides for methods of detecting
HNA-3a or HNA-3b in a biological sample using an ampli-
fication method such as polymerase chain reaction and at
least one oligonucleotide primer specific for a fragment of the
nucleic acid sequence encoding HNA-3a (SEQ ID NO: 1) or
HNA-3b (SEQ ID NO: 2).

As used herein, “polymerase chain reaction” or “PCR”
means a process such as described in U.S. Pat. No. 4,683,195
and U.S. Pat. No. 4,683,202 for the amplification of a segment
of DNA using at least two primers and a DNA polymerase.
Other nucleic acid amplification methods strand displace-
ment assay 3(SDA, BD ProbeTec™, isothermal amplification
methods such as helicase-dependent amplification (HDA)
and isothermal reverse transcription-thermophilic helicase-
dependent amplification (RT-tHDA), rolling circle amplifica-
tion (RCA) and loop-mediated isothermal amplification
(LAMP). These methods may be carried out using techniques
standard in the art. The invention also contemplates using
sequencing analysis to confirm the identity of DNA frag-
ments amplified using PCR.

In the methods of the invention, PCR may be carried out
using a “PCR reaction mixture” which is a mixture suitable
for carrying out PCR. The PCR reaction mixture will contain
a suitable amount of a thermostable DNA polymerase, a
linear or circular template DNA, preferably double-stranded
DNA, to be amplified, a pair of oligonucleotide primers such
that one of the primers is configured for annealing to one
strand of the template and the other primer is configured for
annealing to the other or complementary strand of the tem-
plate, ATP, suitable amounts of each of the four deoxyribo-
nucleoside triphosphates (ANTPs), and buffers, salts such as
MgCl,, preservatives, reducing agents, and water as may be
required.

The oligonucleotide primers of the invention will be
designed to specifically amplify the nucleic acid encoding the
HNA-3aepitope or the HNA-3b epitope. When designing the
oligonucleotide primers, the length of a primer depends upon
its (A+T) content, and the Tm of its partner. In addition, the
primer should be complex enough to decrease the likelihood
of the primer annealing to sequences other than the chosen
target. The methods of the invention may utilize primers
ranging in length from 10-30 nucleotides, preferably the
primers will be 17 nucleotides in length. Generally, a 40%-
60% G+C content is recommended for the primers, avoiding
internal secondary structure and long stretches of any one
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base. In addition, primers should not anneal to regions of
secondary structure (within the target) having a higher melt-
ing point than the primer.

Preferred oligonucleotide primers of the invention for
genotyping HNA-3a phenotype include primers that amplify
the nucleotides encoding amino acid sequence of SEQ 1D
NO: 13, SEQ ID NO: 14, SEQ ID NO: 15, SEQ ID NO: 16,
SEQ IDNO: 17, SEQ ID NO: 18, SEQ ID NO: 25, SEQ ID
NO: 27, SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID NO: 36,
SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID NO: 39, SEQ ID
NO: 40, SEQ ID NO: 41 or SEQ ID NO: 42. In addition, the
primers of the invention include those which amplify frag-
ments of SEQ ID NO: 3 that are within introns or the 5' and 3'
untranscripted regions of the gene encoding HNA-3a. Exem-
plary primers include sense primer 5' AGT GGC TGA GCT
TCG 3(SEQ ID NO: 48) and antisense primer 5' GTG CGC
CAA TAT CCT CAC TTG 3' (SEQ ID NO: 50).

Preferred oligonucleotide primers of the invention for
genotyping HNA-3b phenotype include primers that amplify
the nucleotides encoding amino acid sequence of SEQ 1D
NO: 19, SEQ ID NO: 20, SEQ ID NO: 21, SEQ ID NO: 22,
SEQ ID NO: 23, SEQ ID NO: 24 or SEQ ID NO: 26. The
invention also contemplates primers the amplify a fragment
of SEQ ID NO: 4 that comprise codon 154 of SEQ ID NO: 4.
In addition, the primers of the invention include those which
amplify fragments of SEQ ID NO: 4 that are within introns or
the 5' and 3' untranscripted regions of the gene encoding
HNA-3b. Exemplary primers include sense primer 5' GAG
TGG CTG TGC TTC A 3' (SEQ ID NO: 49) and antisense
primer 5' GTG CGC CAA TAT CCT CAC TTG 3' (SEQ ID
NO: 50).

The invention also contemplates methods of detecting
HNA-1 nucleic acid in a biological sample in addition to
detecting HNA-3 nucleic acid. HNA-1 nucleic acids may be
detected using oligonucleotide probes or oligonucleotide
primers that detect the unique HNA-1 epitopes (polymor-
phisms) at nucleotides 141, nucleotide 147, nucleotide 227,
nucleotide 277 or nucleotide 349 (HNA-1a vs. HNA-1b) and
nucleotide 266 (HNA-1¢ vs. HNA-1b). The invention further
contemplates methods of detecting HNA-2 nucleic acid in a
biological sample in addition to detecting HNA-3 nucleic
acid. Since HNA-2 only has one allele, the expression of the
HNA-2 can be detected with oligonucleotide probes or prim-
ers homologous to any coding region.

Deoxyribonucleoside triphosphates (ANTPs) include
2'-deoxyadenosine 5'-triphosphate (dATP), 2'-deoxycytidine
S'-triphosphate (dCTP), 2'-deoxyguanosine 5'-triphosphate
(dGTP), and 2'-deoxythymidine 5'-triphosphate (dTTP).
Generally, the concentration of dNTP in the PCR reaction is
about 200 uM. It is important to keep the four dNTP concen-
trations above the estimated Km of each dNTP (10 uM-15
M) and balanced for best base incorporation. Lowering the
concentrations of ANTP and magnesium ion by an equal
molar concentration can improve fidelity. Modified dNTPs
(dig-11-dUTP, 5-bromo-dUTP, inosine, biotin-11-dUTP,
biotin-16-dUTP and 7-deaza dGTP) and 2'-deoxyuridine
S'-triphosphate (dUTP) also may be used.

Kits

The invention provides for kits to carry out any of the
methods of the invention. Kits according to the invention
comprises components for detecting HNA-3a or HNA-3b
specific antibodies in a biological sample. The kit can com-
prise an isolated or recombinant HNA-3a or HNA-3b
polypeptide or an antigenic fragment thereof that forms a
complex with HNA-3a or HNA-3b specific antibodies in a
biological sample and a known HNA-3a or HNA-3b specific
antibody for a positive control. The invention further provides
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for kits for detecting antibodies specific for HNA-1 and
HNA-2 in addition to antibodies specific for HNA-3a or
HNA-3b, which will contain Fc-y receptor IITb or antigenic
fragments thereof for HNA-1 detection and CD177 or anti-
genic fragments thereof for detection of HNA-2 and known
antibodies that are specific for HNA-1 and HNA-2. The
invention further provides for kits for detecting antibodies
specific for HNA-4 and/or HNA-5 in addition to antibodies
specific for HNA-3a or HNA-3b, which will contain CD11b
(CR3) or antigenic fragments thereof for HNA-4 detection
and CD11a (LFA-1) or antigenic fragments thereof for detec-
tion of HNA-5 and known antibodies that are specific for
HNA-4 and HNA-5. Furthermore, the invention provides for
kits for detecting antibodies specific for HLA in a biological
sample in addition to antibodies specific for HNA, which will
contain polypeptides containing the HLA antigen and known
antibodies that are specific for HLA.

Kits useful for detecting antibodies specific for HNA-3a or
HNA-3b and optionally antibodies specific for other HNA
and/or HL A antigens may further comprise any components
necessary to carry out the detection assays that are conven-
tional in the art. For example, the kits may comprise the
components necessary to carry out SRID, ELISA, HAIL
MAIGA assay, GIIFT, MLAT, and GAT.

Kits according to the invention comprises components for
detecting HNA-3a or HNA-3bin a biological sample. The kit
can comprise an antibody that specifically binds to HNA-3a
or HNA-3b, and an isolated or recombinant protein or a
peptide comprising the HNA-3a or HNA-3b epitope for the
antibody to use as a positive control. The invention further
provides for kits for detecting HNA-1 and HNA-2 in addition
to HNA-3a or HNA-3b, which will contain antibodies spe-
cific for HNA-1 and/or HNA-2 and recombinant proteins or
peptides corresponding to the HNA-1 and HNA-2 epitopes.
Furthermore, the invention provides for kits for detecting
HLA in a biological sample in addition to HNA, which will
contain antibodies specific for HLA and recombinant protein
or peptides that correspond to the HLA epitope.

Kits useful for detecting HNA-3a or HNA-3b and option-
ally other HNA and/or HL A antigens may further comprise
any components necessary to carry out the detection assays
that are conventional in the art. For example, the kits may
comprise buffers, loading dyes, gels such as polyacrylamide
gels and molecular weight markers preparing SDS-PAGE
gels to carry out Western blots. The kits may also comprise
filters, membranes blocking buffers, control buffers, isotype
control antibodies, wash buffers or buffers and reagents for
detection to carry out immunoblotting or dot blotting analysis
such as labeled secondary antibodies. The kit may also com-
prise fixing reagents, blocking buffers, control buffers, wash
buffers, staining dyes and detection reagents including anti-
idiospecific antibodies to carry out immunocytochemistry or
immunohistochemistry. Furthermore, the kits may comprise
the necessary reagents and tools to carryout flow cytometry,
ELISA assays, RTA assays or microtoxicity assays.

Kits according to the invention comprise components for
detecting HNA-3a or HNA-3b nucleic acid in a biological
sample. The kit will comprise oligonucleotide probes that
hybridize to a fragment of HNA-3a nucleic acid of SEQ 1D
NO: 3 and a fragment of the nucleic acid of SEQ ID NO: 3 that
hybridizes to the oligonucleotide probes to use as a positive
control. Alternatively, the kit will comprise oligonucleotide
probes that hybridize to a fragment of HNA-3b nucleic acid of
SEQ ID NO: 4 and a fragment of the nucleic acid of SEQ ID
NO: 4 that hybridizes to the oligonucleotide probes to use as
a positive control. The invention further provides for kits to
detect HNA-1 and HNA-2 nucleic acid, in addition to HNA-
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3a or HNA-3b nucleic acid in a biological sample, which will
contain oligonucleotide probes that are specific for HNA-1
and HNA-2, and corresponding fragments of the HNA-1 and
HNA-2 nucleic acids as positive controls. In addition, the
invention provides for kits for detecting HLA nucleic acid in
addition to HNA nucleic acid in a biological sample, which
will contain oligonucleotide probes specific for HLA nucleic
acid and corresponding fragments of HLA nucleic acid as
positive controls.

Alternatively, the kits for detecting HNA-3a nucleic acids
will comprise oligonucleotide primers for amplifying a frag-
ment of the HNA-3a nucleic acid of SEQ ID NO: 3, and a
fragment of the HNA-3a nucleic acid that is known to be
amplified by the oligonucleotide primers to serve as a positive
control. The kits for detecting HNA-3b nucleic acids will
comprise oligonucleotide primers for amplifying a fragment
of the HNA-3b nucleic acid of SEQID NO: 4, and a fragment
of the HNA-3b nucleic acid that is known to be amplified by
the oligonucleotide primers to serve as a positive control. The
invention further provides for kits that comprise oligonucle-
otide primers specific for HNA-1 and HNA-2 nucleic acids,
and the fragments of the nucleic acids of HNA-1 and HNA-2
that are known to be amplified by the oligonucleotide prim-
ers. In addition, the invention provides for kits containing
oligonucleotide primers specific for HLA nucleic acid in
addition to oligonucleotide primers specific for HNA nucleic
acids and a fragment of the HLA nucleic acid that is amplified
by the oligonucleotide primers.

The kits of the invention may also comprise the compo-
nents necessary to carry out PCR or other amplification meth-
ods. For example, the kit may contain one or more of the
following: Taq polymerase or another thermostable poly-
merase, ATP, suitable amounts of each of the four deoxyribo-
nucleoside triphosphates (ANTPs), and buffers, salts such as
MgCl2, preservatives, reducing agents or water.

Kits useful for detecting HNA-3a or HNA-3b nucleic acids
and optionally other HNA and/or HLA nucleic acids may
further comprise any components necessary to carry out the
detection assays that are conventional in the art. For example,
the kits may comprise the reagents necessary for extracting
the nucleic acids from the biological sample. The kits may
comprise buffers, loading dyes, gels, molecular weight mark-
ers, membranes, filters, blocking buffers and detection
reagents for Northern Blot analysis, Southern Blot analysis,
slot-blot analysis or in situ hybridization analysis and any
other methods convention in the art, such as those techniques.

The present invention is illustrated by the following
examples that are not intended to limit the invention. Example
1 describes isolation of granulocytes from donor blood.
Example 2 described the method used to obtain HNA-3a
positive and negative plasma. Example 3 describes biotiny-
lation of granulocyte surface proteins. Example 4 describes a
method of incubating granulocytes with plasma. Example 5
describes fluorescence activated cell sorting using flow
cytometry. Example 6 describes a method of carrying out
immunoprecipitation using magnetic beads. Example 7
describes a method of carrying out SDS-PAGE and Western
blotting. Example 8 describes a method of using Fourier
transform ion cyclotron resonance mass spectrometry
(FTICR-MS). The experiments described in Examples 1-8
were used to identify the amino acid sequences of HNA-3a
and HNA-3b, and these methods may be used to carry out the
methods of the invention. Example 9 describes the heterolo-
gous expression of HNA-3a and HNA-3b, and these polypep-
tides may be used in the methods of the invention. Example
10 describes heterologous expression of HNA-3a peptide
fragments, and these peptide fragments were used to map the
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epitope of HNA-3a, and these peptides may be used in the
methods of the invention. Example 11 describes affinity puri-
fication of HNA-3a antibodies from human blood plasma.
Example 12 described identification of antigenic fragments
of HNA-3a, and these fragments may be used to carry out the
methods of the invention. Example 13 describes a method of
genotyping for HNA-3a and HNA-3b, which may be used to
carry out the methods of the invention. Lastly, Example 14
describes methods of making anti-HNA-3 antibodies, and
these antibodies may be used to carry out the methods of the
invention.

EXAMPLES
Example 1

Granulocyte Isolation

Selected donor blood was mixed with 1.25% EDTA and
0.5% dextran. After sedimentation, the supernatant was fur-
ther used for Ficoll density centrifugation. After washing of
the obtained pellet, a haemolysis of the erythrocytes took
place. Remaining granulocytes were washed and served in
various cell concentrations as starting material.

Example 2
Obtaining HNA-3a Positive and Negative Plasma

Selected donor blood was mixed with 1.25% EDTA, then
the cells were separated by centrifugation. The supernatant
served as corresponding plasma.

Example 3
Biotinylation of Granulocyte Surface Proteins

For the analysis by Western blots, the purified granulocytes
were biotinylated using the EZ-Link Sulfo-NHS-LC-LC-bi-
otin (PIERCE; Rockford, 11.).

Example 4
Incubation of the Granulocytes with Plasma

Granulocytes (biotinylated or non-biotinylated) were incu-
bated with HNA-3a-positive or -negative plasma for at least
30 minutes at 37° C. After washing the batch, either a FACS
analysis of whole cells took place, or the cell lysis by means
of buffer containing Triton-X100 was carried out. After cen-
trifuging off the cell debris, the supernatant containing pro-
tein was analyzed.

Example 5

Fluorescence Activated Cell Sorting (FACS
Analysis) Flow Cytometry

Isolated granulocytes of HNA-3a-positive and -negative
donors were incubated with plasma (with and without anti-
HNA-3a antibodies) and washed. Subsequently, the cells
were incubated with fluorescein isothiocyanate (FITC)
labeled rabbit F(ab')2-anti-human IgG. After washing, the
cell suspension was examined with FACS to determine for the
fluorescence intensity of the granulocytes. High intensities
pointed to HNA-3a-positive results.
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Example 6

Immunoprecipitation by Means of Magnetic Beads

Protein-G coated magnetic beads were coupled with anti-
human IgG (Fe specific). After washing, the beads were incu-
bated with the supernatant containing protein, as described in
Example 4. After renewed washing and demagnetizing of the
beads, the proteins were eluted using sample buffer contain-
ing SDS, (for analysis via SDS-PAGE and Western blot) or
digested directly in buffer containing trypsin (for analysis via
Fourier transform ion cyclotron resonance mass spectrometry
(FTICR-MS)).

Example 7
SDS-PAGE/Western Blot

The eluent of the immunoprecipitation (biotinylated
batches) was separated by SDS-PAGE (7.5% separation gels)
and blotted on nitrocellulose membrane. For coupling to the
biotinylated proteins, the membrane, after blocking and
washing steps, was incubated with alkaline phosphatase (AP)
bonded to streptavidin. The detection took place by the addi-
tion of NBT (Nitro-Blue Tetrazolium Chloride)/BCIP
(5-Bromo-4-Chloro-3'-Indolyphosphate p-Toluidine Salt)
for 1-15 minutes.

Example 8

Fourier Transform Ion Cyclotron Resonance
(FTICR-MS)

The tryptic digestion of the immunoprecipitated proteins
(not biotinylated batches) was pre-cleaned using C18 mate-
rial (ZipTip) and analyzed by MS. The evaluation of the
peptide spectra took place by data bank comparisons using of
SEQUEST Sorcerer- and Scaffold2 software (Data bank: uni-
prot-sprot-human_rel54).

Example 9
Heterologous Expression of HNA-3a and HNA-3b

A ¢DNA clone having a DNA sequence encoding the
HNA-3a protein (SEQ ID NO: 1) was expressed in E. coli and
in CHO cells. The synthesized protein was separated with
SDS-PAGE gel electrophoresis (as described in Example 7)
and the specificity was shown by binding of human anti-
HNA-3a antibodies in Western blot. An analogous procedure
was carried out for acDNA clone with the DNA sequence for
the expression of the protein HNA-3b (SEQ ID NO: 2).

The HNA-3a protein was expressed with a His-tag to allow
for purification. In addition, solid phase ELISA was used to
demonstrate binding of the recombinant human anti-HNA-3a
or HNA-3b protein with its respective antibody.

Example 10
Heterologous Expression of Peptide Fragments

HNA-3a DNA fragments were cloned using the pGEX-
2TK vector (GE Healthcare, Chalfont St Giles, UK) and the
restriction enzymes BamHI and HindIII (Roche, Basel, Swit-
zerland). The cDNA clone NM__020428.2 (OriGene, Rock-
ville, Md.) was used as template DNA to generate Glu-
tathione S-Transferase gene region (GST) fusions. DNA
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fragments encoding amino acids 22-231 of SEQ ID NO: 1
(denoted as “HNA-3a(22-231)"), and amino acids 145-167 of
SEQ ID NO: 1 (denoted as “HNA-3a(145-167)") were
inserted into the vector JHC27 to encode GST-HNA-3a
fusion peptides. DNA fragments encoding amino acids 114-
164 of SEQ IDNO: 1 (denoted as “HNA-3a(114-164)”) were
inserted into the pTB25 vector to encode the GST fusion
peptide GST-HNA-3a(114-164).

E. coli BL21-Gold(DE3) cells (Stratagene, La Jolla, Calif’)
were transformed with the above described vectors and
grown at 37 C in YTG medium containing 100 pg/ml ampi-
cillin to an OD600=0.7. Subsequently, the cells were incu-
bated with Isopropyl -D-1-thiogalactopyranoside (IPTG) (1
mM; 1 h), followed by centrifugation (7,000 g; 10 min) and
washing in ice-cold PBS. The cells were then sonicated in
denaturing buffer (8 M Urea), centrifuged (12,000 g) and the
supernatant was dialyzed against denaturing-buffer (Tris-
glycerin). The fusion protein supernatants were loaded onto a
glutathione sepharose column and washed with PBS. A solu-
tion of 50 mM Tris-HCI (pH 8) containing 10 mM reduced
glutathione was used for elution of the GST-HNA-3a fusion
peptides.

Example 11

Affinity Purification of HNA-3a Antibodies from
Human Blood Plasma

For affinity purification of HNA-3a antibodies from human
blood plasma, GST-HNA-3a(114-164) was produced as
described in Example 10), concentrated and dialyzed against
coupling buffer (0.2 M NaHCO,, 0.5 M NaCl, pH 8.3). A
HiTrap NHS-activated HP column (GE Healthcare, Uppsala,
Sweden) was equilibrated with 6 ml ice-cold 1 mM HCI; and
subsequently, 1 ml of the concentrated GST-HNA-3a(114-
164) peptide was injected (3 mg/ml) onto the column. After
30 minutes incubation at 25° C., the column was washed
according to manufacturer’s instructions.

Human plasma known to be positive for HNA-3a antibod-
ies was diluted in wash buffer (1:25) (20 mM NaH2PO4, 150
mM NaCl, pH 7.4) and 50 m] was loaded onto the column at
a flow rate of 0.8 ml/min. After washing with washing buffer,
the antibodies were eluted from the columnusing 10 m10.1 M
glycine buffer (pH 2.7). Aliquots of the collected fractions
(750 ) were mixed with 250 pl neutralization buffer (1 M
Tris-HCI, pH 9). Fractions containing a protein concentration
greater than 50 pg/ml were pooled and dialyzed against wash
buffer.

A Granulocyte Activation Assay was used to test whether
HNA-3a induced granulocyte aggregation. Granulocytes iso-
lated from HNA-3a positive donors (as described in Example
1) were incubated with human plasma (30 min, 37° C.) known
to contain anti-HNA-3a antibodies, and subsequently washed
(140 g, 5 min). Bound antibodies were obtained using system
for acid elution according to the manufacturer’s instructions
(BAG, Lich, Germany).

