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0.5 pg/mL 1:10,000 1:25.000
0.5 pg/mL 1:5,000 1:50.000
0.5 ug/mL 1:10,000 1:50,000
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#3

VAR SHrn | ka(1/Ms) | kd(1/s) Rmax | KD(M) BE A 5

(nM)
VP24-5- | VP-24 | 1.39x10° | 8.77x10* | 6.84 | 6.31x10° | 100 0.0481
VHH
STAT3 VP-24 | NA NA NA NA 100 NA
VHH14
oooo0ooOoo
ggogoo0ogogooogogooogogggooUoygggUoooyggpo ooy ooy oboggao
Ooo0o0Oooogooao
oooao

#z4

VH VR S | ka(l/Ms) | kd(1/s) Rmax | KD(M) V-3:3 HA T

(nM)
VP24-5- | VvP-24 | 1.61x10° | 4.73x107 | 222 2.94x10® | 0-200 | 0.187
VHH
STAT3 VP-24 | NA NA NA NA 0-200 | NA
VHH14
(550RU)
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Box No. 11 Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

1. I:] Claims MNos.: -

because they relate to subject matter not required to be searched by this Authority, namely:

2. D Claims Nos.:

because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful international search can be carried out, specifically:

3. D Claims Nos.:

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No.IHl  Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this intermational application, as follows:
***_Please Sea Supplemental Page-***-

1. BA"‘ As all required additional search fees were timely paid by the applicant, this international search report covers all searchdle
claims.

2. I:l As all searchable claims could be searched without effort justifying additional fecs, this Authority did not invite payment of
additional fees.

3 D As only some of the required additional search fees were timely paid by the applicant, this international search report coves
anly those claims for which fees were paid, specifically claims Nos.:

4. D No required additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

Remark on Protest D The additional search fees were accompanied by the applicant’s protest and, where applicable, the
payment of a protest fee.

D The additional search fees were accampanied by the applicant’s protest but the applicable protest
fee was not paid within the time limit specified in the invitation.

D No protest accompanied the payment of additional search fees.
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~+**-Continued from Box No. IlI: Obgervations where unity of invention is lacking-""-

This application contains the following inventions or groups of inventions which are not so linked as to form a single general inventive
concept under PCT Rule 13.1. In order for all inventions to be examined, the appropriate addiional examination fess must be paid.

Greup §, Claims 1-12 are directed toward an anti-HIV-1 reverse transcriptase sdAb comprising SEQ ID NO: 27; a method of treating a
disease, praventing development of a diseass, or pravanting recurrance of a disaase in a subjact using said sdAb; an isolated
polypeptide comprising SEQ ID NO:27; an antibody directed toward said polypeptide; and a method of measuring the levels of an
anti-HIV -1 raverse transcriptase sdAb in a sampls from a subject.

Group I, Claims 13-24 are directed toward an anti-Ebola VP24 sdAb comprising SEQ ID NO: 55; a mathad of treating a disease,
praventing dovelopment of a disease, or preventing recurrence of a disease in a subject using said sJAD; an Isclated polypaptide
comprising SEQ 1D NO:55; an antibody directed toward said polypeptide; and a method of measuring the levels of an antl-Ebola VP24
sdAb in a sample from a subject.

Groups [+, Claims 25-35; and SEQ ID NC: 49 (antl-ALOX12 sdAb) are directed teward an anti-ALOX 12 sdAb comprising SEQ 1D NO:
49; a methad of trealing a diseass, preventing development of a disease, or praventing recurrence of a disease In a sublect using said

sdAb; an isolated polypeptide comprising in SEQ ID NO:49; an antibody directed toward said polypeptide; and a method of measuring

the levels of an ant-ALOX12 sdAD in & sample from a subject.

The anti-ALOX12 sdAb ¢an be searched to the extent that they comprise an amino acid sequence encompassing SEQ ID NO; 49 (first
exemplary anti-ALOX12 sdAb sequenca). Applicant is invitad to alect additional anti-AL{OX12 sdAb sequance(s), with spacified SEQ ID
NO: for each sdAb, to be searched. Additional sdAb sequence(s) can be searched upon the payment of additional faes. It is balieved
that claims 28, 28 (in-part), 27 (in-part), 28 (in-part), 29 (in-part), 30 (in-part), 31 (in-part), 32 (in-part}, 33 {in-part), 34 (in-part), and 35
{in-part), encompass this first named invention of Groups |lI+, and thus these caims can be ssarched, with payment of a fee for the
search of Groups Ill+, to the axtent that they encompass SEQ 1D NO: 49 {anti-ALOX12 sdAb sequence). Applicants must spsclfy the
claims that encompass any additionally slocted sdAb sequence(s). Applicants must further indicate, if applicabla, the daims which
encompass the first named invention, if different than what was indicated above for this group. Failure to clearly idantify how any paid
additional invention fees are io be applied to the "+ group(s} can result in only the first claimed invention of groups I+ to be
searchedfexamined. An exemplary alection would be an antl-ALOX12 sdAb comprising SEQ 1D NO: 50 (first axemplary elacted
anti-ALOX12 sdAb sequencs).

