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<<README.bls.txt>>

Vv

> blastall arguments:

-p Program Name [String]
-d Database [String]
default = nr
-1 Query File [File In]
default = stdin
-e Expectation value (E) [Real] 20
default = 10.0
-m alignment view options:
0 = pairwise,
1 = query-anchored showing identities,
2 = query-anchored no identities,
3 = flat query-anchored, show identities,
4 = flat query-anchored, no identities,
5 = query-anchored no identities and blunt ends,
6 = flat query-anchored, no identities and blunt ends,
7 = XML Blast output, 30
8 = tabular,
9 tabular with comment lines [Integer]
default = 0
-0 BLAST report Output File [File Out] Optional
default = stdout
-F Filter query sequence (DUST with blastn, SEG with others) [String]
default = T
-G Cost to open a gap (zero invokes default behavior) [Integer]
default = 0
-E Cost to extend a gap (zero invokes default behavior) [Integer] 40
default = 0
-X X dropoff value for gapped alignment (in bits) (zero invokes default
behavior) [Integer]

default = 0
-1 Show GI"s in deflines [T/F]
default = F

-q Penalty for a nucleotide mismatch (blastn only) [Integer]
default = -3
-r Reward for a nucleotide match (blastn only) [Integer]
default = 1 50

V V. V V V VvV VvV V V V V V VWV V V V V V V V VWV V V V VWV VW V V VWV V V V V V V V V
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-v Number of database sequences to show one-line descriptions for (V)
[Integer]
default = 500
-b  Number of database sequence to show alignments for (B) [Integer]
default = 250
-f Threshold for extending hits, default if zero [Integer]

default = 0
-g Perform gapped alignment (not available with tblastx) [T/F]
default = T
-Q Query Genetic code to use [Integer]
default = 1
-D DB Genetic code (for tblast[nx] only) [Integer]
default = 1
-a Number of processors to use [Integer]
default = 1

-0 SeqAlign file [File Out] Optional
-J Believe the query defline [T/F]
default = F
-M  Matrix [String]
default = BLOSUM62
-W Word size, default if zero [Integer]

default = 0
-z Effective length of the database (use zero for the real size)
[String]
default = 0

-K  Number of best hits from a region to keep (off by default, if used a
value of 100 is recommended) [Integer]

default = 0
-P 0 for multiple hits l-pass, 1 for single hit l1-pass, 2 for 2-pass
[Integer]
default = 0
-Y Effective length of the search space (use zero for the real size)
[Real]
default = 0

-S Query strands to search against database (for blast[nx], and
thlastx). 3 is both, 1 is top, 2 is bottom [Integer]

default = 3
-T Produce HTML output [T/F]
default = F

-1 Restrict search of database to list of GlI"s [String] Optional

-U Use lower case filtering of FASTA sequence [T/F] Optional
default = F

-y Dropoff (X) for blast extensions in bits (0.0 invokes default

behavior) [Real]

default = 0.0

-Z X dropoff value for final gapped alignment (in bits) [Integer]
default = 0

-R PSI-TBLASTN checkpoint file [File In] Optional

-n MegaBlast search [T/F]
default = F
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-L Location on query sequence [String] Optional
-A Multiple Hits window size (zero for single hit algorithm) [Integer]
default = 40
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INTERNATIONAL SEARCH REPORT

JP 2005-523019

| Imernational application No.

PCT/US03/12556

B.

A, CLASSIFICATION OF SUBIECT MATTER
1PC(7) CIIN 9/18, 15/00; CO7H 21/04; AGIK 38/46
Us CL 424/94.6; 435/197, 252.3, 320.1, 440, 536/23.2

According fo Infernational Patent Classification (IPC) or io both national classification and IFC

FIELDS SEARCHED

Minimam documentation searched (dassification system followed by classification symbols)

1.8, : 424/94.6; 435/197, 252.3, 320.1, 440; 530/13.2

Documentation sesrehed other than minimtin docmenation to the extent that such documents are included in the fields searched

Electronic data bage consulted during the international semch (mame of data base and, where practicable, search terms used)
STH, WEST and Sequence dain bases.

C.  DOCUMENTS CONSIDERED T BE RELEVANT
Category * Citation of document, with indication, where appropriate, of the relevent passages Relevant to claim No.
X Dalabase on Genbank, Lovgren et al. 'Localization of putative virulence genes o a 1-4, 711, 2426, 41-
o physical map of the Bacillus thuringiensis subsp. gelechiae choromosone.” 02 Oclaber 34
A 1998, Accession No. BTY16268. Curr. Microbiol, 37 (4), 245-250, 1998. Accession No, | —-=merms
BTY 16268 is 65.9% identical to Applicants’ SEQ ID NO: 1. 5-6, 12-23, 58-60
X Database on Gerbank, Lovgren et al. "Lacalization of putative virulence genes ona 61-63, §5-70, 33-84,
- physical map of the Bacillus huringiensis subsp. gelechiae choromoscne.’ 01 June 998, | 88, 91-93, 108-108,
F:8 Accession No. Q52864 Curr. Miczobiol, 37 (4), 245-250, 1998, Accession No, Q352864 138
is 82.6% idenfical to Applicants' SEQ ID NO: 2. e
64, 71-82, 83-87, 8-
a0, 94101
X Dafabase on Genbank, Gilmore et al, 'A Bacillus cereus eytolytic determinant, cereclysin | 1-4, 7-11, 24-26, 41-
-~ AB, which comprises the phospholipase C and sphingornyelinase genes: necleptide - 54
A sequence and genefic Yinkage. 11 March 1996, Accession No. M24149, J. Barteriof. e
171 (2). 744-753 (1989). Accessjon No. M24149 is 63.5% identical to Applicanis* SEQ 5-6, 12-23, 58-60
D NO: 1.