The HNA-3a specific antibodies, of the eluted antibodies
obtained by affinity purification in combination with the
GST-HNA-3a(114-164) peptide in the Granulocyte Activa-
tion Assay. The negative controls for this assay were the
GST-fusion protein alone, a control serum containing HNA-
3b antibodies and a negative control antibody (no HNA-3
antibodies). HNA-3a antibodies activated granulocytes to
aggregation only in its native form and had little effect in
denatured formed. Fixed granulocyte agglutinates were not
positive.
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Example 12

Identification of Antigenic Fragments of HNA-3a

In order to map the epitope of the HNA-3a amino acids
sequence (SEQ ID NO: 1), recombinant peptides comprising
extracellular fragments of the HNA-3a amino acid sequence
were generated as GST-fusion peptides as described in
Example 10. Reactivity of these peptides with HNA-3a sera
as determined by Western blot is provided in Table 1 below

Amino acids of HNA-3a Reactivity with
SEQ ID NO: (SEQIDNO: 1) HNA-3a
27 55-231 ++
14 55-183 ++
28 55-105 -
29 105-153 -
30 155-200 -
31 190-231 -
32 150-159 -
33 144-167 (+)
34 134-174 ++
35 124-183 ++
36 114-194 ++
37 105-200 ++
38 94-214 ++
39 84-220 ++
40 44-164 ++
41 75-164 ++
42 94-164 ++
16 114-164 ++
43 134-164 (+)
44 142-183 -
45 142-200 -
46 142-222 -
47 142-231 -

Isolated granulocytes from a representative HNA-3a posi-
tive (HNA-3a+) donor and a representative HNA-3a negative
donor (HNA-3a-) were incubated with plasma known to
contain HNA-3a antibodies (+) and with plasma known to be
free of HNA-3a antibody (-). HNA-3a protein was then
immunoprecipitated using anti-human IgG, coupled with
Protein G coupled magnetic beads. For each donor/plasma
combination was a sample was deglycosylated with Peptide-
N-Glycosidase F (PNGase F).

The immunoprecipitated proteins were separated by SDS-
PAGE and transferred to nitrocellulose using procedures well
known in the art, and analyzed by immunoblotting with a
HNA-3a+ and HNA-3a- plasma. The proteins were initially
visualized using alkaline phosphatase conjugated to strepta-
vidin (a) or anti-human IgG (b) and then incubated with
NBT/BCIP for detection.

The GST-fusion peptides comprising amino acids 145-167
of SEQ ID NO: 1 (HNA-3a(145-167); SEQ ID NO: 48) and
amino acids 55-231 of SEQ ID NO: 1 (HNA-3a(55-231);
SEQ ID NO: 27) were analyzed using an immunoblot. A 50
kDa band represents the GST-HNA-3a(55-231) peptide
bound to an antibody present in HNA-3a positive sera. A
smaller band of 36 kDa represents the GST-HNA-3a(145-
167) peptide bound to an antibody present in HNA-3a posi-
tive sera. Only antibodies from HNA-3+ plasma reacted with
the HNA-3a fusion peptides. Antibodies from the HNA-3a-
plasma did not react with the HNA-3a fusion proteins. The
binding to the longer HNA-3a amino acids 55-231 peptide is
shown for two HNA-3a positive plasmas and the binding for
the smaller fragment HNA-3a amino acids 145-167 is dis-
played for HNA-3a positive plasma.
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The GST-fusion peptide HNA-3a amino acids 145-167
also induced aggregation in HNA-3a positive granulocytes.

This analysis demonstrated that the critical minimum anti-
genic fragment of the HNA-3a polypeptide sequence is amino
acids 154-164 of SEQ ID NO: 1 (SEQ ID NO: 25).

This method may be used to identify the antigenic frag-
ments of HNA-3a or any other antigen such as HNA-1, HNA-
2, HNA-5 or HLA.

Example 13
Genotyping for HNA-3a and HNA-3b

PCR for HNA-3 polymorphisms were carried out as fol-
lows. Aliquots of 50-100 ng DNA were amplified using 0.5
pmol allele-specific sense primers (5'-AGT GGC TGA GGT
GCT TCG-3; SEQ ID NO: 49; HNA-3a) or 5'-GAG TGG
CTGAGGTGC TTC A-3'; SEQ IDNO: 50; HNA-3b)) and a
partial intronic antisense primer (5'-GTG CGC CAA TAT
CCT CACTTG-3'(SEQIDNO: 51)). Polymerase chain reac-
tion (PCR) was performed with 0.2 mmol deoxyribonucle-
otide triphosphate and 2.0 units Hot Start Taq DNA Poly-
merase (GeneCraft, Germany) on a Thermal Cycler
(GeneAmp PCR System 2700, Applied Biosystems, Ger-
many) in a total volume of 20 plL. After heating at 95° C. for
10 minutes, 2-step PCR was performed under the following
conditions: denaturing (30 seconds, 95° C.), annealing (40
seconds, 64° C.), extension (30 seconds, 72° C.) for 10 cycles,
denaturing (30 seconds, 95° C.), annealing (30 seconds, 61°
C.), extension (30 seconds, 72° C.) for 20 cycles, and final
extension (5 minutes, 72° C.). As internal positive control,
0.0625 pmol human growth hormone (hGH) primers ampli-
fying a 439-bp fragment of the hGH gene were used (5'-CAG
TGC CTT CCCAAC CAT TCC CTT A-3'(SEQ IDNO: 52),
5-ATCCACTCACGGATTTCTGTTGTGTTTC-3'(SEQ
ID NO: 53)). PCR products (291 bp) were analysed on 1.5%
agarose gels using Tris borate EDTA buffer (TBE-buffer; 5
Prime, Germany).

This method may be used to genotype for any antigen allele
such as HNA-1, HNA-2, HNA-4, HNA-5 or HLA.

Example 14
Methods of Making Anti-HNA-3 Antibodies

Antibodies specific for HNA-3a or HNA-3b protein may
be obtained by immunization with peptide comprising a par-
ticular HNA-3 epitope. Suitable procedures for generating
antibodies include those described in Hudson and Hay, Prac-
tical Immunology, 2nd Edition, Blackwell Scientific Publica-
tions (1980). Exemplary antigenic fragments that may be
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used to generate HNA-3a specific antibodies include SEQ 1D
NO: 13, SEQ ID NO: 14, SEQ ID NO: 15, SEQ ID NO: 16,
SEQ ID NO: 17, SEQ ID NO: 18, SEQ ID NO: 25, SEQ ID
NO: 27, SEQ ID NO: 34, SEQ ID NO: 35, SEQ ID NO: 36,
SEQ ID NO: 37, SEQ ID NO: 38, SEQ ID NO: 39, SEQ ID
NO: 40, SEQ ID NO: 41 and SEQ ID NO: 42. Exemplary
antigenic fragments that may be used to generate HNA-3b
specific antibodies include SEQ ID NO: 19, SEQ ID NO: 20,
SEQ ID NO: 21, SEQ ID NO: 22, SEQ ID NO: 23, SEQ ID
NO: 24 and SEQ ID NO: 26.

In one procedure for the production of antibodies, animals
(typically mice or rabbits) are injected with a HNA-3a or
HNA-3b epitope containing peptide and the resulting poly-
clonal antibodies in the serum are isolated. In addition, those
animals with sufficient serum titer levels as determined by
ELISA are selected for hybridoma production. Spleens of
immunized animals are collected and prepared as single cell
suspensions from which splenocytes are recovered. The sple-
nocytes are fused to mouse myeloma cells (such as Sp2/0-
Ag14 cells; ATCC no. CRL-1581), allowed to incubate in
DMEM with 200 U/ml penicillin, 200 g/ml streptomycin
sulfate, and 4 mM glutamine, and then incubated in HAT
selection medium (Hypoxanthine; Aminopterin; Thymidine).
After selection, the tissue culture supernatants are taken from
each well containing a hybridoma and tested for anti-HNA-3a
or HNA-3b antibody production by ELISA.

Alternative procedures for obtaining anti-HNA-3a or anti-
HNA-3b antibodies may also be employed, such as the immu-
nization of transgenic mice harboring human Ig loci for the
production of human antibodies, and the screening of syn-
thetic antibody libraries, such as those generated by mutagen-
esis of an antibody variable domain.

Furthermore, human antibodies can be produced from
phage-display libraries (Hoogenboom et al., J. Mol. Biol.
227:381 (1991); Marks et al., J. Mol. Biol, 222:581 (1991).
These processes mimic immune selection through the display
of antibody repertoires on the surface of filamentous bacte-
riophage, and subsequent selection of phage by their binding
to an antigen of choice. One such technique is described in
PCT Application no. PCT/US98/17364, which describes the
isolation of high affinity and functional agonistic antibodies
for MPL- and msk-receptors using such an approach.

These methods are used to generate antibodies specific for
any antigenic protein such as HNA-1, HNA-2, HNA-4,
HNA-5 or HLA.

Numerous modifications and variations in the practice of
the invention are expected to occur to those skilled in the art
upon consideration of the presently preferred embodiments
thereof. Consequently, the only limitations which should be
placed upon the scope of the invention are those which appear
in the appended claims.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 53
«210>
«211>
<212>
<213>
<220>
<221>
<223>

SEQ ID NO 1

LENGTH: 706

TYPE: PRT

ORGANISM: Homo sapiens

FEATURE:

NAME/KEY: MISC_FEATURE

OTHER INFORMATION: HNA-3a protein

«<400> SEQUENCE: 1
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-continued

40

Met

Lys

Asp

Ala

Tyr

65

Asn

Ser

Val

Ser

Asn

145

Val

Asp

Lys

Phe

225

Ile

Ala

Gly

Glu

Phe

305

Ile

Arg

Ala

Phe

Leu

385

Cys

Asn

Gly

Tyr

Ile

Val

50

Pro

Glu

Pro

Glu

Arg

130

Asn

Leu

Ala

Gly

Lys

210

Glu

Ala

Gly

Tyr

Ala

290

Arg

Leu

Lys

Val

Leu

370

Ser

Pro

Glu

Asp

Asp

Ile

35

Gly

Thr

Asn

Leu

Lys

115

Asp

Lys

Ile

Tyr

His

195

Ala

Asp

Met

Ile

Gly

275

Gly

Val

Ser

Arg

Gly

355

Leu

Thr

Phe

Ser

Glu

Pro

20

Ile

Asp

Val

100

Phe

Gly

Pro

Lys

180

Gly

Asn

Ala
Met
260

Ile

Ser

Ile

Ile
340

Ser

Thr

Arg
420

Arg

Thr

Cys

Ile

Ser

Pro

85

Leu

Pro

Glu

Val

Ser

165

Gly

Ser

Gly

Thr

Met

245

Val

Phe

Asp

Leu

Leu

325

Leu

Val

Leu

Asn

Ala

405

Gln

Pro

Phe

Val

Ala

Arg

70

Tyr

Leu

Asp

Tyr

Ala

150

Lys

Val

Arg

Val

Val

230

Ser

Trp

His

Val

His

310

Glu

Ile

Met

Cys

Glu

390

Lys

Cys

His

Lys

Phe

Trp

55

Gly

Leu

Glu

Arg

Tyr

135

Glu

Pro

Leu

Lys

Leu

215

Ser

Leu

Val

Cys

Ser

295

Leu

Val

Ala

Cys

Ile

375

Ala

Thr

Pro

Tyr

Gly

Leu

40

Thr

Glu

Phe

Phe

Tyr

120

Lys

Val

Leu

Met

Asn

200

Glu

Trp

Leu

Met

Tyr

280

Leu

Arg

Ile

Ile

Ser

360

Ala

Val

Cys

Asn

Tyr

Pro

25

Leu

His

Phe

Tyr

Gln

105

Leu

Gln

Leu

Ala

Val

185

Ile

Ala

Tyr

Phe

Ile

265

Met

Val

Gln

Ile

Ala

345

Leu

Tyr

Tyr

Asn

Ala
425

Gly

10

Ile

Leu

Gly

Cys

Phe

90

Cys

Thr

Phe

Arg

Arg

170

Gly

Thr

Arg

Trp

Ile

250

Ile

Glu

Asp

Thr

Ile

330

Leu

Leu

Trp

Lys

Pro

410

Arg

Lys

Tyr

Ala

Asp

Gly

75

Asn

Pro

Tyr

Cys

Asp

155

Arg

Asn

Asp

Gln

Ile

235

Met

Tyr

Leu

Trp

315

Leu

Ile

Tyr

Ala

Ile

395

Glu

Cys

Hisg

Asn

Ile

Pro

60

Gln

Ile

Thr

Leu

Val

140

Gly

Cys

Glu

Leu

Leu

220

Ile

Leu

Val

Ser

Gly

300

Leu

Leu

Lys

Pro

Ser

380

Phe

Thr

Gln

Gly Thr Pro

Arg

Val

45

Arg

Lys

Val

Pro

Asn

125

Pro

Asp

Phe

Thr

Val

205

Ala

Ile

Leu

Ile

Arg

285

Phe

Ala

Leu

Glu

Leu

365

Thr

Asp

Phe

Phe

Gly

30

Gly

Lys

Gly

Lys

Gln

110

Ala

Gly

Cys

Pro

Thr

190

Glu

Met

Gly

Arg

Leu

270

Leu

Gln

Phe

Ile

Ala

350

Val

Ala

Asp

Pro

Ala
430

15

Cys

Tyr

Val

Thr

Cys

95

Ile

Arg

Phe

Pro

Ala

175

Tyr

Gly

Arg

Leu

Phe

255

Val

Arg

Thr

Met

Phe

335

Ser

Thr

Val

Ser

Ser

415

Phe

Gln

Thr

Val

Ile

Lys

80

2la

Cys

Ser

Lys

Ala

160

Glu

Ala

Ile

Val

240

Leu

Leu

Gly

Asp

Ile

320

Leu

Arg

Phe

Phe

Pro

400

Ser

Tyr
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Gly

Asn

Gln

465

Lys

Ala

Ala

Leu

Lys

545

Asn

Ala

Val

Ile

Ile

625

Pro

Phe

Glu

Ser

Glu
705

Gly Glu Ser Gly Tyr His
435

Ala Phe Met Phe Phe Trp
450 455

Val Thr Leu Ala Gly Ala
470

Pro Asp Asp Leu Pro Ala
485

Leu Arg Tyr His Thr Gly
500

Ile Val Gln Ile Ile Arg
515

Lys Ala Ala Glu Asn Lys
530 535

Cys Cys Phe Trp Cys Leu
550

Ala Tyr Ile Met Ile Ala
565

Arg Asn Ala Phe Phe Leu
580

Leu Asp Lys Val Thr Asp
595

Val Gly Ser Val Gly Ile
610 615

Arg Ile Val Gln Asp Thr
630

Ile Leu Thr Val Ile Val
645

Ser Val Tyr Gly Met Cys
660

Asp Leu Glu Arg Asn Asp
675

Ser Thr Leu Lys Lys Leu
690 695

Ser

<210> SEQ ID NO 2

<211> LENGTH: 706

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens
<220> FEATURE:

<221> NAME/KEY: MISC FEATURE

<223>

<400> SEQUENCE: 2

Met

1

Lys

Asp

Ala

Tyr
65

Gly Asp Glu Arg Pro His
5

Tyr Asp Pro Thr Phe Lys
20

Ile Ile Cys Cys Val Phe
35

Val Gly Ile Ile Ala Trp
50 55

Pro Thr Asp Ser Arg Gly
70

Arg

440

Leu

Phe

Phe

Ser

Val

520

Phe

Glu

Ile

Leu

Phe

600

Leu

Ala

Gly

Val

Gly

680

Leu

OTHER INFORMATION: HNA-3b

Tyr

Gly

Leu

40

Thr

Glu

Ala

Ala

Ala

Pro

Leu

505

Ile

Ala

Lys

Tyr

Met

585

Leu

Ala

Pro

Ser

Asp

665

Ser

Asn

Leu

Asn

Ser

Leu

490

Ala

Leu

Lys

Phe

Gly

570

Arg

Phe

Phe

Pro

Tyr

650

Thr

Ala

Lys

protein

Tyr

Pro

25

Leu

His

Phe

Gly

10

Ile

Leu

Gly

Cys

Leu

Phe

Tyr

475

Phe

Phe

Glu

Cys

Ile

555

Thr

Asn

Leu

Phe

Leu

635

Leu

Leu

Glu

Thr

Lys

Tyr

Ala

Asp

Gly
75

Gly

Val

460

Tyr

Ser

Gly

Tyr

Leu

540

Lys

Asn

Ile

Leu

Phe

620

Asn

Ile

Phe

Arg

Asn
700

His

Asn

Ile

Pro

60

Gln

Leu

445

Leu

Trp

Ala

Ala

Leu

525

Met

Phe

Phe

Ile

Gly

605

Phe

Tyr

Ala

Leu

Pro

685

Lys

Gly

Arg

Val

45

Arg

Lys

Gln

Ala

Ala

Phe

Leu

510

Asp

Thr

Leu

Cys

Arg

590

Lys

Thr

Tyr

Hisg

Cys

670

Tyr

Lys

Thr

Gly

30

Gly

Lys

Gly

Ile

Leu

Leu

Gly

495

Ile

Gln

Cys

Asn

Thr

575

Val

Leu

His

Trp

Gly

655

Phe

Phe

Ala

Pro

15

Cys

Tyr

Val

Thr

Phe

Gly

Arg

480

Arg

Leu

Arg

Leu

Arg

560

Ser

2la

Leu

Arg

Val

640

Phe

Leu

Met

Ala

Gln

Thr

Val

Ile

Lys
80
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44

Asn

Ser

Val

Ser

145

Val

Asp

Lys

Phe

225

Ile

Ala

Gly

Glu

Phe

305

Ile

Arg

Ala

Phe

Leu

385

Cys

Asn

Gly

Gln
465

Lys

Ala

Glu

Pro

Glu

Arg

130

Asn

Leu

Ala

Gly

Lys

210

Glu

Ala

Gly

Tyr

Ala

290

Arg

Leu

Lys

Val

Leu

370

Ser

Pro

Glu

Gly

Ala

450

Val

Pro

Leu

Asn

Leu

Lys

115

Asp

Lys

Ile

Tyr

His

195

Ala

Asp

Met

Ile

Gly

275

Gly

Val

Ser

Arg

Gly

355

Leu

Thr

Phe

Ser

Glu

435

Phe

Thr

Asp

Arg

Val

100

Phe

Gly

Pro

Lys

180

Gly

Asn

Ala
Met
260

Ile

Ser

Ile
Ile
340

Tyr

Ser

Thr

Arg

420

Ser

Met

Leu

Asp

Pro

85

Leu

Pro

Glu

Val

Ser

165

Gly

Ser

Gly

Thr

Met

245

Val

Phe

Asp

Leu

Leu

325

Leu

Val

Leu

Asn

Ala

405

Gln

Gly

Phe

Ala

Leu

485

His

Tyr

Leu

Asp

Tyr

Ala

150

Lys

Val

Arg

Val

Val

230

Ser

Trp

His

Val

His

310

Glu

Ile

Met

Cys

Glu

390

Lys

Cys

Tyr

Phe

Gly

470

Pro

Thr

Leu

Glu

Arg

Tyr

135

Glu

Pro

Leu

Lys

Leu

215

Ser

Leu

Val

Cys

Ser

295

Leu

Val

Ala

Cys

Ile

375

Ala

Thr

Pro

His

Trp

455

Ala

Ala

Gly

Phe

Phe

Tyr

120

Lys

Val

Leu

Met

Asn

200

Glu

Trp

Leu

Met

Tyr

280

Leu

Arg

Ile

Ile

Ser

360

Ala

Val

Cys

Asn

Arg

440

Leu

Phe

Phe

Ser

Tyr

Gln

105

Leu

Gln

Leu

Ala

Val

185

Ile

Ala

Tyr

Phe

Ile

265

Met

Val

Gln

Ile

Ala

345

Leu

Tyr

Tyr

Asn

Ala

425

Ala

Ala

Ala

Pro

Leu

Phe

90

Cys

Thr

Phe

Gln

Arg

170

Gly

Thr

Arg

Trp

Ile

250

Ile

Glu

Asp

Thr

Ile

330

Leu

Leu

Trp

Lys

Pro

410

Arg

Leu

Asn

Ser

Leu

490

Ala

Asn

Pro

Tyr

Cys

Asp

155

Arg

Asn

Asp

Gln

Ile

235

Ile

Met

Tyr

Leu

Trp

315

Leu

Ile

Tyr

Ala

Ile

395

Glu

Cys

Leu

Phe

Tyr

475

Phe

Phe

Ile

Thr

Leu

Val

140

Gly

Cys

Glu

Leu

Leu

220

Ile

Leu

Val

Ser

Gly

300

Leu

Leu

Lys

Pro

Ser

380

Phe

Thr

Gln

Gly

Val

460

Tyr

Ser

Gly

Val

Pro

Asn

125

Pro

Asp

Phe

Thr

Val

205

Ala

Ile

Leu

Ile

Arg

285

Phe

Ala

Leu

Glu

Leu

365

Thr

Asp

Phe

Phe

Leu

445

Leu

Trp

Ala

Ala

Lys

Gln

110

Ala

Gly

Cys

Pro

Thr

190

Glu

Met

Gly

Arg

Leu

270

Leu

Gln

Phe

Ile

Ala

350

Val

Ala

Asp

Pro

Ala

430

Gln

Ala

Ala

Phe

Leu

Cys

95

Ile

Arg

Phe

Pro

Ala

175

Tyr

Gly

Arg

Leu

Phe

255

Val

Arg

Thr

Met

Phe

335

Ser

Thr

Val

Ser

Ser

415

Phe

Ile

Leu

Leu

Gly

495

Ile

Ala

Cys

Ser

Lys

Ala

160

Ile

Glu

2la

Ile

Val

240

Leu

Leu

Gly

Asp

Ile

320

Leu

Arg

Phe

Phe

Pro

400

Ser

Tyr

Phe

Gly

Arg

480

Arg

Leu
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-continued
500 505 510
Ala Ile Val Gln Ile Ile Arg Val Ile Leu Glu Tyr Leu Asp Gln Arg
515 520 525
Leu Lys Ala Ala Glu Asn Lys Phe Ala Lys Cys Leu Met Thr Cys Leu
530 535 540
Lys Cys Cys Phe Trp Cys Leu Glu Lys Phe Ile Lys Phe Leu 2Asn Arg
545 550 555 560
Asn Ala Tyr Ile Met Ile Ala Ile Tyr Gly Thr Asn Phe Cys Thr Ser
565 570 575
Ala Arg Asn Ala Phe Phe Leu Leu Met Arg Asn Ile Ile Arg Val 2Ala
580 585 590
Val Leu Asp Lys Val Thr Asp Phe Leu Phe Leu Leu Gly Lys Leu Leu
595 600 605
Ile Val Gly Ser Val Gly Ile Leu Ala Phe Phe Phe Phe Thr His Arg
610 615 620
Ile Arg Ile Val Gln Asp Thr Ala Pro Pro Leu Asn Tyr Tyr Trp Val
625 630 635 640
Pro Ile Leu Thr Val Ile Val Gly Ser Tyr Leu Ile Ala His Gly Phe
645 650 655
Phe Ser Val Tyr Gly Met Cys Val Asp Thr Leu Phe Leu Cys Phe Leu
660 665 670
Glu Agp Leu Glu Arg Asn Asp Gly Ser Ala Glu Arg Pro Tyr Phe Met
675 680 685
Ser Ser Thr Leu Lys Lys Leu Leu Asn Lys Thr Asn Lys Lys Ala 2Ala
690 695 700
Glu Ser
705
<210> SEQ ID NO 3
«<211> LENGTH: 2121
«<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<220> FEATURE:
«<221> NAME/KEY: misc_feature
<223> OTHER INFORMATION: HNA-3a DNA
<400> SEQUENCE: 3
atgggggacg agcggcccca ctactacggg aaacacggaa cgccacagaa gtatgatccce 60
actttcaaag gacccattta caataggggc tgcacggata tcatatgctg tgtgttcctg 120
ctectggeca ttgtgggeta cgtggctgta ggcatcatag cctggactca tggagaccct 180
cgaaaggtga tctaccccac tgatagccgg ggcgagttct gcgggcagaa gggcacaaaa 240
aacgagaaca aaccctatct gttttatttc aacattgtga aatgtgccag ccccctggtt 300
ctgctggaat tccaatgtcc cactccccag atctgegtgg aaaaatgccc cgaccgctac 360
ctcacgtacc tgaatgctcg cagctcccgg gactttgagt actataagca gttctgtgtt 420
cctggcttca agaacaataa aggagtgget gaggtgcttce gagatggtga ctgecctget 480
gtcctcatce ccagcaaacce cttggeccgg agatgettce ccgctatcca cgecctacaag 540
ggtgtcctga tggtgggcaa tgagacgacc tatgaggatg ggcatggctc ccggaaaaac 600
atcacagacc tggtggaggg cgccaagaaa gccaatggag tcctagaggce gcggcaactc 660
gccatgcgca tatttgaaga ttacaccgtce tcttggtact ggattatcat aggcctggte 720
attgccatgg cgatgagcct cctgttcatc atcctgette gecttectgge tggtattatg 780
gtctgggtga tgatcatcat ggtgattctg gtgctggget acggaatatt tcactgctac 840
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atggagtact ccecgactgeg tggtgaggece ggetctgatyg tetetttggt ggacctegge 900
tttcagacgg atttecegggt gtacctgeac ttacggcaga cctggttgge ctttatgatce 960
attctgagta tccttgaagt cattatcate ttgectgetca tettteteeg gaagagaatt 1020
ctcatcgega ttgecactcat caaagaagec agcagggcetg tgggatacgt catgtgetee 1080
ttgctectace cactggtcac cttettettg ctgtgectet gecategecta ctgggecage 1140
actgetgtet tectgtecac tteccaacgaa geggtctata agatetttga tgacageccce 1200
tgeccattta ctgecgaaaac ctgcaaccca gagaccttece cctectecaa tgagteccge 1260
caatgcecca atgceecgttyg ccagttegee ttetacggtg gtgagteggg ctaccaccegyg 1320
gceetgetgy gectgcagat cttcaatgece ttecatgttet tetggttgge caacttegtg 1380
ctggecgetgg gecaggtcac getggecggg gectttgect cctactactg ggcectgege 1440
aagccggacg acctgeegge cttecegete ttetetgecet ttggecggge getcaggtac 1500
cacacaggct ccctggectt tggegegete atcctggoca ttgtgcagat catcegtgtyg 1560
atactcgagt acctggatca gcggetgaaa getgcagaga acaagtttge caagtgecte 1620
atgacctgte tcaaatgetg cttetggtge ctggagaagt tcatcaaatt ccttaatagg 1680
aatgcctaca tcatgattge catctacgge accaatttcet gcacctegge caggaatgec 1740
ttcttectge tcatgagaaa catcatcaga gtggetgtcee tggataaagt tactgacttce 1800
ctctteetgt tgggcaaact tctgategtt ggtagtgtgg ggatcctgge tttettette 1860
ttcacccace gtatcaggat cgtgcaggat acagcaccac ccctcaatta ttactgggtt 1920
cctatactga cggtgatcgt tggctectac ttgattgcac acggtttett cagegtcetat 1980
ggcatgtgtyg tggacacgct gttcctetge ttettggagyg acctggagag gaatgacggce 2040
tcggecgaga ggecttactt catgtcettee accctcaaga aacccttgaa caagaccaac 2100
aagaaggcag cggagtcctg a 2121
<210> SEQ ID NO 4
<211> LENGTH: 2121
«<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<220> FEATURE:
<221> NAME/KEY: misc_feature
<223> OTHER INFORMATION: HNA-3b DNA
<400> SEQUENCE: 4
atgggggacg agcggcccca ctactacggg aaacacggaa cgccacagaa gtatgatccce 60
actttcaaag gacccattta caataggggc tgcacggata tcatatgctg tgtgttcctg 120
ctectggeca ttgtgggeta cgtggctgta ggcatcatag cctggactca tggagaccct 180
cgaaaggtga tctaccccac tgatagccgg ggcgagttct gcgggcagaa gggcacaaaa 240
aacgagaaca aaccctatct gttttatttc aacattgtga aatgtgccag ccccctggtt 300
ctgctggaat tccaatgtcc cactccccag atctgcgtgg aaaaatgccc cgaccgctac 360
ctcacgtacc tgaatgctcg cagctcccgg gactttgagt actataagca gttctgtgtt 420
cctggcttca agaacaataa aggagtgget gaggtgcttce aagatggtga ctgecctget 480
gtcctcatce ccagcaaacce cttggeccgg agatgettce ccgctatcca cgecctacaag 540
ggtgtcctga tggtgggcaa tgagacgacc tatgaggatg ggcatggctc ccggaaaaac 600
atcacagacc tggtggaggg cgccaagaaa gccaatggag tcctagaggce gcggcaactc 660
gccatgcegca tatttgaaga ttacaccgtce tcttggtact ggattatcat aggcctggte 720
attgccatgg cgatgagect cctgttcatce atcetgette gettectgge tggtattatg 780
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gtctgggtga tgatcatcat ggtgattetg gtgetggget acggaatatt tcactgetac 840
atggagtact ccecgactgeg tggtgaggece ggetctgatyg tetetttggt ggacctegge 900
tttcagacgg atttecegggt gtacctgeac ttacggcaga cctggttgge ctttatgatce 960
attctgagta tccttgaagt cattatcate ttgectgetca tettteteeg gaagagaatt 1020
ctcatcgega ttgecactcat caaagaagec agcagggcetg tgggatacgt catgtgetee 1080
ttgctctace cactggtcac cttettettg ctgtgectet gecategecta ctgggecage 1140
actgetgtet tectgtecac tteccaacgaa geggtctata agatetttga tgacageccce 1200
tgcccattta ctgcgaaaac ctgcaaccca gagaccttece cctectecaa tgagteccege 1260
caatgcecca atgceecgttyg ccagttegee ttetacggtg gtgagteggg ctaccaccegyg 1320
gceetgetgy gectgcagat cttcaatgec ttecatgttet tetggttgge caacttegtg 1380
ctggecgetgg gecaggtcac getggecggg gectttgect cctactactg ggcectgege 1440
aagccggacyg acctgecegge cttecegete ttetetgect ttggecggge gectcaggtac 1500
cacacaggct ccctggectt tggegegete atcctggoca ttgtgcagat catcegtgtyg 1560
atactcgagt acctggatca gcggetgaaa gctgcagaga acaagtttge caagtgectce 1620
atgacctgte tcaaatgetg cttetggtge ctggagaagt tcatcaaatt ccttaatagg 1680
aatgcctaca tcatgattge catctacgge accaatttcet gcacctegge caggaatgec 1740
ttcttectge tcatgagaaa catcatcaga gtggetgtcee tggataaagt tactgacttce 1800
ctctteetgt tgggcaaact tctgategtt ggtagtgtgg ggatcctgge tttettette 1860
ttcacccace gtatcaggat cgtgcaggat acagcaccac ccctcaatta ttactgggtt 1920
cctatactga cggtgatcgt tggctectac ttgattgcac acggtttett cagegtcetat 1980
ggcatgtgtyg tggacacgct gttcctetge ttettggagyg acctggagag gaatgacggce 2040
tcggecgaga ggecttactt catgtcettee accctcaaga aacccttgaa caagaccaac 2100
aagaaggcag cggagtcctg a 2121
<210> SEQ ID NO 5
<211> LENGTH: 1977
<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<220> FEATURE:
<221> NAME/KEY: misc_feature
<223> OTHER INFORMATION: FCgamma receptor IIIb DNA (HNA-1
<400> SEQUENCE: 5
cactccagtg tggcatcatg tggcagctgce tcctcccaac tgctectgcta cttctagttt 60
cagctggcat gcggactgaa gatctcccaa aggetgtggt gttcectggag cctcaatggt 120
acagggtgct cgagaaggac agtgtgactc tgaagtgcca gggagcctac tcccctgagg 180
acaattccac acagtggttt cacaatgaga acctcatctc aagccaggcc tcgagctact 240
tcattgacgc tgccacagtc gacgacagtg gagagtacag gtgccagaca aacctctcca 300
ccectcagtga cceggtgcag ctagaagtcce atgtcggetg getgttgete caggecccte 360
ggtgggtgtt caaggaggaa gaccctattc acctgaggtg tcacagctgg aagaacactg 420
ctctgcataa ggtcacatat ttacagaatg gcaaagacag gaagtatttt catcataatt 480
ctgacttcca cattccaaaa gccacactca aagatagcgg ctectacttce tgcaggggge 540
ttgttgggag taaaaatgtg tcttcagaga ctgtgaacat caccatcact caaggtttgg 600
cagtgtcaac catctcatca ttctctccac ctgggtacca agtctcttte tgcttggtga 660
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tggtacteet ttttgcagtyg gacacaggac tatatttcte tgtgaagaca aacatttgaa 720
gctecaacaag agactggaag gaccataaac ttaaatggag aaaggaccct caagacaaat 780
gacceccate ccatgggagt aataagagca gtggcagcag catctetgaa catttetetg 840
gatttgcaac cccatcatce tcaggectet ctacaagcag caggaaacat agaactcaga 900
gccagatecet ttatccaact ctcgattttt cettggtete cagtggaagg gaaaagecca 960
tgatcttcaa gcagggaage cccagtgagt agctgcattce ctagaaattg aagtttcaga 1020
gctacacaaa cactttttet gteccaacca tteectcaca gtaaaacaac aatacagget 1080
agggatggta atcctttaaa catacaaaaa ttgctcgtat tataaattac ccagtttaga 1140
ggggaaaaaa gaaaataatt attcctaaac aaatggataa gtagaattaa tgattgaggce 1200
aggaccctac agagtgtggg aactgcetggg gatctagaga attcagtggg accaatgaaa 1260
gcatggctga gaaatagcag ggtagtccag gatagtctaa gggaggtgtt cccatcetgag 1320
cccagagata agggtgtett cctagaacat tageccgtagt ggaattaaca ggaaatcatg 1380
agggtgacgt agaattgagt cttccagggg actctatcag aactggacca tttcecaagta 1440
tataacgatg agccctcetaa tgctaggagt agcaaatggt cctaggaagg ggactgagga 1500
ttggggtggy ggtggggtyg aaaagaaagt acagaacaaa ccctgtgtca ctgtcccaag 1560
ttaagctaag tgaacagaac tatctcagca tcagaatgag aatgagaaag cctgagaaga 1620
aagaaccaac cacaagcaca caggaaggaa agcgcaggag gtgaaaatge tttettggec 1680
agggtagtaa gaattagagg ttaatgcagg gactgtaaaa ccaccttttc tgcttcaatg 1740
tctagttect gtatagettt gttcattgca tttattaaac aaatgttgta taaccaatac 1800
taaatgtact actgagcttc actgagttac gctgtgaaac tttcaaatcc ttcttecagtce 1860
agttccaatg aggtggggat ggagaagaca attgttgctt atgaaaaaaa gctttagcetg 1920
tcteoectgttt tgtaagettt cagtgcaaca tttcttggtt ccaataaagce attttac 1977
<210> SEQ ID NO 6

<211> LENGTH: 233

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«220> FEATU

RE:

<221> NAME/KEY: MISC FEATURE
<223> OTHER INFORMATION: FCgamma receptor IIIb protein (HNZ-1)

<400> SEQUE

Met Trp Gln
1

Gly Met Arg
Gln Trp Tyr
35

Gly Ala Tyr
50

Asn Leu Ile
65

Val Asp Asp

Ser Asp Pro

Ala Pro Arg
115

Hig Ser Trp

NCE: 6

Leu Leu Le
5

Thr Glu As
20

Arg Val Le

Ser Pro Gl

Ser Ser Gl

70

Ser Gly Gl
85

Val Gln Le
100

u Pro Thr

P Leu Pro

u Glu Lys

40
u Asp Asn
55
n Ala Ser

u Tyr Arg

u Glu Val

Trp Val Phe Lys Glu

120

Lys Asn Thr Ala Leu

Ala Leu Leu
10

Lys Ala Val
25

Asp Ser Val

Ser Thr Gln

Ser Tyr Phe

75

Cys Gln Thr
90

His Val Gly
105

Glu Asp Pro

His Lys Val

Leu Leu Val
Val Phe Leu
30

Thr Leu Lys
45

Trp Phe His
60

Ile Asp Ala

Asn Leu Ser

Trp Leu Leu
110

Ile His Leu
125

Thr Tyr Leu

Ser 2Ala
15

Glu Pro

Cys Gln

Asn Glu

Ala Thr

80
Thr Leu
95
Leu Gln

Arg Cys

Gln Asn
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130 135 140
Gly Lys Asp Arg Lys Tyr Phe His His Asn Ser Asp Phe His Ile Pro
145 150 155 160
Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg Gly Leu Val
165 170 175
Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn Ile Thr Ile Thr Gln
180 185 190
Gly Leu Ala Val Ser Thr Ile Ser Ser Phe Ser Pro Pro Gly Tyr Gln
195 200 205
Val Ser Phe Cys Leu Val Met Val Leu Leu Phe Ala Val Asp Thr Gly
210 215 220
Leu Tyr Phe Ser Val Lys Thr Asn Ile
225 230
«<210> SEQ ID NO 7
«<211> LENGTH: 2364
«<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
«<220> FEATURE:
<221> NAME/KEY: misc_feature
<223> OTHER INFORMATION: CD177 DNA (HNA-2)
<400> SEQUENCE: 7
ctgctgaaaa agcagaaaga gattaccagce cacagacggg tcatgagcge ggtattactg 60
ctggecectee tggggtteat ccteccactg ccaggagtge aggegcetget ctgecagttt 120
gggacagttce agcatgtgtg gaaggtgtcce gacctgccce ggceaatggac ccctaagaac 180
accagctgeg acageggett ggggtgecag gacacgttga tgetcattga gageggacce 240
caagtgagce tggtgctete caagggetge acggaggcca aggaccagga gccccgegte 300
actgagcacce ggatgggecc cggectctec ctgatctect acaccttegt gtgecgecag 360
gaggacttct gcaacaacct cgttaactce ctcecegettt gggccccaca geccccagca 420
gacccaggat ccttgaggtg cccagtctge ttgtctatgg aaggctgtct ggaggggaca 480
acagaagaga tctgeccccaa ggggaccaca cactgttatg atggectccet caggcetcagg 540
ggaggaggca tcttctccaa tctgagagtc cagggatgca tgccccagec agtttgcaac 600
ctgctcaatg ggacacagga aattgggccc gtgggtatga ctgagaactg cgatatgaaa 660
gattttctga cctgtcatcg ggggaccacc attatgacac acggaaactt ggctcaagaa 720
cccactgatt ggaccacatc gaataccgag atgtgcgagg tggggcaggt gtgtcaggag 780
acgctgctge tcctagatgt aggactcaca tcaaccctgg tggggacaaa aggctgcagce 840
actgttgggg ctcaaaattc ccagaagacc accatccact cagcccctece tggggtgett 900
gtggcctect atacccactt ctgctecteg gacctgtgca atagtgecag cagcagcagce 960
gttctgctga actccctcecee tcctcaaget geccctgtee caggagaccg gcagtgtect 1020
acctgtgtge agccecttgg aacctgttca agtggctcce cccgaatgac ctgccccagg 1080
ggcgccactc attgttatga tgggtacatt catctctcag gaggtgggct gtccaccaaa 1140
atgagcattc agggctgcgt ggcccaacct tccagcttct tgttgaacca caccagacaa 1200
atcgggatct tctctgegeg tgagaagcgt gatgtgcage ctectgecte tcagecatgag 1260
ggaggtgggyg ctgagggcct ggagtctcte acttgggggyg tggggctgge actggcccca 1320
gcgetgtggt ggggagtggt ttgcccttee tgctaactct attaccccca cgattcttca 1380
ccgctgctga ccacccacac tcaacctcce tctgacctca taacctaatg gecttggaca 1440
ccagattett tcccattetg tccatgaate atcttceccca cacacaatca ttcatatcta 1500
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ctcacctaac
ggacgctgga
ctgggattte
aggagcctaa
ccaaaccage
tecaccatgac
agggeccetag
agtcatgeat
tgaccatagyg
acccaggatyg
gtgtgaatac
aaacatagaa
acgcaatteyg
acatgaggge
cattgggtet
«<210> SEQ I

«211> LENGT
«212> TYPE:

agcaacactg
ggagtggety
tecatgtgag
tgagaaaatg
ttggatggta
ctgggagggy
cacaaacagg
tgcttaacga
aacattgtag
gacgctagayg
tgcaggcaat
aaggtacagce
tegetgacee
ttgagagaac
ctettaccac
D NO 8

H: 437
PRT

gggagagect
catgtatetg
ggggeageag
accatctaaa
gcagagactt
aagatgcact
aggctegeee
cagggacgtg
cgtgeactta
tegactgete
cttaacacca
ataaatacac
asacgttget
tccagaaaaa

cata

<213> ORGANISM: Homo sapiens
«<220> FEATURE:
«221> NAME/KEY: MISC FEATURE
<223> OTHER INFORMATION: CD177 protein (HNA-2)