Tha Inventions listed as Groups |, Il, and lll+ do not relate to a single general inventive concept under PCT Rule 13.1 because, under
PCT Rule 13.2, they lack the same or corresponding special technical features for the following reasons: the special technical teaturas of
Groups | in¢lude an anti-HIV-1 reverse transcriptase sdAb, which is not present in Groups |1 or |Il+; the spedial technical features of
Group I} includes an anti-Ebcla VP24 sdAb, which is not present in any of Groups | or Iil+; the special technical features of Group i+
includes an anti-ALCX 12 sdAb, which is not present in any of Groups 1 or Il

Groups Hil+ share the technigal featyres including: a single domain antibody (sdAb); a method of treating a disease, preventing
development of a disease, or preventing recurrence of a disease in a subject using said sdAb, the method comprising administering an
effestive amount of the $dAb o a subject in need theresk: an isolated polypeptide; an antibody directed toward the polypeptide; a method
of measuring tha levals a sdAb in a sample from a sublect, the method comprising the steps of: a) generating a mause monoclonal
antibedy directed against one or more domains of a polypaptide; b) obtaining a sample from the subject; c) parforming a quantitative
immuncassay with the mouse monoclonal antibody and the sample ta determine the amount of sdAb in a subject; and d} quantifying the
amount of sdAk in the subject.

No technical features are shared between the sbAb saquences of Groups |, Il and |1+ and, accordingly, these groups lack unity a priori.
Hewaver, these shared tachnical features are previously disclosed by WO 2012/007880 A2 (ABLYNX NV} (hereinafter ‘Ablynx’).

Ablynx disclosas a singla domain antibody (sdAb) (absiract); a method of traating 2 disease In a subject using said sdAb (a method of
treating a disease in a subject using said sdAb; abstract; page 1 third paragraph}, the mathod comprising administaring an effective
amount of the sdAb to a sublect In naed thereof (the method comprising administering an effective amount of the sdAb to a subject In
nead thereof; page 1, third paragraph; page 43, second paragraph); an isolated polypeptide (page 3, third paragraph); an antibody
directed toward the polypeptide (an ELISA to detect SDAB-01 polypeplide; page 3, third paragraph; page 59, sixth paragraph); a method
of measuring the levels a sdAb in a sample from a subject (ELISA (a method of measuring the levels a sdAb in a sampla from a subject;
page 13, sixth paragraph), the method comprising the staps of: a) generating a mouse monoclonal antibody directed against one or
more domeins of a polypeptide {a) generating a mouse monocional antibody directed against one or more domains of a polypeplide;
page 30, sixth paragraph — page 37, first paragraph); b) obtaining a sample from thae subject {b) obtaining a sample from the subject;
page 34, third paragraph; page 59, sixth paragraph); ¢} performing a quantitative immunoassay and the sample to determine the amount
of sdAb in a subject (¢} performing a guantitative Immuncassay and the sample to determine the amount of sdAb In a subject; page 59,
sixth paragraph); and d) quantifying the amount of sdAb In the subject (d} quantifying the amount of SdAD in tha subject; page 589, slxth
peragraph).

Ablynx doas not disclose performing a quantitative Immunoassay with the mouse monoclanal antibody.

However, one of ordinary skill in the art would have readily appraciated that an ELISA immunoassay raquires manoclonal antibody
reagents for accurate and repicatable detection of target analytes. Further, the generation of monoclanat antibody reagents in
non-human animals, such as mice, for use in immunoassays such as ELISA was commonly practiced in the art at the time of the
invention, Thus, generating mouse monoclonal antibodies for use in the immuncassay of Ablynx would have been cbvious to one of
ordinary skill in the art.

Since none of the spacial technical features of the Groups 1, Il and lli+ Inventions is found in mere than one of the inventions, and since
all of the shared technical features are previously disclosed by the Ablynx refarence, unity of invention is lacking.
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