A 2005.8.4

)x‘ Further documents are listed in the contjpuation of Box C.

D See patent family atnex.

® Special categories of cited decuments:

=A7  document defining the penoral state of e art which is not considered to
b of partjeular refevance

*B"  sarlier applicallon or patent publishied an or afier the intemationa) filing
date

sL»  dooement which may thyow donbts on priodty claim(s) or which is sited
10 establish the publication date of anotier citation or other specid reason
(as specifisd)

“0"  document roferring to an oral disclosure, use, exhibition or other mmans

“P*  docoment poalished prior fo the nlemnalonsl filing daje hut later than the

nrinritydate sfatred

T Later d published after the i fillng date or
priozity date and not is conflict with ihe application but clted 1o
understand the prinsiple oy theory vo derlying the invention

o ks 1 of partienler rel ; the zlaimed | samnat be
considered hovel or cannot be considered to myvolve an nventive
step 'when the docameni is taken 2lone

" daenment of particalar rejevance; the tlainied invention cannot be
censidersd to involve sn inventive step when the docpment js
combined Wit oae or more ofber such documents, suck
combinaion being obvious to a person skilled in the am

=& ducument metnber of the same patent Family

Date of fhe aciual completion of the fternational. search.
09 Angust 2004 (09.08.2004)

Date of mﬁfﬁ_ﬂﬁhﬁ ﬁtemzadnﬁ/ﬁy s;a.fch report .

Name and mailing address of the ISA/US
Mail Stop PCT, Atim: [SA/US
Commissioner for Patents

P.0. Bax 1450
Alexendrs, Virginia 22313-1450

Facsimile No. (703) 303-3230

Aniborized officer , « s /
Tekchand Saidhe  ~ ‘
Telephope No. (571

Form PCT/ISA/210 (second sheet) (July 1998)
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C. {Continnation) DOCUMENTS CONSIDERED TO BE RELEVANT
Category * Citation of document, with indication, where eppropriate, of the relevant passages Relevant to cleim No,
X Dalahase on Genbank, Gilmore et al. A Bacilis cereus cytalytic determinant, cereolysin | 61-63, 63-70, §3-84,
-~ AB, which comprises the phospholipase C and sphingomyelinase genes: necleotide 88, 91-93, 108-109,
A sequence and genetic inkage.' Ot February 1994, Accession No. P33376. . Bacteriol. 228
171 (2), 744-753 (1988}, Accossion No. P33376 is 82.4% identical fo Applicants’ SEQ —————

64, 71-82, 85-87, 89

ID NQ: 2.
90, 94-101

Form PCT/ISA /210 (second sheet) (July 1998)
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INTERNATIONAL SEARCH REPOR"I‘ ‘ nternational application No.

PCT/US03/12536

Box ¥ Ohservations where certain cfaims were fornd unsearchable (Coniimation of Ttem 1 of fivst sheet)

This internaticna report has not been established in retpect of certain claims under Article 17(2)(n} for the fallowing reasons:

1 I:I Claim Nos,:
because they telate to subject matfer not required to be seatched by this Authority, namely:

Z. I:I Claim Nos.: .
because they relate to parts of the international applicetion that do net comply with the presctibed requirements to

such an extent that o meaningfui internstionsl search can, be carried out, specifically:

3. D Claim. Nos.:

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

Box I Olservations where unity of invention is Jacking (Continuation of Ktem 2 of first sheet)

This Internationa] Searching Anthority found multiple inventions in this internationsl application, as follows:
Please See Continvation Sheet

I:' As all required additional search fees were limely paid by the applicant, this jntemational search report covers all
searchable claims,
2. I:' As all searchable claims vould be searched without effort jusiifying an additional fee, this Authority did not invite
payment of any additional fee,

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

4. @ No required additional search fees were timely paid by the sppicant. Consequently, this international search
report is restricted to the invention first mentioned fn The claims; it is covered by claims Nos.: 1-26, 41-34, 58-
101, 108-109 & 223 [SEQ ID MNos. 1 &2}

Remark on Protest D The additinnal search fees were accompanied by the applicant’s protest.
o protest accompanied the payment of additional search fees.

Form PCT/ISA/210 (contimuation of first gheet(1)) (Fuly 1998)
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RBOX 1. OBSERVATIONS WHERE UNITY OF INVENTION IS LACKING
This application contains the following inventions or groups of inventions which are 1ol so linked as o form 2 single general
inventive concept under PCT Rule 13.1. In order for all inventions to be examined, e appropriste additional examination fees

must be paid.