«<400> SEQUE

Met Ser Ala
1

Pro Gly Val
Trp Lys Val
35

Cys Asp Ser
50

NCE: 8

Val Leu Le
5

Gln Ala Le
20

Ser Asp Le

Gly Leu Gl

Gly Pro Gln Val Ser Le

65

70

Asp Gln Glu Pro Arg Va

Leu Ile Ser

85

u Leu Ala

u Leu Cys

u Pro Arg
40

y Cys Gln
55

u Val Leu

1 Thr Glu

Tyr Thr Phe Val Cys

100

Leu Val Asn Ser Leu Pr

115

Gly Ser Leu Arg Cys Pr

130

Gly Thr Thr
145

Glu Glu Il
15

Gly Leu Leu Arg Leu Ar

Gln Gly Cys

165

Met Pro Gl
180

Glu Ile Gly Pro Val Gl

195

o Leu Trp
120

o Val Cys
135

e Cys Pro
0

g Gly Gly

n Pro Val

y Met Thr
200

ggagcatceg gacttgecct
ataatacaga ccetgteett
gacacccagyg gatctagegt
geetgeccott cattggtetg
cagggtgete cagccaaacy
gagacgtaty aggcttecag
catctgagea actgeaggag
tcgttagaaa tgtgtegtta
caccaaccca gatggtacag
ctaggctaca agectgeagt
cggcaagtat ttgtgecatet
tattgtcate tcagcagacce
atgtagcate tgegtategt

aatgggttag cattttccca

atgggagagg
tecteeecagty
gggggaggag
gttcacgtet
tatttgggca
cctageagee
aggttagtac
ggtgatttta
cccaatacac
gcatgttatg
acacacatct
accgttetat
gggataattg

gagctgttat

Leu Leu Gly Phe Ile Leu Pro Leu

10

15

Gln Phe Gly Thr Val Gln His Val

25 30

Gln Trp Thr Pro Lys Asn Thr Ser

45

Asp Thr Leu Met Leu Ile

60

Glu Ser

Ser Lys Gly Cys Thr Glu Ala Lys

75

His Arg Met Gly Pro Gly

90

Arg Gln Glu Asp Phe Cys
105 110

Ala Pro Gln Pro Pro Ala

125

Leu Ser Met Glu Gly Cys

140

Lys Gly Thr Thr His Cys

155

80

Leu Ser

95

Asn Asn

Asp Pro

Leu Glu

Tyr Asp
160

Gly Ile Phe Ser Asn Leu Arg Val

170

175

Cys Asn Leu Leu Asn Gly Thr Gln

185

Glu

Asn

Cys

190

Asp Met Lys Asp Phe
205

1560

1620

1680

1740

1800

1860

1920

1980

2040

2100

2160

2220

2280

2340

2364
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Leu Thr Cys
210

Gln Glu Pro
225

Gly Gln Val

Ser Thr Leu

Ser Gln Lys

275

Ser Tyr Thr
290

Ser Ser Val
305

Gly Asp Arg

Ser Gly Ser

Asp Gly Tyr
355

Ile Gln Gly
370

Arg Gln Ile
385

Pro Ala Ser

Thr Trp Gly

Val Cys Pro
435

«210> SEQ I
«<211> LENGT
«212> TYPE:
<213> ORGAN
«220> FEATU
<221> NAME/

His Arg Gly Thr Thr
215

Thr Asp Trp Thr Thr
230

Cys Gln Glu Thr Leu
245

Val Gly Thr Lys Gly
260

Thr Thr Ile His Ser
280

Hig Phe Cys Ser Ser
295

Leu Leu Asn Ser Leu
310

Gln Cys Pro Thr Cys
325

Pro Arg Met Thr Cys
340

Ile His Leu Ser Gly
360

Cys Val Ala Gln Pro
375

Gly Ile Phe Ser Ala
390

Gln His Glu Gly Gly
405

Val Gly Leu Ala Leu
420

Ser Cys

D NO 9

H: 4740

DNA

ISM: Homo sapiens
RE:

KEY: misc_feature

Ile

Ser

Leu

Cys

265

Ala

Asp

Pro

Val

Pro

345

Gly

Ser

Arg

Gly

Ala
425

<223> OTHER INFORMATION: CD1lb DNA

<400> SEQUENCE: 9

gaattcegty

ctccttecag

ttcaacttgyg

agcgtggtece

gccaaccaaa

cgectgcagyg

accagccecece

acgtatgtga

ttcccagagyg

ggctctggta

atggagcaat

cggattcact

gttcctecagt ggtgectgea

ccatggetcet cagagtectt

acactgaaaa cgcaatgacc

agcttcaggg atccagggty

ggggcagect ctaccagtge

tcecegtgga ggecgtgaac

ctcagetget ggectgtggt

aagggctetg ctteetgttt

ccetecgagg gtgtectcaa

gcatcatccc acatgacttt

taaaaaagtc caaaaccttg

ttaccttcaa agagttccag

Met

Asn

Leu

250

Ser

Pro

Leu

Pro

Gln

330

Arg

Gly

Ser

Glu

Ala

410

Pro

Thr

Thr

235

Leu

Thr

Pro

Cys

Gln

315

Pro

Gly

Leu

Phe

Lys

395

Glu

Ala

(HNA-4)

acccetggtt

ctgttaacag

ttccaagaga

gtggttggag

gactacagca

atgtcecctgyg

cccacegtge

ggatccaace

gaggatagtg

cggcggatga

ttetetttga

aacaacccta

His Gly Asn
220

Glu Met Cys

Asp Val Gly

Val Gly Ala

270

Gly Val Leu
285

Asn Ser Ala
300

Ala Ala Pro

Leu Gly Thr

Ala Thr His

350

Ser Thr Lys
365

Leu Leu Asn
380

Arg Asp Val

Gly Leu Glu

Leu Trp Trp
430

cacctectte
ccttgacett
acgcaagggy
cceeecagga
caggctcatyg
gcetgtecct
accagacttyg
tacggcagca
acattgectt
aggagtttgt
tgcagtactc

acccaagatc

Leu 2la
Glu Val
240

Leu Thr
255

Gln Asn

Val 2la

Ser Ser

Val Pro

320

Cys Ser
335

Cys Tyr

Met Ser

His Thr

Gln Pro

400

Ser Leu
415

Gly Val

caggttctygy
atgtcatggy
cttegggcay
gatagtgget
cgageccate
ggcagccace
cagtgagaac
gcecccagaag
cttgattgat
ctcaactgty
tgaagaattc

actggtgaag

60

120

180

240

300

360

420

480

540

600

660

720
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-continued
ccaataacge agetgettgg geggacacac acggecacgg geatecgeaa agtggtacga 780
gagctgttta acatcaccaa cggageccga aagaatgect ttaagatcet agttgteate 840
acggatggag aaaagtttgg cgatcecttg ggatatgagg atgtecatece tgaggeagac 900
agagagggag tcattcgeta cgtcattggyg gtgggagatyg cecttecgeay tgagaaatec 960
cgccaagage ttaataccat cgcatccaag ccgectegtg atcacgtgtt ccaggtgaat 1020
aactttgagg ctctgaagac cattcagaac cagcttcggg agaagatctt tgcgatcgag 1080
ggtactcaga caggaagtag cagctecttt gagcatgaga tgtctcagga aggcttecage 1140
gctgceccatca cctctaatgg ccecttgetg agcactgtgyg ggagcetatga ctgggetggt 1200
ggagtcttte tatatacatc asaggagaaa agcaccttca tcaacatgac cagagtggat 1260
tcagacatga atgatgctta cttgggttat getgecgcca tcatcttacg gaaccgggtyg 1320
caaagccetgg ttetggggge acctegatat cagcacatcg gectggtage gatgttcagg 1380
cagaacacty gcatgtggga gtccaacget aatgtcaagg gcacccagat cggegectac 1440
ttcggggect cectetgete cgtggacgtyg gacagcaacyg gcagcaccga cctggtecte 1500
atcggggece cccattacta cgagcagace cgagggggcece aggtgtceccegt gtgccecttg 1560
cccaggggge agagggcetceg gtggeagtgt gatgetgtte tctacgggga gcagggcecaa 1620
cecctggggee getttgggge agecctaaca gtgetggggyg acgtaaatgg ggacaagcetg 1680
acggacgtgg ccattggggce cccaggagag gaggacaacce ggggtgetgt ttacctgttt 1740
cacggaacct caggatctgg catcagecce tcccatagec ageggatage aggctccaag 1800
ctctetecca ggectecagta ttttggtecag tcactgagtg ggggecagga cctcacaatg 1860
gatggactgyg tagacctgac tgtaggagcc caggggcacyg tgcetgetget caggteccag 1920
ccagtactga gagtcaaggc aatcatggag ttcaatccca gggaagtggce aaggaatgta 1980
tttgagtgta atgatcaggt ggtgaaaggc aaggaagccg gagaggtcag agtctgectce 2040
catgtccaga agagcacacg ggatcggcta agagaaggac agatccagag tgttgtgact 2100
tatgacctgg ctectggacte cggccgecca cattccegeg cecgtettcaa tgagacaaag 2160
aacagcacac gcagacagac acaggtcttg gggctgacce agacttgtga gaccctgaaa 2220
ctacagttgc cgaattgcat cgaggaccca gtgagcccca ttgtgctgeg cctgaacttce 2280
tctectggtgg gaacgccatt gtctgettte gggaacctcee ggccagtgcet ggcggaggat 2340
gctcagagac tcttcacage cttgtttcce tttgagaaga attgtggcaa tgacaacatc 2400
tgccaggatg acctcagcat caccttcagt ttcatgagcc tggactgcect cgtggtgggt 2460
gggccceggy agttcaacgt gacagtgact gtgagaaatyg atggtgagga ctcctacagg 2520
acacaggtca ccttecttett cccgettgac ctgtecctace ggaaggtgtc cacactccag 2580
aaccagcgct cacagcgatc ctggegectg gectgtgagt ctgcctecte caccgaagtyg 2640
tctggggect tgaagagcac cagctgcagc ataaaccacc ccatcttccc ggaaaactca 2700
gaggtcacct ttaatatcac gtttgatgta gactctaagg cttcccttgg asacaaactg 2760
ctcctcaagg ccaatgtgac cagtgagaac aacatgccca gaaccaacaa aaccgaattce 2820
caactggagc tgccggtgaa atatgctgtc tacatggtgg tcaccagcca tggggtctcece 2880
actaaatatc tcaacttcac ggcctcagag aataccagtc gggtcatgca gcatcaatat 2940
caggtcagca acctggggca gaggagcctce cccatcagcece tggtgttcett ggtgecegtce 3000
cggctgaacc agactgtcat atgggaccgc ccccaggtca ccttcectecga gaacctcecteg 3060
agtacgtgcee acaccaagga gcgcttgece tcetcactceg actttetgge tgagettegg 3120
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aaggecceey
ttetttggea
tacatcaaga
gatteceogtgt
aaagtggage
ggactgetge
caatacaagyg
ctteecgaca
cecaggetget
tttgtgtgty
agtgtgtgca
caagtatgtyg
tgtgegagty
tetetggegt
gctoecottgt
cctgtgggtyg
ceegtogect
agaaaagecy
tgcccactga
taattttttyg
agtgaaaagt
ttttgaggtt
accacacaca
ctgtatcttyg
tactttttca
atttaaccag

aataaatcaa

tggtgaactyg
tecaggaaga
cctegcataa
teacectget
cgttegaggt
tectggeccet
acatgatgag
gagctgecte
ggacacgtey
tgcaagtgtyg
cgtgtgegtyg
agtgtgtcca
tgtgecatgtyg
gtgggtaggt
gecgtgggtaa
aagagagagg
gcgagectge
tgggtggaac
ggaatcatga
gatggataag
cteectttee
tecttcagac
tacacacaca
cttttttteca
ttcttttata
tettettttg

atatatgtca

«<210> SEQ ID NO 10

<211> LENGTH:
«212> TYPE:

1153
PRT

cteeateget
attcaatget
cecacctectyg
gecgggacag
ceccaaccee
catcacegee
tgaagggggt
teggtggeca
gacagcgaag
tatgtgegtyg
tgegtgeatg
gtgtgtgtge
tgtgcteagg
gacggeageg
gcecgetgetyg
gaaacacagce
ggectgetgg
caggagecte
agcttecttt
cctgtetatg
agatattcaa
agatteccagg
caagettttt
ccaatattte
cegetgeata
atatactatt

aaaaaaaaaa

<213> ORGANISM: Homo sapiens
<220> FEATURE:
<221> NAME/KEY: MISC FEATURE
<223> OTHER INFORMATION: CD1lb protein (HNA-4)

<400> SEQUENCE: 10

gtetgecaga gaatccagtyg
accctcaaag gcaacctete
atecgtgagea cagetgagat
ggggegttty tgaggtecca
ctgeegetea tegtgggeay
gegetgtaca ageteggett
cecoeggggy ccgaacceca
gcaggactet gcccagacca
tatcecegac aggacggget
tgtgcgagty tgtgcaagty
tgcactegea cgeccatgty
gtgtgtccat gtgtgtgcag
ggetgtgget cacgtgtgtyg
tagcctetee ggcagaaggyg
ggttttecte cgggagaggg
agcatctete cactgaaaga
agcctgegea gottggatgyg
cteccacacca gegetgatge
ctggattcat ttattatttc
gtacaaaaat cacaaggcat
gtcacctoet taaaggtagt
cgatgtgcaa gtgtatgcac
tacacaaatyg gtagcatact
tcagacatcg gttcatatta
gtattccatt gtgtgagtgt
ttcatctctt gttattgcat

aaaaaaaaaa aaaaaaaaaa

tgacatceeyg
gtttgactgg
cttgtttaac
gacggagacce
ctetgteggy
cttcaagegy
gtageggete
cacgtagecce
tgggetteca
tctgtgtgea
tgagtgtgty
tgtgtgcaty
actcagagty
aactgectgy
gacggtcaat
agtgggactt
atactccatyg
ccaataaaga
aatgtgactt
tcaagtgtac
caagattgty
gtgtgcacac
ttatattggt
agacataaat
accataatgt
ctgctgagtt

aaaaaaaaaa

Met Ala Leu Arg Val Leu Leu Leu
1 5

Phe Asn Leu Asp Thr Glu Asn Ala
20

Gly Phe Gly Gln Ser Val Val Gln
35 40

Gly Ala Pro Gln Glu Ile Val Ala
50 55

Gln Cys Asp Tyr Ser Thr Gly Ser
65 70

Thr

Met

25

Leu

Ala

Cys

Ala

10

Thr

Gln

Asn

Glu

Leu

Phe

Gly

Gln

Pro
75

Thr His

15

Leu Cys Gly

Gln Glu Asn Ala Arg
30

Ser Arg Val Val Val
45

Arg Gly Ser
60

Leu Tyr

Leu Gln Val
80

Ile Arg

3180

3240

3300

3360

3420

3480

3540

3600

3660

3720

3780

3840

3900

3960

4020

4080

4140

4200

4260

4320

4380

4440

4500

4560

4620

4680

4740
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Pro

Thr

Cys

Asn

Pro

145

Ile

Met

Ser

Pro

Thr

225

Ile

Thr

Pro

Asp

Ser

305

Leu

Gly

Glu

Val

Glu

385

Asp

Gln

Ala

Lys

Asp

465

Pro

Val

Ser

Ser

Leu

130

Gln

Ile

Glu

Glu

Asn

210

His

Thr

Asp

Glu

Ala

290

Lys

Lys

Thr

Gly

Gly

370

Lys

Ala

Ser

Met

Gly

450

Val

Tyr

Arg

Glu

Pro

Glu

115

Arg

Glu

Pro

Gln

Glu

195

Pro

Thr

Asn

Gly

Ala

275

Phe

Pro

Thr

Gln

Phe

355

Ser

Ser

Tyr

Leu

Phe

435

Thr

Asp

Tyr

Gly

Ala

Pro

100

Asn

Gln

Asp

His

Leu

180

Phe

Arg

Ala

Gly

Glu

260

Asp

Arg

Pro

Ile

Thr

340

Ser

Thr

Leu

Val

420

Arg

Gln

Ser

Glu

Gln

Val

85

Gln

Thr

Gln

Ser

Asp

165

Lys

Arg

Ser

Thr

Ala

245

Lys

Arg

Ser

Arg

Gln

325

Gly

Ala

Asp

Phe

Gly

405

Leu

Gln

Ile

Asn

Gln
485

Arg

Asn

Leu

Tyr

Pro

Asp

150

Phe

Lys

Ile

Leu

Gly

230

Arg

Phe

Glu

Glu

Asp

310

Asn

Ser

Ala

Trp

Ile

390

Tyr

Gly

Asn

Gly

Gly

470

Thr

Ala

Met

Leu

Val

Gln

135

Arg

Ser

His

Val

215

Lys

Gly

Gly

Lys

295

His

Gln

Ser

Ile

Ala

375

Asn

Ala

Ala

Thr

Ala

455

Ser

Arg

Arg

Ser

Ala

Lys

120

Lys

Ala

Arg

Lys

Phe

200

Lys

Arg

Asn

Asp

Val

280

Ser

Val

Leu

Ser

Thr

360

Gly

Met

Ala

Pro

Gly

440

Tyr

Thr

Gly

Trp

Leu

Cys

105

Gly

Phe

Phe

Met

Thr

185

Thr

Pro

Lys

Ala

Pro

265

Ile

Arg

Phe

Arg

Ser

345

Ser

Gly

Thr

Ala

Arg

425

Met

Phe

Asp

Gly

Gln

Gly

90

Gly

Leu

Pro

Leu

Lys

170

Leu

Phe

Ile

Val

Phe

250

Leu

Arg

Gln

Gln

Glu

330

Phe

Asn

Val

Arg

Ile

410

Tyr

Trp

Gly

Leu

Gln
490

Cys

Leu

Pro

Cys

Glu

Ile

155

Glu

Phe

Lys

Thr

Val

235

Lys

Gly

Tyr

Glu

Val

315

Lys

Glu

Gly

Phe

Val

395

Gln

Glu

Ala

Val

475

Val

Asp

Ser

Thr

Phe

Ala

140

Asp

Phe

Ser

Glu

Gln

220

Arg

Ile

Tyr

Val

Leu

300

Asn

Ile

His

Pro

Leu

380

Asp

Leu

His

Ser

Ser

460

Leu

Ser

Ala

Leu

Val

Leu

125

Leu

Gly

Val

Leu

Phe

205

Leu

Glu

Leu

Glu

Ile

285

Asn

Asn

Phe

Glu

Leu

365

Tyr

Ser

Arg

Ile

Asn

445

Leu

Ile

Val

Val

Ala

Hisg

110

Phe

Arg

Ser

Ser

Met

190

Gln

Leu

Leu

Val

Asp

270

Gly

Thr

Phe

Ala

Met

350

Leu

Thr

Asp

Asn

Gly

430

Ala

Cys

Gly

Cys

Leu

Ala

95

Gln

Gly

Gly

Gly

Thr

175

Gln

Asn

Gly

Phe

Val

255

Val

Val

Ile

Glu

Ile

335

Ser

Ser

Ser

Met

Arg

415

Leu

Asn

Ser

Ala

Pro

495

Tyr

Thr

Thr

Ser

Cys

Ser

160

Val

Tyr

Asn

Arg

Asn

240

Ile

Gly

Ala

Ala

320

Glu

Gln

Thr

Lys

Asn

400

Val

Val

Val

Val

Pro

480

Leu

Gly
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Glu

Gly

Gly

545

Gly

Leu

Asp

Met
625

Asp

Ser

Arg

Val

705

Asn

Ser

Leu

Lys

Phe

785

Phe

Thr

Ser

Glu

Cys

865

Asn

Leu

Lys

Gln

Asp

530

Glu

Ser

Ser

Leu

Val

610

Glu

Gln

Val

Val

Ala

690

Leu

Cys

Leu

Ala

Asn

770

Ser

Asn

Gln

Thr

Ser

850

Ser

Ile

Leu

Thr

Gly

515

Val

Glu

Gly

Pro

Thr

595

Leu

Phe

Val

Gln

Val

675

Val

Gly

Ile

Val

Glu

755

Cys

Phe

Val

Val

Leu

835

Ala

Ile

Thr

Lys

Glu
915

500

Gln

Asn

Asp

Ile

Arg

580

Met

Leu

Asn

Val

Lys

660

Thr

Phe

Leu

Glu

Gly

740

Asp

Gly

Met

Thr

Thr

820

Gln

Ser

Asn

Phe

Ala

900

Phe

Pro

Gly

Asn

Ser

565

Leu

Asp

Leu

Pro

Lys

645

Ser

Tyr

Asn

Thr

Asp

725

Thr

Ala

Asn

Ser

Val

805

Phe

Asn

Ser

His

Asp

885

Asn

Gln

Trp

Asp

Arg

550

Pro

Gln

Gly

Arg

Arg

630

Gly

Thr

Asp

Glu

Gln

710

Pro

Pro

Gln

Asp

Leu

790

Thr

Phe

Gln

Thr

Pro

870

Val

Val

Leu

Gly

Lys

535

Gly

Ser

Tyr

Leu

Ser

615

Glu

Lys

Arg

Leu

Thr

695

Thr

Val

Leu

Arg

Asn

775

Asp

Val

Phe

Arg

Glu

855

Ile

Asp

Thr

Glu

Arg

520

Leu

Ala

His

Phe

Val

600

Gln

Val

Glu

Asp

Ala

680

Lys

Cys

Ser

Ser

Leu

760

Ile

Cys

Arg

Pro

Ser

840

Val

Phe

Ser

Ser

Leu
920

505

Phe

Thr

Val

Ser

Gly

585

Asp

Pro

Ala

Ala

Arg

665

Leu

Asn

Glu

Pro

Ala

745

Phe

Cys

Leu

Asn

Leu

825

Gln

Ser

Pro

Lys

Glu

905

Pro

Gly

Asp

Tyr

Gln

570

Gln

Leu

Val

Arg

Gly

650

Leu

Asp

Ser

Thr

Ile

730

Phe

Thr

Gln

Val

Asp

810

Asp

Arg

Gly

Glu

Ala

890

Asn

Val

Ala

Val

Leu

555

Arg

Ser

Thr

Leu

Asn

635

Glu

Arg

Ser

Thr

Leu

715

Val

Gly

Ala

Asp

Val

795

Gly

Leu

Ser

Ala

Asn

875

Ser

Asn

Lys

Ala

Ala

540

Phe

Ile

Leu

Val

Arg

620

Val

Val

Glu

Gly

Arg

700

Lys

Leu

Asn

Leu

Asp

780

Gly

Glu

Ser

Trp

Leu

860

Ser

Leu

Met

Tyr

Leu

525

Ile

His

Ala

Ser

Gly

605

Val

Phe

Arg

Gly

Arg

685

Arg

Leu

Arg

Leu

Phe

765

Leu

Gly

Asp

Tyr

Arg

845

Lys

Glu

Gly

Pro

Ala
925

510

Thr

Gly

Gly

Gly

Gly

590

Ala

Lys

Glu

Val

Gln

670

Pro

Gln

Gln

Leu

Arg

750

Pro

Ser

Pro

Ser

Arg

830

Leu

Ser

Val

Asn

Arg

910

Val

Val

Ala

Thr

Ser

575

Gly

Gln

Ala

Cys

Cys

655

Ile

His

Thr

Leu

Asn

735

Pro

Phe

Ile

Arg

Tyr

815

Lys

Ala

Thr

Thr

Lys

895

Thr

Tyr

Leu

Pro

Ser

560

Lys

Gln

Gly

Ile

Asn

640

Leu

Gln

Ser

Gln

Pro

720

Phe

Val

Glu

Thr

Glu

800

Arg

Val

Cys

Ser

Phe

880

Leu

Asn

Met
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Val Val Thr
930

Ser His Gly Val Ser

935

Ser Glu Asn Thr Ser Arg Val Met

945

9

Leu Gly Gln Arg Ser L

965

50

eu Pro Ile

Arg Leu Asn Gln Thr Val Ile Trp

980

Glu Asn Leu Ser Ser T

995

Ser Asp Phe Leu Ala

1010

Ser Ile Al
1025

Gly Ile Gl
1040
Phe Asp Tr
1055

Ser Thr Al
1070

Pro Gly Gl
1085

Glu Pro Ph
1100

a Val Cys

n Glu Glu

p Tyr Ile

a Glu Ile

n Gly Ala

e Glu Val

Ser Val Gly Gly Leu

1115

Tyr Lys Le
1130

u Gly Phe

Glu Gly Gly Pro Pro

1145

<210> SEQ I
«211> LENGT
«212> TYPE:

D NO 11
H: 5133
DNA

hr Cys His
1000

Glu Leu Ar
1015

Gln Arg Il
1030

Phe Zsn Al
1045

Lys Thr Se
1060

Leu Phe As
1075

Phe Val Ar
1090

Pro Asn Pr
1105

Leu Leu Le
1120

Phe Lys Ar
1135

Gly Rla Gl
1150

<213> ORGANISM: Homo sapiens

«220> FEATU

RE:

<221> NAME/KEY: misc_feature
«223> OTHER INFORMATION: CDlla DNA (HNA-5)

<400> SEQUENCE: 11

cctctttecac

ggccacaggt

ggcgcetgcetyg

gggcgcgegy

ggtceggaaac

tcagtgccag

ctccaagtac

tgaccctggyg

ctteegecayg

caagggcaac

atttcagaaa

ccagtttget

cctgtetagg

ccectegagtyg

tetgggttet

agcttctece

ggggtcatcg

tcgggcacag

ttgggaatga

ctgtectegaa

aatctgcagg

gtagacctgyg

attctggact

gctgtteagt

ttgccagcaa

ctggaaggat

ttttettege

caccgegege

tgggagctee

gacactgect

ccttggcaac

cgtgtgacca

gtcccatget

tatttctgtt

tcatgaagga

tttccacaag

Thr Lys Tyr
Gln His Gln
955

Ser Leu Val
970

Asp Arg Pro
985

Leu Asn Phe Thr Ala

940

Tyr Gln Val Ser Asn

960

Phe Leu Val Pro Val

975

Gln Val Thr Phe Ser
990

Thr Lys Glu Arg Leu Pro Ser His

1005

g Lys Ala Pro Val Val

1020

e Gln Cys Asp Ile Pro
1035

a Thr Leu Lys Gly Asn
1050

r Hisg Asn His Leu Leu
1065

n Asp Ser Val Phe Thr
1080

g Ser Gln Thr Glu Thr
1095

o Leu Pro Leu Ile Val
1110

u Ala Leu Ile Thr Ala
1125

g Gln Tyr Lys Asp Met
1140

u Pro Gln

atcccacggyg

gaaggattce

gceggectey

cgggaggcac

aggggaggyy

gccagtcace

agaccccaca

gaacacctat

gcaggggcege

tgatggtteyg

tgtgatgaag

ctacaaaaca

cctectgacy

tgcatcactyg

agctacaacc

tttggatacc

aacagcacag

ctgagaggtt

gatggaagca

ctgagtggec

cetggtttte

atgagcttge

aaactcagca

gaatttgatt

Asn Cys

Phe Phe

Leu Ser

Ile Val

Leu Leu

Lys Val

Gly Ser

Ala Leu

Met Ser

ctgecectygyg
tgatggccat
tggacgtgeg
gcgtectgea
gaagcctcta
ccaactatac
ttttggecty
tgtgttacct
aggaatgtat
agccagatga
acacttegta

tctcagatta

60

120

180

240

300

360

420

480

540

600

660

720
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-continued
tgttaaatgy aaggacccty atgctetget gaagecatgta aagcacatgt tgetgttgac 780
caataccttt ggtgecatca attatgtege gacagaggtyg ttecgggagyg agetggggge 840
ceggecagat gocaccaaag tgettatcat catcacggat ggggaggeca ctgacagtgyg 900
caacatcgat geggecaaag acatcatceg ctacatcate gggattggaa ageattttea 960
gaccaaggag agtcaggaga ccctccacaa atttgcatca aaacccgcega gcgagtttgt 1020
gaaaattcty gacacatttg agaagctgaa agatctattce actgagetgce agaagaagat 1080
ctatgtcatt gagggcacaa gcaaacagga cctgacttece ttcaacatgg agetgtecte 1140
cageggcate agtgetgace tcageagggg ccatgceagte gtgggggeay taggagecaa 1200
ggactggget gggggcttte ttgacctgaa ggcagaccty caggatgaca catttattgg 1260
gaatgaacca ttgacaccag aagtgagagc aggctatttyg ggttacaccg tgacctgget 1320
gcccteecgy caaaagactt cgttgetgge ctegggagece cctegatacce agcacatggg 1380
ccgagtgety ctgttcecaay agecacaggg cggaggacac tggagecagyg tccagacaat 1440
ccatgggace cagattgget cttatttegg tggggagetyg tgtggegteg acgtggacca 1500
agatggggag acagagctge tgctgattgg tgccccactg ttetatgggg agcagagagg 1560
aggcecgggtyg tttatctace agagaagaca gttggggttt gaagaagtcet cagagctgca 1620
gggggaccece ggctacccac tcgggeggtt tggagaagece atcactgcetce tgacagacat 1680
caacggcgat gggctggtag acgtggetgt gggggceccct ctggaggage agggggetgt 1740
gtacatctte aatgggaggc acggggggct tagtccccag ccaagtcagce ggatagaagg 1800
gacccaagtyg ctctcaggaa ttcagtggtt tggacgectcce atccatgggg tgaaggacct 1860
tgaaggggat ggcttggecag atgtggetgt gggggctgag agccagatga tcgtgcetgag 1920
ctcceggece gtggtggata tggtcaccct gatgtectte tctecagetg agatccecagt 1980
gcatgaagtyg gagtgctcct attcaaccag taacaagatyg aaagaaggag ttaatatcac 2040
aatctgttte cagatcaagt ctctctacce ccagttccaa ggccgeetgg ttgccaatcet 2100
cacttacact ctgcagctgg atggccaccg gaccagaaga cgggggttgt tcccaggagg 2160
gagacatgaa ctcagaagga atatagctgt caccaccagc atgtcatgca ctgacttctc 2220
atttcatttc ccggtatgtg ttcaagacct catctcccce atcaatgttt ccctgaattt 2280
ctetetttygy gaggaggaag ggacaccgag ggaccaaagg gegcagggca aggacatacce 2340
gcccatcctyg agaccctcee tgcactcgga aacctgggayg atcccttttg agaagaactg 2400
tggggaggac aagaagtgtg aggcaaactt gagagtgtcc ttctctectg caagatccag 2460
agccctgegt ctaactgett ttgccagect ctetgtggag ctgagcctga gtaacttgga 2520
agaagatgct tactgggtcc agctggacct gcacttccce ccgggactcet ccttecgcaa 2580
ggtggagatyg ctgaagcccce atagccagat acctgtgage tgcgaggagc ttcctgaaga 2640
gtccaggctt ctgtccaggg cattatcttg caatgtgage tctcccatct tcaaagcagg 2700
ccactcggtt gctctgcaga tgatgtttaa tacactggta aacagctcct ggggggactce 2760
ggttgaattyg cacgccaatg tgacctgtaa caatgaggac tcagacctcc tggaggacaa 2820
ctcagccact accatcatcc ccatcctgta ccccatcaac atcctcatce aggaccaaga 2880
agactccaca ctctatgtca gtttcaccce caaaggcccce aagatccacc aagtcaagca 2940
catgtaccag gtgaggatcc agecttccat ccacgaccac aacataccca ccctggagge 3000
tgtggttggyg gtgccacage ctcccagega ggggeccate acacaccagt ggagegtgca 3060
gatggagcct ccecgtgecct gccactatga ggatctggayg aggctcccgg atgcagectga 3120
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gecttgtete cecggagece tgttecegetyg cectgttgte ttecaggcagyg agatectegt 3180
ccaagtgate gggactcetgg agetggtggg agagatcgag gectetteca tgttcagect 3240
ctgcagctee ctetecatet ccttcaacag cagcaagcat ttccacctet atggecagcaa 3300
cgecteectyg geccaggttg tcatgaaggt tgacgtggtg tatgagaage agatgetcta 3360
cctetacgtyg ctgageggea tegggggget getgetgetg ctgetcattt tcatagtget 3420
gtacaaggtt ggtttcttca aacggaacct gaaggagaay atggaggctg gcagaggtgt 3480
ccecgaatgga atcectgeag aagactetga geagetggea tcetgggcaag aggetgggga 3540
tecccggetge ctgaageccece tceccatgagaa ggactcetgag agtggtggtg gcaaggactg 3600
agtccaggee tgtgaggtge agagtgecca gaactggact caggatgcce agggccacte 3660
tgcctetgee tgcattetge cgtgtgecct cgggcgagte actgectcete cctggeccte 3720
agtttcecta tectcgaacat ggaactcatt cctgaatgte tectttgcag gectcataggyg 3780
aagacctget gagggaccag ccaagagggce tgcaaaagtyg agggettgte attaccagac 3840
ggttcaccayg cctctettgg ttecttectt ggaagagaat gtcectgatcta aatgtggaga 3900
aactgtagtce tcaggaccta gggatgttct ggccctcace cctgecetgg gatgtecaca 3960
gatgcctececa ccecccagaa cctgtecttg cacactccece tgcactggag tccagtetet 4020
tctgetggeca gaaagcaaat gtgacctgtg tcactacgtg actgtggcac acgecttgtt 4080
cttggccaaa gaccaaattc cttggcatge cttceccagcac cctgcaaaat gagacccteg 4140
tggcettece cagectette tagageegtg atgectecct gttgaagetce tggtgacacce 4200
agcctttete ccaggccagg cteocttectg tettectgca ttcacccaga cagctceccte 4260
tgcctgaace ttccatcteg cccaccecte cttecttgac cagcagatcece cagctcacgt 4320
cacacacttg gttgggtcct cacatcttte acacttccac caccctgcac tactccctca 4380
aagcacacgt catgtttctt catccggcag cctggatgtt ttttccectgt ttaatgattg 4440
acgtacttag cagctatctc tcagtgaact gtgagggtaa aggctatact tgtcettgtte 4500
accttgggat gacgccgcat gatatgtcag ggcgtgggac atctagtagg tgcttgacat 4560
aatttcactg aattaatgac agagccagtg ggaagataca gaaaaagagg gccggggctg 4620
ggcgeggtgy ttcacgectg taatcccage actttgggayg gccaaggagg gtggatcacce 4680
tgaggtcagg agttagaggc cagcctggcg aaaccccatc tctactaaaa atacaaaatce 4740
caggcgtggt ggcacacacc tgtagtccca gctactcagg aggttgaggt aggagaattg 4800
cttgaacctg ggaggtggag gttgcagtga gccaagattg cgccattgca ctccagectg 4860
ggcaacacag cgagactccg tctcaaggaa aaaataaaaa taaaaagcgg gcacgggccc 4920
ggacatccce acccttggag gctgtecttet caggetctge cctgccctag ctccacaccce 4980
tctcccagga cccatcacge ctgtgcagtg geccccacag aaagactgag ctcaaggtgg 5040
gaaccacgtc tgctaacttg gagccccagt gccaagcaca gtgcctgcat gtatttatcce 5100
aataaatgtg aaattctgtc caaaaaaaaa aaa 5133

«<210> SEQ ID NO 12
<211> LENGTH: 1170

<212> TYPE:

PRT

<213> ORGANISM: Homo sapiens
<220> FEATURE:
<221> NAME/KEY: MISC_FEATURE
<223> OTHER INFORMATION: CDlla protein (HNA-5)

<400> SEQUENCE: 12

Met Lys Asp Ser Cys Ile Thr Val Met Ala Met Ala Leu Leu Ser Gly
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Phe

Ala

Val

65

Leu

Met

Pro

Cys

Pro

145

Phe

Asp

Phe

Ser

Lys

225

Ala

Lys

Ile

Lys

305

Lys

Thr

Gly

Gly

Gln

385

Ala

Thr

Phe

Arg

Leu

50

Ser

Pro

Thr

Gly

Tyr

130

Gly

Asp

Phe

Ala

Asp

210

His

Thr

Val

Asp

Phe

290

Pro

Asp

Ser

Ile

Ala

370

Asp

Gly

Ser

Phe

Ser

35

Gln

Thr

Val

Leu

Leu

115

Leu

Phe

Gly

Met

Ala

195

Tyr

Met

Glu

Leu

Ala

275

Gln

Ala

Leu

Lys

Ser

355

Lys

Asp

Tyr

Leu

Phe

20

Phe

Val

Gly

Thr

Ala

100

Ser

Phe

Gln

Ser

Lys

180

Val

Val

Leu

Val

Ile

260

Ala

Thr

Ser

Phe

Gln

340

Ala

Asp

Thr

Leu

Leu
420

Ala

Ser

Gly

Ser

Leu

85

Thr

Arg

Arg

Glu

Met

165

Asp

Gln

Lys

Leu

Phe

245

Ile

Lys

Lys

Glu

Thr

325

Asp

Asp

Trp

Phe

Gly

405

Ala

Pro

Pro

Asn

Leu

70

Arg

Asp

Thr

Gln

Cys

150

Ser

Val

Phe

Arg

Leu

230

Arg

Ile

Asp

Glu

Phe

310

Glu

Leu

Leu

Ala

Ile

390

Tyr

Ser

Ala

Pro

Gly

55

Tyr

Gly

Pro

Cys

Asn

135

Ile

Leu

Met

Ser

Lys

215

Thr

Glu

Thr

Ile

Ser

295

Val

Leu

Thr

Ser

Gly

375

Gly

Thr

Gly

Ser

Arg

40

Val

Gln

Ser

Thr

Asp

120

Leu

Lys

Gln

Lys

Thr

200

Asp

Asn

Glu

Asp

Ile

280

Gln

Lys

Gln

Ser

Arg

360

Gly

Asn

Val

Ala

Ser

25

Ala

Ile

Cys

Asn

Asp

105

Gln

Gln

Gly

Pro

Lys

185

Ser

Pro

Thr

Leu

Gly

265

Arg

Glu

Ile

Lys

Phe

345

Gly

Phe

Glu

Thr

Pro
425

10

Tyr

Gly

Val

Gln

Tyr

90

Gly

Asn

Gly

Asn

Asp

170

Leu

Tyr

Asp

Phe

Gly

250

Glu

Tyr

Thr

Leu

Lys

330

Asn

His

Leu

Pro

Trp

410

Arg

Asn

Arg

Gly

Ser

75

Thr

Ser

Thr

Pro

Val

155

Glu

Ser

Lys

Ala

Gly

235

Ala

Ala

Ile

Leu

Asp

315

Ile

Met

Ala

Asp

Leu

395

Leu

Tyr

Leu

His

Ala

60

Gly

Ser

Ile

Tyr

Met

140

Asp

Phe

Asn

Thr

Leu

220

Ala

Arg

Thr

Ile

His

300

Thr

Tyr

Glu

Val

Leu

380

Thr

Pro

Gln

Asp

Phe

45

Pro

Thr

Lys

Leu

Leu

125

Leu

Leu

Gln

Thr

Glu

205

Leu

Ile

Pro

Asp

Gly

285

Lys

Phe

Val

Leu

Val

365

Lys

Pro

Ser

His

Val

30

Gly

Gly

Gly

Tyr

Ala

110

Ser

Gln

Val

Lys

Ser

190

Phe

Lys

Asn

Asp

Ser

270

Ile

Phe

Glu

Ile

Ser

350

Gly

Ala

Glu

Arg

Met
430

15

Arg

Tyr

Glu

His

Leu

95

Cys

Gly

Gly

Phe

Ile

175

Tyr

Asp

His

Tyr

Ala

255

Gly

Gly

Ala

Lys

Glu

335

Ser

Ala

Asp

Val

Gln

415

Gly

Gly

Arg

Gly

Cys

80

Gly

Asp

Leu

Arg

Leu

160

Leu

Gln

Phe

Val

Val

240

Thr

Asn

Lys

Ser

Leu

320

Gly

Ser

Val

Leu

Arg

400

Lys

Arg
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Val

Gln

Cys

465

Gly

Tyr

Asp

Thr

Leu

545

Leu

Gly

Gly

Val

Ser

625

Ser

Lys

Tyr

Pro

Met

705

Leu

Glu

Ile

Lys

Phe

785

Leu

Val

Glu

Pro

Leu

Thr

450

Gly

Ala

Gln

Pro

Asp

530

Glu

Ser

Ile

Asp

Leu

610

Pro

Asn

Ser

Thr

Gly

690

Ser

Ile

Gly

Leu

Asn

770

Ser

Ser

Gln

Met

Glu
850

Leu

435

Ile

Val

Pro

Arg

Gly

515

Ile

Glu

Pro

Gln

Gly

595

Ser

Ala

Lys

Leu

Leu

675

Gly

Cys

Ser

Thr

Arg

755

Cys

Pro

Val

Leu

Leu

835

Glu

Phe

His

Asp

Leu

Arg

500

Asn

Gln

Gln

Trp

580

Leu

Ser

Glu

Met

Ile

660

Gln

Arg

Thr

Pro

Pro

740

Pro

Gly

Ala

Glu

Asp

820

Ser

Gln

Gly

Val

Phe

485

Gln

Pro

Gly

Gly

Pro

565

Phe

Ala

Arg

Ile

Lys

645

Pro

Leu

His

Asp

Ile

725

Arg

Ser

Glu

Arg

Leu

805

Leu

Pro

Arg

Glu

Thr

Asp

470

Tyr

Leu

Leu

Asp

Ala

550

Ser

Gly

Asp

Pro

Pro

630

Glu

Gln

Asp

Glu

Phe

710

Asn

Asp

Leu

Asp

Ser

790

Ser

His

His

Leu

Pro

Gln

455

Gln

Gly

Gly

Gly

Gly

535

Val

Gln

Arg

Val

Val

615

Val

Gly

Phe

Gly

Leu

685

Ser

Val

Gln

His

Lys

775

Arg

Leu

Phe

Ser

Leu
855

Gln

440

Ile

Asp

Glu

Phe

Arg

520

Leu

Tyr

Arg

Ser

Ala

600

Val

His

Val

Gln

His

680

Arg

Phe

Ser

Arg

Ser

760

Lys

Ala

Ser

Pro

Gln

840

Ser

Gly

Gly

Gly

Gln

Glu

505

Phe

Val

Ile

Ile

Ile

585

Val

Asp

Glu

Asn

Gly

665

Arg

Arg

His

Leu

Ala

745

Glu

Cys

Leu

Asn

Pro

825

Ile

Arg

Gly

Ser

Glu

Arg

490

Glu

Gly

Asp

Phe

Glu

570

His

Gly

Met

Val

Ile

650

Arg

Thr

Asn

Phe

Asn

730

Gln

Thr

Glu

Arg

Leu

810

Gly

Pro

Ala

Gly

Tyr

Thr

475

Gly

Val

Glu

Val

Asn

555

Gly

Gly

Ala

Val

Glu

635

Thr

Leu

Arg

Ile

Pro

715

Phe

Gly

Trp

Ala

Leu

795

Glu

Leu

Val

Leu

Hisg

Phe

460

Glu

Gly

Ser

Ala

Ala

540

Gly

Thr

Val

Glu

Thr

620

Cys

Ile

Val

Arg

Ala

700

Val

Ser

Lys

Glu

Asn

780

Thr

Glu

Ser

Ser

Ser
860

Trp

445

Gly

Leu

Arg

Glu

Ile

525

Val

Arg

Gln

Lys

Ser

605

Leu

Ser

Cys

Ala

Arg

685

Val

Cys

Leu

Asp

Ile

765

Leu

Ala

Asp

Phe

Cys

845

Cys

Ser

Gly

Leu

Val

Leu

510

Thr

Gly

Hisg

Val

Asp

590

Gln

Met

Tyr

Phe

Asn

670

Gly

Thr

Val

Trp

Ile

750

Pro

Arg

Phe

Ala

Arg

830

Glu

Asn

Gln

Glu

Leu

Phe

495

Gln

Ala

Ala

Gly

Leu

575

Leu

Met

Ser

Ser

Gln

655

Leu

Leu

Thr

Gln

Glu

735

Pro

Phe

Val

Ala

Tyr

815

Lys

Glu

Val

Val

Leu

Ile

480

Ile

Gly

Leu

Pro

Gly

560

Ser

Glu

Ile

Phe

Thr

640

Ile

Thr

Phe

Ser

Asp

720

Glu

Pro

Glu

Ser

Ser

800

Trp

Val

Leu

Ser
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Ser Pro Ile Phe Lys Ala Gly His Ser Val Ala Leu Gln Met Met Phe
865 870 875 880

Agn Thr Leu Val Asn Ser Ser Trp Gly Asp Ser Val Glu Leu His Ala
885 890 895

Asn Val Thr Cys Asn Asn Glu Asp Ser Asp Leu Leu Glu Asp Asn Ser
900 905 910

Ala Thr Thr Ile Ile Pro Ile Leu Tyr Pro Ile Asn Ile Leu Ile Gln
915 920 925

Asp Gln Glu Asp Ser Thr Leu Tyr Val Ser Phe Thr Pro Lys Gly Pro
930 935 940

Lys Ile Hig Gln Val Lys His Met Tyr Gln Val Arg Ile Gln Pro Ser
945 950 955 960

Ile Hig Asp Hisg Asn Ile Pro Thr Leu Glu Ala Val Val Gly Val Pro
965 970 975

Gln Pro Pro Ser Glu Gly Pro Ile Thr His Gln Trp Ser Val Gln Met
980 985 990

Glu Pro Pro Val Pro Cys His Tyr Glu Asp Leu Glu Arg Leu Pro Asp
995 1000 1005

Ala Ala Glu Pro Cys Leu Pro Gly Ala Leu Phe Arg Cys Pro Val
1010 1015 1020

Val Phe Arg Gln Glu Ile Leu Val Gln Val Ile Gly Thr Leu Glu
1025 1030 1035

Leu Val Gly Glu Ile Glu Ala Ser Ser Met Phe Ser Leu Cys Ser
1040 1045 1050

Ser Leu Ser Ile Ser Phe Asn Ser Ser Lys His Phe His Leu Tyr
1055 1060 1065

Gly Ser Asn Ala Ser Leu Ala Gln Val Val Met Lys Val Asp Val
1070 1075 1080

Val Tyr Glu Lys Gln Met Leu Tyr Leu Tyr Val Leu Ser Gly Ile
1085 1090 1095

Gly Gly Leu Leu Leu Leu Leu Leu Ile Phe Ile Val Leu Tyr Lys
1100 1105 1110

Val Gly Phe Phe Lys Arg Asn Leu Lys Glu Lys Met Glu Ala Gly
1115 1120 1125

Arg Gly Val Pro Asn Gly Ile Pro Ala Glu Asp Ser Glu Gln Leu
1130 1135 1140

Ala Ser Gly Gln Glu Ala Gly Asp Pro Gly Cys Leu Lys Pro Leu
1145 1150 1155

His Glu Lys Asp Ser Glu Ser Gly Gly Gly Lys Asp
1160 1165 1170

<210> SEQ ID NO 13

<211> LENGTH: 231

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 13

Met Gly Asp Glu Arg Pro His Tyr Tyr Gly Lys His Gly Thr Pro Gln
1 5 10 15

Lys Tyr Asp Pro Thr Phe Lys Gly Pro Ile Tyr Asn Arg Gly Cys Thr
20 25 30

Asp Ile Ile Cys Cys Val Phe Leu Leu Leu Ala Ile Val Gly Tyr Val
35 40 45

Ala Val Gly Ile Ile Ala Trp Thr His Gly Asp Pro Arg Lys Val Ile
50 55 60
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80

Tyr

65

Asn

Ser

Val

Ser

Asn

145

Val

Asp

Lys

Phe
225

Pro

Glu

Pro

Glu

Arg

130

Asn

Leu

Ala

Gly

Lys

210

Glu

Thr

Asn

Leu

Lys

115

Asp

Lys

Ile

Tyr

His

195

Ala

Asp

Asp

Val

100

Phe

Gly

Pro

Lys

180

Gly

Asn

Tyr

Ser

Pro

85

Leu

Pro

Glu

Val

Ser

165

Gly

Ser

Gly

Thr

«210> SEQ ID NO 14

«211> LENGTH:

«212> TYPE: PRT
«213> ORGANISM:

«<400> SEQUENCE:

Trp Thr His Gly

1

Gly

Leu

Glu

Arg

65

Tyr

Glu

Pro

Leu

<210>
<211>
<212>
<213>

<400>

Glu

Phe

Phe

50

Tyr

Lys

Val

Leu

Phe

Tyr

35

Gln

Leu

Gln

Leu

Ala
115

Cys

20

Phe

Cys

Thr

Phe

Arg

100

Arg

SEQUENCE :

129

Arg

70

Tyr

Leu

Asp

Tyr

Ala

150

Lys

Val

Arg

Val

Val
230

Gly

Leu

Glu

Arg

Tyr

135

Glu

Pro

Leu

Lys

Leu

215

Ser

Glu

Phe

Phe

Tyr

120

Lys

Val

Leu

Met

Asn

200

Glu

Homo sapiens

14

Asp

Gly

Asn

Pro

Tyr

Cys

85

Asp

Arg

SEQ ID NO 15
LENGTH :
TYPE: PRT
ORGANISM: Homo sapiens

110

15

Pro

Gln

Ile

Thr

Leu

70

Val

Gly

Cys

Arg

Lys

Val

Pro

55

Asn

Pro

Asp

Phe

Lys

Gly

Lys

40

Gln

Ala

Gly

Cys

Pro
120

Phe

Tyr

Gln

105

Leu

Gln

Leu

Ala

Val

185

Ile

Ala

Val

Thr

25

Cys

Ile

Arg

Phe

Pro

105

Ala

Cys

Phe

90

Cys

Thr

Phe

Arg

Arg

170

Gly

Thr

Arg

Ile

10

Lys

Ala

Cys

Ser

Lys

90

Ala

Ile

Gly

75

Asn

Pro

Tyr

Cys

Asp

155

Arg

Asn

Asp

Gln

Tyr

Asn

Ser

Val

Ser

75

Asn

Val

His

Gln

Ile

Thr

Leu

Val

140

Gly

Cys

Glu

Leu

Leu
220

Pro

Glu

Pro

Glu

60

Arg

Asn

Leu

Ala

Lys

Val

Pro

Asn

125

Pro

Asp

Phe

Thr

Val

205

Ala

Thr

Asn

Leu

45

Lys

Asp

Lys

Ile

Tyr
125

Gly

Lys

Gln

110

Ala

Gly

Cys

Pro

Thr

190

Glu

Met

Asp

Lys

30

Val

Cys

Phe

Gly

Pro

110

Lys

Thr

Cys

95

Ile

Arg

Phe

Pro

Ala

175

Tyr

Gly

Arg

Ser

15

Pro

Leu

Pro

Glu

Val

95

Ser

Gly

Lys

80

Ala

Cys

Ser

Lys

Ala

160

Ile

Glu

2la

Ile

Arg

Tyr

Leu

Asp

Tyr

80

Ala

Lys

Val

Trp Thr His Gly Asp Pro Arg Lys Val Ile Tyr Pro Thr Asp Ser Arg

1

5

10

15

Gly Glu Phe Cys Gly Gln Lys Gly Thr Lys Asn Glu Asn Lys Pro Tyr
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-continued

20 25 30

Leu Phe Tyr Phe Asn Ile Val Lys Cys Ala Ser Pro Leu Val Leu Leu
35 40 45

Glu Phe Gln Cys Pro Thr Pro Gln Ile Cys Val Glu Lys Cys Pro Asp
50 55 60

Arg Tyr Leu Thr Tyr Leu Asn Ala Arg Ser Ser Arg Asp Phe Glu Tyr
65 70 75 80

Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn Asn Lys Gly Val 2Ala
85 90 95

Glu Val Leu Arg Asp Gly Asp Cys Pro Ala Val Leu Ile Pro
100 105 110

«<210> SEQ ID NO 16

«211> LENGTH: 51

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«400> SEQUENCE: 16

Glu Lys Cys Pro Asp Arg Tyr Leu Thr Tyr Leu Asn Ala Arg Ser Ser
1 5 10 15

Arg Asp Phe Glu Tyr Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn
20 25 30

Asn Lys Gly Val Ala Glu Val Leu Arg Asp Gly Asp Cys Pro Ala Val
35 40 45

Leu Ile Pro
50

«<210> SEQ ID NO 17

«211> LENGTH: 652

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 17

Trp Thr His Gly Asp Pro Arg Lys Val Ile Tyr Pro Thr Asp Ser Arg
1 5 10 15

Gly Glu Phe Cys Gly Gln Lys Gly Thr Lys Asn Glu Asn Lys Pro Tyr
20 25 30

Leu Phe Tyr Phe Asn Ile Val Lys Cys Ala Ser Pro Leu Val Leu Leu
35 40 45

Glu Phe Gln Cys Pro Thr Pro Gln Ile Cys Val Glu Lys Cys Pro Asp
50 55 60

Arg Tyr Leu Thr Tyr Leu Asn Ala Arg Ser Ser Arg Asp Phe Glu Tyr
65 70 75 80

Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn Asn Lys Gly Val Ala
85 90 95

Glu Val Leu Arg Asp Gly Asp Cys Pro Ala Val Leu Ile Pro Ser Lys
100 105 110

Pro Leu Ala Arg Arg Cys Phe Pro Ala Ile His Ala Tyr Lys Gly Val
115 120 125

Leu Met Val Gly Asn Glu Thr Thr Tyr Glu Asp Gly His Gly Ser Arg
130 135 140

Lys Asn Ile Thr Asp Leu Val Glu Gly Ala Lys Lys Ala Asn Gly Val
145 150 155 160

Leu Glu Ala Arg Gln Leu Ala Met Arg Ile Phe Glu Asp Tyr Thr Val
165 170 175

Ser Trp Tyr Trp Ile Ile Ile Gly Leu Val Ile Ala Met Ala Met Ser
180 185 190
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84

Leu

Val

Cys

225

Ser

Leu

Val

Ala

Cys

305

Ile

Ala

Thr

Pro

His

385

Trp

Ala

Ala

Gly

Arg

465

Lys

Leu

Ala

Leu

Asp

545

Ile

Thr

Val

Cys

Leu

Met

210

Tyr

Leu

Arg

Ile

Ile

290

Ser

Ala

Val

Cys

Asn

370

Arg

Leu

Phe

Phe

Ser

450

Val

Phe

Glu

Ile

Leu

530

Phe

Leu

Ala

Gly

Val

Phe

195

Ile

Met

Val

Gln

Ile

275

Ala

Leu

Tyr

Tyr

Asn

355

Ala

Ala

Ala

Ala

Pro

435

Leu

Ile

Ala

Lys

Tyr

515

Met

Leu

Ala

Pro

Ser

595

Asp

Ile

Ile

Glu

Asp

Thr

260

Ile

Leu

Leu

Trp

Lys

340

Pro

Arg

Leu

Asn

Ser

420

Leu

Ala

Leu

Phe

500

Gly

Arg

Phe

Phe

Pro

580

Thr

Ile

Met

Tyr

Leu

245

Trp

Leu

Ile

Tyr

Ala

325

Ile

Glu

Cys

Leu

Phe

405

Tyr

Phe

Phe

Glu

Cys

485

Ile

Thr

Asn

Leu

Phe

565

Leu

Leu

Leu

Leu

Val

Ser

230

Gly

Leu

Leu

Lys

Pro

310

Ser

Phe

Thr

Gln

Gly

390

Val

Tyr

Ser

Gly

Tyr

470

Leu

Lys

Asn

Ile

Leu

550

Phe

Asn

Ile

Phe

Leu

Ile

215

Arg

Phe

Ala

Leu

Glu

295

Leu

Thr

Asp

Phe

Phe

375

Leu

Leu

Trp

Ala

Ala

455

Leu

Met

Phe

Phe

Ile

535

Gly

Phe

Tyr

Ala

Leu

Arg

200

Leu

Leu

Gln

Phe

Ile

280

Ala

Val

Ala

Asp

Pro

360

Ala

Gln

Ala

Ala

Phe

440

Leu

Asp

Thr

Leu

Cys

520

Arg

Lys

Thr

Tyr

His

600

Cys

Phe

Val

Arg

Thr

Met

265

Phe

Ser

Thr

Val

Ser

345

Ser

Phe

Ile

Leu

Leu

425

Gly

Ile

Gln

Cys

Asn

505

Thr

Val

Leu

His

Trp

585

Gly

Phe

Leu

Leu

Gly

Asp

250

Ile

Leu

Arg

Phe

Phe

330

Pro

Ser

Tyr

Phe

Gly

410

Arg

Arg

Leu

Arg

Leu

490

Arg

Ser

Ala

Leu

Arg

570

Val

Phe

Leu

Ala

Gly

Glu

235

Phe

Ile

Arg

Ala

Phe

315

Leu

Cys

Asn

Gly

Asn

395

Gln

Lys

Ala

Ala

Leu

475

Lys

Asn

Ala

Val

Ile

555

Pro

Phe

Glu

Gly

Tyr

220

Ala

Arg

Leu

Lys

Val

300

Leu

Ser

Pro

Glu

Gly

380

Ala

Val

Pro

Leu

Ile

460

Lys

Cys

Ala

Arg

Leu

540

Val

Arg

Ile

Ser

Asp

Ile

205

Gly

Gly

Val

Ser

Arg

285

Gly

Leu

Thr

Phe

Ser

365

Glu

Phe

Thr

Asp

Arg

445

Val

Ala

Cys

Tyr

Asn

525

Asp

Gly

Ile

Leu

Val

605

Leu

Met

Ile

Ser

Tyr

Ile

270

Ile

Tyr

Cys

Ser

Thr

350

Arg

Ser

Met

Leu

Asp

430

Tyr

Gln

Ala

Phe

Ile

510

Ala

Lys

Ser

Val

Thr

590

Tyr

Glu

Val

Phe

Asp

Leu

255

Leu

Leu

Val

Leu

Asn

335

Ala

Gln

Gly

Phe

Ala

415

Leu

His

Ile

Glu

Trp

495

Met

Phe

Val

Val

Gln

575

Val

Gly

Arg

Trp

His

Val

240

His

Glu

Ile

Met

Cys

320

Glu

Lys

Cys

Tyr

Phe

400

Gly

Pro

Thr

Ile

Asn

480

Cys

Ile

Phe

Thr

Gly

560

Asp

Ile

Met

Asn
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-continued

610 615 620

Asp Gly Ser Ala Glu Arg Pro Tyr Phe Met Ser Ser Thr Leu Lys Lys
625 630 635 640

Leu Leu Asn Lys Thr Asn Lys Lys Ala Ala Glu Ser
645 650

<210> SEQ ID NO 18

<211> LENGTH: 593

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 18

Glu Lys Cys Pro Asp Arg Tyr Leu Thr Tyr Leu Asn Ala Arg Ser Ser
1 5 10 15

Arg Asp Phe Glu Tyr Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn
20 25 30

Asn Lys Gly Val Ala Glu Val Leu Arg Asp Gly Asp Cys Pro Ala Val
35 40 45

Leu Ile Pro Ser Lys Pro Leu Ala Arg Arg Cys Phe Pro Ala Ile His
50 55 60

Ala Tyr Lys Gly Val Leu Met Val Gly Asn Glu Thr Thr Tyr Glu Asp
65 70 75 80

Gly His Gly Ser Arg Lys Asn Ile Thr Asp Leu Val Glu Gly Ala Lys
85 90 95

Lys Ala Asn Gly Val Leu Glu Ala Arg Gln Leu Ala Met Arg Ile Phe
100 105 110

Glu Agp Tyr Thr Val Ser Trp Tyr Trp Ile Ile Ile Gly Leu Val Ile
115 120 125

Ala Met Ala Met Ser Leu Leu Phe Ile Ile Leu Leu Arg Phe Leu 2la
130 135 140

Gly Ile Met Val Trp Val Met Ile Ile Met Val Ile Leu Val Leu Gly
145 150 155 160

Tyr Gly Ile Phe His Cys Tyr Met Glu Tyr Ser Arg Leu Arg Gly Glu
165 170 175

Ala Gly Ser Asp Val Ser Leu Val Asp Leu Gly Phe Gln Thr Asp Phe
180 185 190

Arg Val Tyr Leu His Leu Arg Gln Thr Trp Leu Ala Phe Met Ile Ile
195 200 205

Leu Ser Ile Leu Glu Val Ile Ile Ile Leu Leu Leu Ile Phe Leu Arg
210 215 220

Lys Arg Ile Leu Ile Ala Ile Ala Leu Ile Lys Glu Ala Ser Arg 2Ala
225 230 235 240

Val Gly Tyr Val Met Cys Ser Leu Leu Tyr Pro Leu Val Thr Phe Phe
245 250 255

Leu Leu Cys Leu Cys Ile Ala Tyr Trp Ala Ser Thr Ala Val Phe Leu
260 265 270

Ser Thr Ser Asn Glu Ala Val Tyr Lys Ile Phe Asp Asp Ser Pro Cys
275 280 285

Pro Phe Thr Ala Lys Thr Cys Asn Pro Glu Thr Phe Pro Ser Ser Asn
290 295 300

Glu Ser Arg Gln Cys Pro Asn Ala Arg Cys Gln Phe Ala Phe Tyr Gly
305 310 315 320

Gly Glu Ser Gly Tyr His Arg Ala Leu Leu Gly Leu Gln Ile Phe Asn
325 330 335

Ala Phe Met Phe Phe Trp Leu Ala Asn Phe Val Leu Ala Leu Gly Gln
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88

Val

Pro

Leu

385

Ile

Lys

Cys

Ala

Arg

465

Leu

Val

Arg

Ile

Ser

545

Asp

Ser

Ser

Thr

Asp

370

Arg

Val

Ala

Cys

Tyr

450

Asn

Asp

Gly

Ile

Leu

530

Val

Leu

Thr

Leu

355

Asp

Tyr

Gln

Ala

Phe

435

Ile

Ala

Lys

Ser

Val

515

Thr

Tyr

Glu

Leu

340

Ala

Leu

His

Ile

Glu

420

Trp

Met

Phe

Val

Val

500

Gln

Val

Gly

Arg

Lys
580

Gly Ala Phe
Pro Ala Phe
375

Thr Gly Ser
390

Ile Arg Val
405

Asn Lys Phe

Cys Leu Glu

Ile Ala Ile

455

Phe Leu Leu
470

Thr Asp Phe
485

Gly Ile Leu

Asp Thr Ala

Ile Val Gly

535

Met Cys Val
550

Asn Asp Gly
565

Lys Leu Leu

«<210> SEQ ID NO 19

«<211> LENGTH:

«<212> TYPE: PRT
«213> ORGANISM:

<400> SEQUENCE:

Met Gly Asp Glu

1

Lys

Asp

Ala

Tyr

65

Asn

Ser

Val

Tyr

Ile

Val

50

Pro

Glu

Pro

Glu

Asp

Ile

35

Gly

Thr

Asn

Leu

Lys
115

Pro
20

Ile

Asp

Val
100

231

Ala

360

Pro

Leu

Ile

Ala

Lys

440

Tyr

Met

Leu

Ala

Pro

520

Ser

Asp

Ser

Asn

Homo sapiens

19

Arg Pro His

Thr Phe Lys

Cys Val Phe

Ile Ala Trp
55

Ser Arg Gly
70

Pro Tyr Leu
85

Leu Leu Glu

Pro Asp Arg

Tyr

Gly

Leu

40

Thr

Glu

Phe

Phe

Tyr
120

345

Ser

Leu

Ala

Leu

Lys

425

Phe

Gly

Arg

Phe

Phe

505

Pro

Tyr

Thr

Ala

Lys
585

Tyr

Pro

25

Leu

His

Phe

Tyr

Gln

105

Leu

Tyr

Phe

Phe

Glu

410

Cys

Ile

Thr

Asn

Leu

490

Phe

Leu

Leu

Leu

Glu

570

Thr

Gly

10

Ile

Leu

Gly

Cys

Phe

20

Cys

Thr

Tyr

Ser

Gly

395

Tyr

Leu

Lys

Asn

Ile

475

Leu

Phe

Asn

Ile

Phe

555

Arg

Asn

Lys

Tyr

Ala

Asp

Gly

75

Asn

Pro

Tyr

Trp

Ala

380

Ala

Leu

Met

Phe

Phe

460

Ile

Gly

Phe

Tyr

Ala

540

Leu

Pro

Lys

His

Asn

Ile

Pro

60

Gln

Ile

Thr

Leu

Ala

365

Phe

Leu

Asp

Thr

Leu

445

Cys

Arg

Lys

Thr

Tyr

525

His

Cys

Tyr

Lys

Gly

Arg

Val

45

Arg

Lys

Val

Pro

Asn
125

350

Leu

Gly

Ile

Gln

Cys

430

Asn

Thr

Val

Leu

Hisg

510

Trp

Gly

Phe

Phe

Ala
590

Thr

Gly

30

Gly

Lys

Gly

Lys

Gln

110

Ala

Arg

Arg

Leu

Arg

415

Leu

Arg

Ser

Ala

Leu

495

Arg

Val

Phe

Leu

Met

575

Ala

Pro

15

Cys

Tyr

Val

Thr

Cys

95

Ile

Arg

Lys

Ala

Ala

400

Leu

Lys

Asn

Ala

Val

480

Ile

Ile

Pro

Phe

Glu

560

Ser

Glu

Gln

Thr

Val

Ile

Lys

80

Ala

Cys

Ser
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90

Ser
Asn
145

Val

Asp

Lys

Phe
225

Arg

130

Asn

Leu

Ala

Gly

Lys

210

Glu

Asp

Lys

Ile

Tyr

His

195

Ala

Asp

Phe

Gly

Pro

Lys

180

Gly

Asn

Glu Tyr Tyr
135

Val Ala Glu
150

Ser Lys Pro
165

Gly Val Leu

Ser Arg Lys

Gly Val Leu
215

Thr Val Ser
230

«210> SEQ ID NO 20

«211> LENGTH:

«<212> TYPE: PRT
<213> ORGANISM: Homo sapiens

«400> SEQUENCE:

Trp Thr His Gly

1

Gly

Leu

Glu

Arg

65

Tyr

Glu

Pro

Leu

Glu

Phe

Phe

50

Tyr

Lys

Val

Leu

Phe

Tyr

35

Gln

Leu

Gln

Leu

Ala
115

Cys

20

Phe

Cys

Thr

Phe

Gln

100

Arg

129

20

Asp Pro Arg

Gly Gln Lys

Asn Ile Val

Pro Thr Pro
55

Tyr Leu Asn
70

Cys Val Pro
85

Asp Gly Asp

Arg Cys Phe

<210> SEQ ID NO 21

«<211> LENGTH:

«<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Trp Thr His Gly

1

Gly

Leu

Glu

Arg

65

Tyr

Glu

Phe

Phe

50

Tyr

Lys

Phe

Tyr

35

Gln

Leu

Gln

Cys

20

Phe

Cys

Thr

Phe

110

Lys

Val

Leu

Met

Asn

200

Glu

Lys

Gly

Lys

40

Gln

Ala

Gly

Cys

Pro
120

Homo sapiens

21

Asp Pro Arg

Gly Gln Lys

Asn Ile Val

Pro Thr Pro
55

Tyr Leu Asn
70

Cys Val Pro

Lys

Gly

Lys

40

Gln

Ala

Gly

Gln

Leu

Ala

Val

185

Ile

Ala

Val

Thr

25

Cys

Ile

Arg

Phe

Pro

105

Ala

Val

Thr

25

Cys

Ile

Arg

Phe

Phe

Gln

Arg

170

Gly

Thr

Arg

Ile

10

Lys

Ala

Cys

Ser

Lys

90

Ala

Ile

Ile

10

Lys

Ala

Cys

Ser

Lys

Cys

Asp

155

Arg

Asn

Asp

Gln

Tyr

Asn

Ser

Val

Ser

75

Asn

Val

His

Tyr

Asn

Ser

Val

Ser

75

Asn

Val

140

Gly

Cys

Glu

Leu

Leu
220

Pro

Glu

Pro

Glu

60

Arg

Asn

Leu

Ala

Pro

Glu

Pro

Glu

60

Arg

Asn

Pro

Asp

Phe

Thr

Val

205

Ala

Thr

Asn

Leu

45

Lys

Asp

Lys

Ile

Tyr
125

Thr

Asn

Leu

45

Lys

Asp

Lys

Gly

Cys

Pro

Thr

190

Glu

Met

Asp

Lys

30

Val

Cys

Phe

Gly

Pro

110

Lys

Asp

Lys

30

Val

Cys

Phe

Gly

Phe

Pro

Ala

175

Tyr

Gly

Arg

Ser

15

Pro

Leu

Pro

Glu

Val

95

Ser

Gly

Ser

15

Pro

Leu

Pro

Glu

Val

Lys

Ala

160

Glu

Ala

Ile

Arg

Tyr

Leu

Asp

Tyr

80

Ala

Lys

Val

Arg

Tyr

Leu

Asp

Tyr

80

2la



US 8,084,216 B2
91

-continued

85 90 95

Glu Val Leu Gln Asp Gly Asp Cys Pro Ala Val Leu Ile Pro
100 105 110

<210> SEQ ID NO 22

<211> LENGTH: 51

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 22

Glu Lys Cys Pro Asp Arg Tyr Leu Thr Tyr Leu Asn Ala Arg Ser Ser
1 5 10 15

Arg Asp Phe Glu Tyr Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn
20 25 30

Asn Lys Gly Val Ala Glu Val Leu Gln Asp Gly Asp Cys Pro Ala Val
35 40 45

Leu Ile Pro
50

«<210> SEQ ID NO 23

«211> LENGTH: 652

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 23

Trp Thr His Gly Asp Pro Arg Lys Val Ile Tyr Pro Thr Asp Ser Arg
1 5 10 15

Gly Glu Phe Cys Gly Gln Lys Gly Thr Lys Asn Glu Asn Lys Pro Tyr
20 25 30

Leu Phe Tyr Phe Asn Ile Val Lys Cys Ala Ser Pro Leu Val Leu Leu
35 40 45

Glu Phe Gln Cys Pro Thr Pro Gln Ile Cys Val Glu Lys Cys Pro Asp
50 55 60

Arg Tyr Leu Thr Tyr Leu Asn Ala Arg Ser Ser Arg Asp Phe Glu Tyr
65 70 75 80

Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn Asn Lys Gly Val 2Ala
85 90 95

Glu Val Leu Gln Asp Gly Asp Cys Pro Ala Val Leu Ile Pro Ser Lys
100 105 110

Pro Leu Ala Arg Arg Cys Phe Pro Ala Ile His Ala Tyr Lys Gly Val
115 120 125

Leu Met Val Gly Asn Glu Thr Thr Tyr Glu Asp Gly His Gly Ser Arg
130 135 140

Lys Asn Ile Thr Asp Leu Val Glu Gly Ala Lys Lys Ala Asn Gly Val
145 150 155 160

Leu Glu Ala Arg Gln Leu Ala Met Arg Ile Phe Glu Asp Tyr Thr Val
165 170 175

Ser Trp Tyr Trp Ile Ile Ile Gly Leu Val Ile Ala Met Ala Met Ser
180 185 190

Leu Leu Phe Ile Ile Leu Leu Arg Phe Leu Ala Gly Ile Met Val Trp
195 200 205

Val Met Ile Ile Met Val Ile Leu Val Leu Gly Tyr Gly Ile Phe His
210 215 220

Cys Tyr Met Glu Tyr Ser Arg Leu Arg Gly Glu Ala Gly Ser Asp Val
225 230 235 240

Ser Leu Val Asp Leu Gly Phe Gln Thr Asp Phe Arg Val Tyr Leu His
245 250 255
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US 8,084,216 B2

-continued

94

Leu

Val

Ala

Cys

305

Ile

Ala

Thr

Pro

His

385

Trp

Ala

Ala

Gly

Arg

465

Lys

Leu

Ala

Leu

Asp

545

Ile

Thr

Val

Cys

Asp

625

Leu

Arg

Ile

Ile

290

Ser

Ala

Val

Cys

Asn

370

Arg

Leu

Phe

Phe

Ser

450

Val

Phe

Glu

Ile

Leu

530

Phe

Leu

Ala

Gly

Val

610

Gly

Leu

Gln

Ile

275

Ala

Leu

Tyr

Tyr

Asn

355

Ala

Ala

Ala

Ala

Pro

435

Leu

Ile

Ala

Lys

Tyr

515

Met

Leu

Ala

Pro

Ser

595

Asp

Ser

Asn

Thr

260

Ile

Leu

Leu

Trp

Lys

340

Pro

Arg

Leu

Asn

Ser

420

Leu

Ala

Leu

Phe

500

Gly

Arg

Phe

Phe

Pro

580

Thr

Ala

Trp

Leu

Ile

Tyr

Ala

325

Ile

Glu

Cys

Leu

Phe

405

Tyr

Phe

Phe

Glu

Cys

485

Ile

Thr

Asn

Leu

Phe

565

Leu

Leu

Leu

Glu

Thr
645

<210> SEQ ID NO 24

«<211> LENGTH:

«212> TYPE: PRT

593

Leu

Leu

Lys

Pro

310

Ser

Phe

Thr

Gln

Gly

390

Val

Tyr

Ser

Gly

Tyr

470

Leu

Lys

Asn

Ile

Leu

550

Phe

Asn

Ile

Phe

Arg

630

Asn

Ala

Leu

Glu

295

Leu

Thr

Asp

Phe

Phe

375

Leu

Leu

Trp

Ala

Ala

455

Leu

Met

Phe

Phe

Ile

535

Gly

Phe

Tyr

Ala

Leu

615

Pro

Lys

Phe

Ile

280

Ala

Val

Ala

Asp

Pro

360

Ala

Gln

Ala

Ala

Phe

440

Leu

Asp

Thr

Leu

Cys

520

Arg

Lys

Thr

Tyr

His

600

Cys

Tyr

Lys

Met

265

Phe

Ser

Thr

Val

Ser

345

Ser

Phe

Ile

Leu

Leu

425

Gly

Ile

Gln

Cys

Asn

505

Thr

Val

Leu

His

Trp

585

Gly

Phe

Phe

Ala

Ile

Leu

Arg

Phe

Phe

330

Pro

Ser

Tyr

Phe

Gly

410

Arg

Arg

Leu

Arg

Leu

490

Arg

Ser

Ala

Leu

Arg

570

Val

Phe

Leu

Met

Ala
650

Ile

Arg

Ala

Phe

315

Leu

Cys

Asn

Gly

Asn

395

Gln

Lys

Ala

Ala

Leu

475

Lys

Asn

Ala

Val

Ile

555

Pro

Phe

Glu

Ser

635

Glu

Leu

Lys

Val

300

Leu

Ser

Pro

Glu

Gly

380

Ala

Val

Pro

Leu

Ile

460

Lys

Cys

Ala

Arg

Leu

540

Val

Arg

Ile

Ser

Asp

620

Ser

Ser

Ser

Arg

285

Gly

Leu

Thr

Phe

Ser

365

Glu

Phe

Thr

Asp

Arg

445

Val

Ala

Cys

Tyr

Asn

525

Asp

Gly

Ile

Leu

Val

605

Leu

Thr

Ile

270

Ile

Tyr

Cys

Ser

Thr

350

Arg

Ser

Met

Leu

Asp

430

Tyr

Gln

Ala

Phe

Ile

510

Ala

Lys

Ser

Val

Thr

590

Tyr

Glu

Leu

Leu

Leu

Val

Leu

Asn

335

Ala

Gln

Gly

Phe

Ala

415

Leu

His

Ile

Glu

Trp

495

Met

Phe

Val

Val

Gln

575

Val

Gly

Arg

Lys

Glu

Ile

Met

Cys

320

Glu

Lys

Cys

Tyr

Phe

400

Gly

Pro

Thr

Ile

Asn

480

Cys

Ile

Phe

Thr

Gly

560

Asp

Ile

Met

Asn

Lys
640
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-continued

96

<213> ORGANISM: Homo sapiens

<400> SEQUENCE:

Glu Lys Cys Pro

1

Arg

Leu

Ala

65

Gly

Lys

Glu

Ala

Gly

145

Tyr

Ala

Arg

Leu

Lys

225

Val

Leu

Ser

Pro

Glu

305

Gly

Ala

Val

Pro

Leu

385

Ile

Asp

Lys

Ile

50

Tyr

His

Ala

Asp

Met

130

Ile

Gly

Gly

Val

Ser

210

Arg

Gly

Leu

Thr

Phe

290

Ser

Glu

Phe

Thr

Asp

370

Arg

Val

Phe

Gly

35

Pro

Lys

Gly

Asn

Tyr

115

Ala

Met

Ile

Ser

Tyr

195

Ile

Ile

Tyr

Cys

Ser

275

Thr

Arg

Ser

Met

Leu

355

Asp

Tyr

Gln

Glu

20

Val

Ser

Gly

Ser

Gly

100

Thr

Met

Val

Phe

Asp

180

Leu

Leu

Leu

Val

Leu

260

Asn

Ala

Gln

Gly

Phe

340

Ala

Leu

His

Ile

24

Asp

Tyr

Ala

Lys

Val

Arg

85

Val

Val

Ser

Trp

His

165

Val

His

Glu

Ile

Met

245

Cys

Glu

Lys

Cys

Tyr

325

Phe

Gly

Pro

Thr

Ile

Arg

Tyr

Glu

Pro

Leu

70

Lys

Leu

Ser

Leu

Val

150

Cys

Ser

Leu

Val

Ala

230

Cys

Ile

Ala

Thr

Pro

310

His

Trp

Ala

Ala

Gly

390

Arg

Tyr

Lys

Val

Leu

55

Met

Asn

Glu

Trp

Leu

135

Met

Tyr

Leu

Arg

Ile

215

Ile

Ser

Ala

Val

Cys

295

Asn

Arg

Leu

Phe

Phe

375

Ser

Val

Leu

Gln

Leu

40

Ala

Val

Ile

Ala

Tyr

120

Phe

Ile

Met

Val

Gln

200

Ile

Ala

Leu

Tyr

Tyr

280

Asn

Ala

Ala

Ala

Ala

360

Pro

Leu

Ile

Thr

Phe

25

Gln

Arg

Gly

Thr

Arg

105

Trp

Ile

Ile

Glu

Asp

185

Thr

Ile

Leu

Leu

Trp

265

Lys

Pro

Arg

Leu

Asn

345

Ser

Leu

Ala

Leu

Tyr

10

Cys

Asp

Arg

Asn

Asp

90

Gln

Ile

Ile

Met

Tyr

170

Leu

Trp

Leu

Ile

Tyr

250

Ala

Ile

Glu

Cys

Leu

330

Phe

Tyr

Phe

Phe

Glu

Leu

Val

Gly

Cys

Glu

75

Leu

Leu

Ile

Leu

Val

155

Ser

Gly

Leu

Leu

Lys

235

Pro

Ser

Phe

Thr

Gln

315

Gly

Val

Tyr

Ser

Gly

395

Tyr

Asn

Pro

Asp

Phe

60

Thr

Val

Ala

Ile

Leu

140

Ile

Arg

Phe

Ala

Leu

220

Glu

Leu

Thr

Asp

Phe

300

Phe

Leu

Leu

Trp

Ala

380

Ala

Leu

Ala

Gly

Cys

45

Pro

Thr

Glu

Met

Gly

125

Arg

Leu

Leu

Gln

Phe

205

Ile

Ala

Val

Ala

Asp

285

Pro

Ala

Gln

Ala

Ala

365

Phe

Leu

Asp

Arg

Phe

30

Pro

Ala

Tyr

Gly

Arg

110

Leu

Phe

Val

Arg

Thr

190

Met

Phe

Ser

Thr

Val

270

Ser

Ser

Phe

Ile

Leu

350

Leu

Gly

Ile

Gln

Ser

15

Lys

Ala

Ile

Glu

Ala

95

Ile

Val

Leu

Leu

Gly

175

Asp

Leu

Arg

Phe

255

Phe

Pro

Ser

Tyr

Phe

335

Gly

Arg

Arg

Leu

Arg

Ser

Asn

Val

His

Asp

80

Lys

Phe

Ile

2la

Gly

160

Glu

Phe

Ile

Arg

Ala

240

Phe

Leu

Cys

Asn

Gly

320

Asn

Gln

Lys

Ala

Ala

400

Leu
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US 8,084,216 B2

-continued

98

Lys

Cys

Ala

Arg

465

Leu

Val

Arg

Ile

Ser

545

Asp

Ser

Ser

Ala

Cys

Tyr

450

Asn

Asp

Gly

Ile

Leu

530

Val

Leu

Thr

Ala

Phe

435

Ile

Ala

Lys

Ser

Val

515

Thr

Tyr

Glu

Leu

405

Glu Asn Lys
420

Trp Cys Leu

Met Ile Ala

Phe Phe Leu

470

Val Thr Asp
485

Val Gly Ile
500

Gln Asp Thr

Val Ile Val

Gly Met Cys

550

Arg Asn Asp
565

Lys Lys Leu
580

«<210> SEQ ID NO 25
«<211> LENGTH: 11
«<212> TYPE: PRT
<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 25

Phe

Glu

Ile

455

Leu

Phe

Leu

Ala

Gly

535

Val

Gly

Leu

Ala

Lys

440

Tyr

Met

Leu

Ala

Pro

520

Ser

Asp

Ser

Asn

Lys

425

Phe

Gly

Arg

Phe

Phe

505

Pro

Tyr

Thr

Ala

Lys
585

410

Cys

Ile

Thr

Asn

Leu

490

Phe

Leu

Leu

Leu

Glu

570

Thr

Leu

Lys

Asn

Ile

475

Leu

Phe

Asn

Ile

Phe

555

Arg

Asn

Arg Asp Gly Asp Cys Pro Ala Val Leu Ile Pro

1

5

<210> SEQ ID NO 26
<211> LENGTH: 11
<212> TYPE: PRT
<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 26

10

Gln Asp Gly Asp Cys Pro Ala Val Leu Ile Pro

1

<210>
<211>
<212>
<213>

<400>

5

SEQ ID NO 27
LENGTH: 177
TYPE: PRT

ORGANISM: Homo sapiens

SEQUENCE: 27

Trp Thr His Gly Asp Pro

1

Gly

Leu

Glu

Arg

Glu

Phe

Phe
50

Tyr

Phe
Tyr
35

Gln

Leu

5
Cys Gly Gln
20
Phe Asn Ile

Cys Pro Thr

Thr Tyr Leu

Arg

Lys

Val

Pro

55

Asn

Lys

Gly

Lys

40

Gln

Ala

Val

Thr

25

Cys

Ile

Arg

10

Ile

10

Lys

Ala

Cys

Ser

Tyr

Asn

Ser

Val

Ser

Met

Phe

Phe

460

Ile

Gly

Phe

Tyr

Ala

540

Leu

Pro

Lys

Pro

Glu

Pro

Glu
60

Arg

Thr

Leu

445

Cys

Arg

Lys

Thr

Tyr

525

His

Cys

Tyr

Lys

Thr

Asn

Leu

45

Lys

Asp

Cys

430

Asn

Thr

Val

Leu

Hisg

510

Trp

Gly

Phe

Phe

Ala
590

Asp

Lys

30

Val

Cys

Phe

415

Leu

Arg

Ser

Ala

Leu

495

Arg

Val

Phe

Leu

Met

575

Ala

Ser

15

Pro

Leu

Pro

Glu

Lys

Asn

Ala

Val

480

Ile

Ile

Pro

Phe

Glu

560

Ser

Glu

Arg

Tyr

Leu

Asp

Tyr
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-continued

100

65

Tyr Lys Gln Phe Cys
85

Glu Val Leu Arg Asp
100

Pro Leu Ala Arg Arg
115

Leu Met Val Gly Asn
130

Lys Asn Ile Thr Asp
145

Leu Glu Ala Arg Gln
165

Ser
<210> SEQ ID NO 28

«211> LENGTH: 51
«212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 28

70

Val

Gly

Cys

Glu

Leu

150

Leu

Pro

Asp

Phe

Thr

135

Val

Ala

Gly

Cys

Pro

120

Thr

Glu

Met

Trp Thr His Gly Asp Pro Arg Lys

1 5

Gly Glu Phe Cys Gly Gln Lys Gly

20

Leu Phe Tyr Phe Asn Ile Val Lys

35

Glu Phe Gln
50

«210> SEQ ID NO 29
«211> LENGTH: 49
«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 29

40

Gln Cys Pro Thr Pro Gln Ile Cys

1 5

Leu Thr Tyr Leu Asn Ala Arg Ser

20

Gln Phe Cys Val Pro Gly Phe Lys

35

Leu

«<210> SEQ ID NO 30

<211> LENGTH: 46
<212> TYPE: PRT

40

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 30

Asp Gly Asp Cys Pro Ala Val Leu

1 5

Arg Cys Phe Pro Ala Ile His Ala

20

Phe

Pro

105

Ala

Tyr

Gly

Arg

Val

Thr

Cys

Val
Ser
25

Asn

Ile

Lys

90

Ala

Ile

Glu

Ala

Ile
170

75

Asn

Val

His

Asp

Lys

155

Phe

80

Asn Lys Gly Val 2la
85

Leu Ile Pro Ser Lys
110

Ala Tyr Lys Gly Val
125

Gly His Gly Ser Arg
140

Lys Ala Asn Gly Val
160

Glu Asp Tyr Thr Val
175

Ile Tyr Pro Thr Asp Ser Arg

10

15

Lys Asn Glu Asn Lys Pro Tyr

30

Ala Ser Pro Leu Val Leu Leu

45

Glu Lys Cys Pro Asp Arg Tyr

10

15

Arg Asp Phe Glu Tyr Tyr Lys

30

Asn Lys Gly Val Ala Glu Val

45

Pro Ser Lys Pro Leu Ala Arg

10

15

Tyr Lys Gly Val Leu Met Val Gly

25

30

Asn Glu Thr Thr Tyr Glu Asp Gly His Gly Ser Arg Lys Asn

35

«210> SEQ ID NO 31

40

45



US 8,084,216 B2
101 102

-continued

<211> LENGTH: 42
<212> TYPE: PRT
<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 31

Thr Tyr Glu Asp Gly His Gly Ser Arg Lys Asn Ile Thr Asp Leu Val
1 5 10 15

Glu Gly Ala Lys Lys Ala Asn Gly Val Leu Glu Ala Arg Gln Leu 2Ala
20 25 30

Met Arg Ile Phe Glu Asp Tyr Thr Val Ser
35 40

<210> SEQ ID NO 32

<211> LENGTH: 10

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 32

Ala Glu Val Leu Arg Asp Gly Asp Cys Pro
1 5 10

«<210> SEQ ID NO 33

«<211> LENGTH: 24

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 33

Lys Asn Asn Lys Gly Val Ala Glu Val Leu Arg Asp Gly Asp Cys Pro
1 5 10 15

Ala Val Leu Ile Pro Ser Lys Pro
20

«<210> SEQ ID NO 34

<211> LENGTH: 41

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 34

Tyr Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn Asn Lys Gly Val
1 5 10 15

Ala Glu Val Leu Arg Asp Gly Asp Cys Pro Ala Val Leu Ile Pro Ser
20 25 30

Lys Pro Leu Ala Arg Arg Cys Phe Pro
35 40

<210> SEQ ID NO 35

<211> LENGTH: 60

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 35

Leu Asn Ala Arg Ser Ser Arg Asp Phe Glu Tyr Tyr Lys Gln Phe Cys
1 5 10 15

Val Pro Gly Phe Lys Asn Asn Lys Gly Val Ala Glu Val Leu Arg Asp
20 25 30

Gly Asp Cys Pro Ala Val Leu Ile Pro Ser Lys Pro Leu Ala Arg Arg
35 40 45

Cys Phe Pro Ala Ile His Ala Tyr Lys Gly Val Leu
50 55 60

<210> SEQ ID NO 36
«211> LENGTH: 81
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US 8,084,216 B2

-continued

104

<212> TYPE: PRT
<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 36

Glu Lys Cys Pro Asp Arg Tyr Leu
1 5

Arg Asp Phe Glu Tyr Tyr Lys Gln
20

Asn Lys Gly Val Ala Glu Val Leu
35 40

Leu Ile Pro Ser Lys Pro Leu Ala
50 55

Ala Tyr Lys Gly Val Leu Met Val
65 70

Gly

«<210> SEQ ID NO 37

«<211> LENGTH: 96

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 37

Gln Cys Pro Thr Pro Gln Ile Cys
1 5

Leu Thr Tyr Leu Asn Ala Arg Ser
Gln Phe Cys Val Pro Gly Phe Lys
35 40

Leu Arg Asp Gly Asp Cys Pro Ala
50 55

Ala Arg Arg Cys Phe Pro Ala Ile
65 70

Val Gly Asn Glu Thr Thr Tyr Glu
85

<210> SEQ ID NO 38

<211> LENGTH: 121

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 38

Lys Cys Ala Ser Pro Leu Val Leu
1 5

Gln Ile Cys Val Glu Lys Cys Pro
20

Ala Arg Ser Ser Arg Asp Phe Glu
35 40

Gly Phe Lys Asn Asn Lys Gly Val
50 55

Cys Pro Ala Val Leu Ile Pro Ser
65 70

Pro Ala Ile His Ala Tyr Lys Gly
85

Thr Tyr Glu Asp Gly His Gly Ser
100

Glu Gly Ala Lys Lys Ala Asn Gly
115 120

Thr

Phe

25

Arg

Arg

Gly

Val

Ser

25

Asn

Val

His

Asp

Leu

Asp

25

Tyr

Ala

Lys

Val

Arg

105

Val

Tyr

10

Cys

Asp

Arg

Asn

Glu

10

Arg

Asn

Leu

Ala

Gly
90

Glu

10

Arg

Tyr

Glu

Pro

Leu

20

Lys

Leu

Val

Gly

Cys

Glu
75

Lys

Asp

Lys

Ile

Tyr

75

His

Phe

Tyr

Lys

Val

Leu

75

Met

Asn

Asn

Pro

Asp

Phe

60

Thr

Cys

Phe

Gly

Pro

60

Lys

Gly

Gln

Leu

Gln

Leu

60

Ala

Val

Ile

Ala

Gly

Cys

45

Pro

Thr

Pro

Glu

Val

45

Ser

Gly

Ser

Cys

Thr

Phe

45

Arg

Arg

Gly

Thr

Arg

Phe

30

Pro

Ala

Tyr

Asp

Tyr

30

Ala

Lys

Val

Arg

Pro

Tyr

30

Cys

Asp

Arg

Asn

Asp
110

Ser

15

Lys

Ala

Ile

Glu

Arg

15

Tyr

Glu

Pro

Leu

Lys
95

Thr

15

Leu

Val

Gly

Cys

Glu

95

Leu

Ser

Asn

Val

His

Asp
80

Tyr

Lys

Val

Leu

Met

80

Asn

Pro

Asn

Pro

Asp

Phe

80

Thr

Val
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<210> SEQ ID NO 39

<211> LENGTH: 137

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 39

Lys Pro Tyr Leu Phe Tyr Phe
1 5

Val Leu Leu Glu Phe Gln Cys
20

Cys Pro Asp Arg Tyr Leu Thr
35

Phe Glu Tyr Tyr Lys Gln Phe
50 55

Gly Val Ala Glu Val Leu Arg
65 70

Pro Ser Lys Pro Leu Ala Arg
85

Lys Gly Val Leu Met Val Gly
100

Gly Ser Arg Lys Asn Ile Thr
115

Asn Gly Val Leu Glu Ala Arg
130 135

«<210> SEQ ID NO 40

«<211> LENGTH: 121

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 40

Ile Val Gly Tyr Val Ala Val
1 5

Pro Arg Lys Val Ile Tyr Pro
20

Gln Lys Gly Thr Lys Asn Glu
35

Ile Val Lys Cys Ala Ser Pro
50 55

Thr Pro Gln Ile Cys Val Glu
65 70

Asn

Pro

Tyr

40

Cys

Asp

Arg

Asn

Asp

120

Gln

Gly

Thr

Asn

40

Leu

Lys

Leu Asn Ala Arg Ser Ser Arg Asp

85

Val Pro Gly Phe Lys Asn Asn
100

Gly Asp Cys Pro Ala Val Leu
115

<210> SEQ ID NO 41

<211> LENGTH: 90

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 41

1

Lys

Ile
120

Ile

Thr

25

Leu

Val

Gly

Cys

Glu

105

Leu

Leu

Ile

Asp

25

Lys

Val

Cys

Phe

Gly

105

Pro

Val

10

Pro

Asn

Pro

Asp

Phe

90

Thr

Val

Ile

10

Ser

Pro

Leu

Pro

Glu

90

Val

10

Lys

Gln

Ala

Gly

Cys

75

Pro

Thr

Glu

Ala

Arg

Tyr

Leu

Asp

75

Tyr

Ala

Cys

Ile

Arg

Phe

60

Pro

Ala

Tyr

Gly

Trp

Leu

Glu

60

Arg

Tyr

Glu

Ala

Cys

Ser

45

Lys

Ala

Ile

Glu

Ala
125

Thr

Glu

Phe

45

Phe

Tyr

Lys

Val

Ser

Val

30

Ser

Asn

Val

Hisg

Asp

110

Lys

Hisg

Phe

30

Tyr

Gln

Leu

Gln

Leu
110

Pro

15

Glu

Arg

Asn

Leu

Ala

95

Gly

Lys

Gly

15

Cys

Phe

Cys

Thr

Phe

95

Arg

15

Leu

Lys

Asp

Lys

Ile

80

Tyr

His

2la

Asp

Gly

Asn

Pro

Tyr

80

Cys

Asp

Gly Gln Lys Gly Thr Lys Asn Glu Asn Lys Pro Tyr Leu Phe Tyr Phe
5

Asn Ile Val Lys Cys Ala Ser Pro Leu Val Leu Leu Glu Phe Gln Cys

20

25

30
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Pro Thr Pro Gln Ile Cys Val Glu Lys Cys Pro Asp Arg Tyr Leu Thr
35 40 45

Tyr Leu Asn Ala Arg Ser Ser Arg Asp Phe Glu Tyr Tyr Lys Gln Phe
50 55 60

Cys Val Pro Gly Phe Lys Asn Asn Lys Gly Val Ala Glu Val Leu Arg
65 70 75 80

Asp Gly Asp Cys Pro Ala Val Leu Ile Pro
85 90

<210> SEQ ID NO 42

«211> LENGTH: 71

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 42

Lys Cys Ala Ser Pro Leu Val Leu Leu Glu Phe Gln Cys Pro Thr Pro
1 5 10 15

Gln Ile Cys Val Glu Lys Cys Pro Asp Arg Tyr Leu Thr Tyr Leu Asn
20 25 30

Ala Arg Ser Ser Arg Asp Phe Glu Tyr Tyr Lys Gln Phe Cys Val Pro
35 40 45

Gly Phe Lys Asn Asn Lys Gly Val Ala Glu Val Leu Arg Asp Gly Asp
50 55 60

Cys Pro Ala Val Leu Ile Pro
65 70

«<210> SEQ ID NO 43

«<211> LENGTH: 31

«<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 43

Tyr Tyr Lys Gln Phe Cys Val Pro Gly Phe Lys Asn Asn Lys Gly Val
1 5 10 15

Ala Glu Val Leu Arg Asp Gly Asp Cys Pro Ala Val Leu Ile Pro
20 25 30

<210> SEQ ID NO 44

<211> LENGTH: 42

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 44

Gly Phe Lys Asn Asn Lys Gly Val Ala Glu Val Leu Arg Asp Gly Asp
1 5 10 15

Cys Pro Ala Val Leu Ile Pro Ser Lys Pro Leu Ala Arg Arg Cys Phe
20 25 30

Pro Ala Ile His Ala Tyr Lys Gly Val Leu
35 40

<210> SEQ ID NO 45

<211> LENGTH: 59

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 45

Gly Phe Lys Asn Asn Lys Gly Val Ala Glu Val Leu Arg Asp Gly Asp
1 5 10 15

Cys Pro Ala Val Leu Ile Pro Ser Lys Pro Leu Ala Arg Arg Cys Phe
20 25 30
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Pro Ala Ile His Ala Tyr Lys Gly Val Leu Met Val Gly Asn Glu Thr

35

40

Thr Tyr Glu Asp Gly His Gly Ser Arg Lys Asn

50

<210>
<211>
<212>

SEQ ID NO 46
LENGTH: 81
TYPE: PRT

55

<213> ORGANISM: Homo sapiens

<400>

Gly Ph
1

Cys Pr

Pro Al

Thr Ty

50

Glu Gl
65

Met

«<210>
«211>
«212>
«213>

«<400>

Gly Ph
1

Cys Pr

Pro Al

Thr Ty

50

Glu Gl
65

Met Ar

<210>
<211>
<212>

SEQUENCE: 46

e Lys Asn Asn
5

o Ala Val Leu
20

a Ile His Ala
35

r Glu Asp Gly

v Ala Lys Lys

SEQ ID NO 47
LENGTH: 90
TYPE: PRT

Lys

Ile

Tyr

His

Ala
70

Gly

Pro

Lys

Gly

55

Asn

ORGANISM: Homo sapiens

SEQUENCE: 47

e Lys Asn Asn

o Ala Val Leu
20

a Ile His Ala
35

r Glu Asp Gly

vy Ala Lys Lys

g Ile Phe Glu
85

SEQ ID NO 48
LENGTH: 33
TYPE: PRT

Lys

Ile

Tyr

His

Ala

70

Asp

Gly

Pro

Lys

Gly

55

Asn

Tyr

<213> ORGANISM: Homo sapiens

<400>

SEQUENCE: 48

Val

Ser

Gly

40

Ser

Gly

Val

Ser

Gly

40

Ser

Gly

Thr

Ala

Lys

25

Val

Arg

Val

Ala

Lys

25

Val

Arg

Val

Val

Glu

10

Pro

Leu

Lys

Leu

Glu

10

Pro

Leu

Lys

Leu

Ser
90

Val

Leu

Met

Asn

Glu
75

Val

Leu

Met

Asn

Glu
75

Leu

Ala

Val

Ile

60

Ala

Leu

Ala

Val

Ile

60

Ala

45

Arg

Arg

Gly

45

Thr

Arg

Arg

Arg

Gly

45

Thr

Arg

Asp

Arg

30

Asn

Asp

Gln

Asp

Arg

30

Asn

Asp

Gln

Gly

15

Cys

Glu

Leu

Leu

Gly

15

Cys

Glu

Leu

Leu

Asp

Phe

Thr

Val

Ala
80

Asp

Phe

Thr

Val

Ala
80

Asn Asn Lys Gly Val Ala Glu Val Leu Arg Asp Gly Asp Cys Pro Ala

1

5

10

15

Val Leu Ile Pro Ser Lys Pro Leu Ala Arg Arg Cys Phe Pro Ala Ile

<210>
<211>
<212>
<213>
«220>

20

SEQ ID NO 49
LENGTH: 18
TYPE: DNA

ORGANISM: Homo sapiens

FEATURE:

25

30
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<221> NAME/KEY: misc_feature
<223> OTHER INFORMATION: HNA-3a

<400> SEQUENCE: 49

agtggctgag gtgetteg

<210>
<211>
<212>
<213>
<220>
<221>
<223>

SEQ ID NO 50

LENGTH: 19

TYPE: DNA

ORGANISM: Homo sapiens
FEATURE:

NAME/KEY: misc_feature
OTHER INFORMATION: HNA-3b
<400>

SEQUENCE: 50

gagtggctga ggtgettea

«<210> SEQ ID NO 51

«211> LENGTH: 21

«<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 51

gtgcegeocaat atcctcactt g

<210> SEQ ID NO 52

«<211> LENGTH: 25

«<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

«<400> SEQUENCE: 52

cagtgocctte ccaaccatte cctta
«<210> SEQ ID NO 53

<211> LENGTH: 28

«<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 53

atccactcac ggatttetgt tgtgttte

18

19

21

25

28

What is claimed is:

1. A method of determining whether a donor tissue
intended for transplant or transfusion will induce transfusion
related acute lung injury (TRALI) or graft versus host disease
(GVHD) in a human recipient wherein the human recipient
expresses the HNA-3a antigen comprising the amino acid
sequence of SEQ ID: 1 or antigenic fragment thereof, the
method comprising

a) obtaining a sample from the donor of the tissue intended
for transplant or transfusion in the human subject,
wherein the sample is blood, blood derivative, plasma or
serum,

b) contacting the sample with a polypeptide comprising the
amino acid sequence of SEQ ID NO: 1 or an antigenic
fragment thereof to form a complex with HNA-3a spe-
cific antibodies in the sample, and

¢) detecting the complex, wherein the presence of the com-
plex indicates that the donor tissue is likely to induce
TRALI or GVHD in a human recipient that expresses the
HNA-3a antigen.

2. The method of claim 1 wherein the antigenic fragment

comprises an amino acid sequence selected from the group
consisting of SEQ ID NO: 13, SEQ 1D NO: 14, SEQ ID NO:

45

50

55

60

65

15, SEQID NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ
IDNO: 25, SEQID NO: 27, SEQID NO:32, SEQ IDNO: 34,
SEQ ID NO: 35, SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID
NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41
and SEQ ID NO: 42.

3. The method of claim 1 further comprising one or more of

the steps of

d) contacting the sample with Fe-y receptor I1Ib polypep-
tide comprising the amino acid sequence of SEQ ID: 6 or
an antigenic fragment thereof to form a complex with
HNA-1 specific antibodies in the sample,

e) contacting the sample with CD177 polypeptide compris-
ing the amino acid sequence of SEQ ID: 8 or an antigenic
fragment thereof to form a complex with HNA-2 spe-
cific antibodies in the sample,

f) contacting the sample with CD11b polypeptide compris-
ing the amino acid sequence of SEQ ID:10 or an anti-
genic fragment thereof to form a complex with HNA-4
specific antibodies in the sample,

2) contacting the sample with CD1 1a polypeptide compris-
ing the amino acid sequence of SEQ ID: 12 or an anti-
genic fragment thereof to form a complex with HNA-5
specific antibodies in the sample, or
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h) contacting the sample with an HLA antigen to form a
complex with HLA specific antibodies in the sample,
and

1) detecting the complex, wherein the presence of any of the
complexes indicates that the sample is likely to induce
TRALI or GVHD in a human recipient.

4. A method of determining the susceptibility of a human
transplant or transfusion recipient for rejecting transplanted
or transfused tissue, wherein the donor tissue contains HNA-
3a polypeptide comprising the amino acid sequence of SEQ
ID:1 or an antigenic fragment thereof, comprising

a) obtaining a biological sample from the human transplant
or transfusion recipient prior to transplantation or trans-
fusion, wherein the sample is blood, blood derivative,
plasma or serum,

b) contacting the biological sample with polypeptide com-
prising the amino acid sequence of SEQ ID NO: 1 or an
antigenic fragment thereof to form a complex with
HNA-3a specific antibodies in the biological sample,
and

¢) detecting the complex, wherein the presence of the com-
plex in the biological sample indicates that the human
transplant or transfusion recipient is susceptible for
rejecting the transplanted or transfused tissue.

5. The method of claim 4 wherein the antigenic fragment
comprises an amino acid sequence selected from the group
consisting of SEQ ID NO: 13, SEQ ID NO: 14, SEQ ID NO:
15, SEQ ID NO: 16, SEQ ID NO: 17, SEQ ID NO: 18, SEQ
IDNO: 25,SEQIDNO: 27, SEQIDNO:32, SEQ IDNO: 34,
SEQ ID NO: 35, SEQ ID NO: 36, SEQ ID NO: 37, SEQ ID
NO: 38, SEQ ID NO: 39, SEQ ID NO: 40, SEQ ID NO: 41
and SEQ ID NO: 42.

6. The method of claim 1, wherein the antibody comprises
a label selected from the group consisting of a radioactive
label, fluorescent label, enzymatic label, avidin label or biotin
label.

7. The method of claim 1, wherein the complex is detected
with a secondary antibody.

8. The method of claim 7, wherein the secondary antibody
comprises a label selected from the group consisting of a
radioactive label, fluorescent label, enzymatic label, avidin
label or biotin label.

9. The method of claim 4, wherein the antibody comprises
a label selected from the group consisting of a radioactive
label, fluorescent label, enzymatic label, avidin label or biotin
label.

10. The method of claim 4, wherein the complex is detected
with a secondary antibody.

11. The method of claim 10, wherein the secondary anti-
body comprises a label selected from the group consisting of
aradioactive label, fluorescent label, enzymatic label, avidin
label or biotin label.

12. The method of claim 2 further comprising one or more
of the steps of

d) contacting the sample with Fc-y receptor IIIb polypep-
tide comprising the amino acid sequence of SEQ 1D
NO:6 or an antigenic fragment thereof to form a com-
plex with HNA-1 specific antibodies in the sample,

e) contacting the sample with CD 177 polypeptide com-
prising the amino acid sequence of SEQ ID NO:8 or an
antigenic fragment thereof to form a complex with
HNA-2 specific antibodies in the sample;

1) contacting the sample with CD11b polypeptide compris-
ing the amino acid sequence of SEQ ID NO:10 or an
antigenic fragment thereof to form a complex with
HNA-4 specific antibodies in the sample;

[
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g) contacting the sample with CD1 1a polypeptide compris-
ing the amino acid sequence of SEQ ID NO:12 or an
antigenic fragment thereof to form a complex with
HNA-5 specific antibodies in the sample, or

h) contacting the sample with an HLA antigen to form a
complex with HLA specific antibodies in the sample,
and

1) detecting the complex, wherein the presence of any of the
complexes indicates that the sample is likely to induce
TRALI or GVHD in a human recipient.

13. The method of claim 4 further comprising one or more

of the steps of

d) contacting the sample with Fc-y receptor ITIb polypep-
tide comprising the amino acid sequence of SEQ 1D
NO:6 or an antigenic fragment thereof to form a com-
plex with HNA-1 specific antibodies in the sample,

e) contacting the sample with CD 177 polypeptide com-
prising the amino acid sequence of SEQ ID NO:8 or an
antigenic fragment thereof to form a complex with
HNA-2 specific antibodies in the sample;

f) contacting the sample with CD11b polypeptide compris-
ing the amino acid sequence of SEQ ID NO:10 or an
antigenic fragment thereof to form a complex with
HNA-4 specific antibodies in the sample;

g) contacting the sample with CD1 1a polypeptide compris-
ing the amino acid sequence of SEQ ID NO:12 or an
antigenic fragment thereof to form a complex with
HNA-5 specific antibodies in the sample, or

h) contacting the sample with an HLA antigen to form a
complex with HLA specific antibodies in the sample,
and

1) detecting the complex, wherein the presence of any of the
complexes in the biological sample indicates that that
the human transplant or transfusion recipient is suscep-
tible for developing rejecting the transplanted or trans-
fused tissue, wherein the donor tissue contains any of
HNA-1, HNA-2, HNA-3a, HNA4, HNA-5 and HLA.

14. The method of claim 5 further comprising one or more

of the steps of

d) contacting the sample with Fc-y receptor I1Ib polypep-
tide comprising the amino acid sequence of SEQ 1D
NO:6 or an antigenic fragment thereof to form a com-
plex with HNA-1 specific antibodies in the sample,

e) contacting the sample with CD 177 polypeptide com-
prising the amino acid sequence of SEQ ID NO:8 or an
antigenic fragment thereof to form a complex with
HNA-2 specific antibodies in the sample;

f) contacting the sample with CD11b polypeptide compris-
ing the amino acid sequence of SEQ ID NO:10 or an
antigenic fragment thereof to form a complex with
HNA-4 specific antibodies in the sample;

2) contacting the sample with CD1 la polypeptide compris-
ing the amino acid sequence of SEQ ID NO:12 or an
antigenic fragment thereof to form a complex with
HNA-5 specific antibodies in the sample, or

h) contacting the sample with an HLA antigen to form a
complex with HLA specific antibodies in the sample,
and

1) detecting the complex, wherein the presence of any of the
complexes in the biological sample indicates that that
the human transplant or transfusion recipient is suscep-
tible for developing rejecting the transplanted or trans-
fused tissue, wherein the donor tissue contains any of
HNA-1, HNA-2, HNA-3a, HNA4, HNA-5 and HLA.

I S S T
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