Group 1 (sl in-part), claim(s} 1-26, 41-54, 58101, 108-100 & 228, drawn to mcleic acid sequence of SEQ 1D NO: 1, encoded
polypeptide of SEQ ID NO: 2, vector, host cell and method of mszking the paypeptide recombinantly.

Groups 2-33 (al in-parf), claim(s)1-26, 41-54, 36-101, 106-109 & 228, dravm fo mcleic acid sequences of SEQ ID NO: 3,35, 7, 9,
.01, 105 tespectively, encoded pelypeptides of SEQ ID NO: 4, 6, 8, 10......00 106 respectively, vector, host cefl and method of
making the polypeptide recombinantly.

[Note 1- SEQ [D NO: 3, 5, 7, 8, ....01.103 respectively 1efers to each of the remaining 52 nucleic acid sequences listed in claim 1,

for example.
Note 2- SEQ ID NO: 4, 6, 8, 10......or 106 respectively rofers 10 each of the rempining 52 polypeptide sequences listed in claim

64, for example]
Group 54 (all in-part), claim(s) 27-40, deawn to micleic acid probe comprising at least 10 consesutive bases of SEQIDNO: 1.

Groups 53-106 (all in-part), clsim{s) 27-40, deavn (o pocleic acid probe comprising at least 10 consecutive bases of SEQ 1D NO: 3,
5, 7, 9, ....0r.103 respectively.

Group 107 (all in-past), clairas) 33-57, drawn to antisense oligomucleotide comprising micleic acid capable of hytridizing to the
rueleie acid sequence of SEQ ID NO : 1.

Groups 108139 (all fa-part), claim(s} 55-37, drawn io antisense ligomuelectide comprising oucleje acid capable of byhridizing o
the mucleic acid sequences of SEQID NO : 3, 5,7, 8, ....or. 105 respectively

Group 160 (all in-part), claim(s) 102-107, drawn (o anifbody 1o polypeptide sequence of SEQ IDNO : 2.
Groups 161-212 (all in-part), claim(s) 102-107, drawn to antibody to polypeptide sequence of SEQ 1D N0 : 4, 6, &, 10.....or 106
respectively.

Grovp 213 (all in-part), claim(s) 110-113, drawn to a method of identifying a polypeptide having phospholipase activity using the
sequence of SEQ 1D NG : 2.

Groups 214-265 (all in-part), claim(s) 110-113, drawn to 2 method of identifying a polypeptide having phospholipase activity using
the sequences of SEQ ID NO : 4, §, 8, 10......0r 106 respectively.

Group 266 (all in-part), claim{s) 114-117, drawn (o a meibod of identifying & & modulator phospholipase of SEQ I NG @ 2,

Groups 267-318 (ail in-part), claim(s) 114117, drawm fo & method of identifying a a modulafor of each of the phospholipases of .
SEQ ID NO : 4, 6, 8, 10......07 106 respectively.

Group 319, claimis) 118-122, drawn to a computer sysiem compzising a processor and dafa siorage device for storing data.

Group 320, claim(s) 123-127, dmawn i a methad of identifying a feature in a sequence or for comparing sequences using a
computer progrant.

Group 321 (el in-part), claim(s) 128-132, drawn in a method of recovering a nucleic acid encoding the polypeptide of SEQ ID NO:
2.

Form PCT/ISA/210 {second sheet) (July 1998}
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SEQIDNO : 3, 5,7, 9, ....05. 105 respectively.

Groups 322-373 (all in-part), cleim(s) 128-131, drawn to a wmethod of recavering & micleic acid encoding each of (he polypeptide
sequence of SEQ 1D NO: 4, 6, 8, 10......or 106 respectively.

Group 374 (all fo-part), claim(s) [33-147, drawn o a method of generating & varisnt of micleje acid sequence of SEQ I NG : 1.

Group 375-426 (all in-part), claim(s) 133-147, drawn to 2 method of generating & varjant of each of the nucleic acid sequence of

Group 427 (all in-part), claim(s) 148-157, drawn to & method of producing s library encoding a pluralily of medified phosphaiipase
derived from nncleie acid sequence of SEQ ID NG ¢ 1.

Group 428479 (all fopar), claim(s) 148-157, drawn to a methed of producing a library encoding & phorality of modified
phospholipase derived from mucleic acld sequence of SEQ ID NO : 3, 3, 7,9, ....or.105 respectively,

Group 480 (all jn-part), claim(s) 158-139, drawn to & method of detesrniniog a functions] fragment of a phospholipase, whersin the
enzyme compriscs the sequence of SEQ 1D NO : 2.

Groups 480-532 (all in-part}, claim{s) 158-159, drawn ta a method of determining a functional fragment of a phospholipase, wherein
the enzyme comprises the sequence of SEQ ID NG ¢ 4, &, 8, 10......0r [06 respectively.

Group 533 (all jn-part), claim(s) 160-163, drawn o a rmethad for whole cell engineering, metind comprising making 2 modified cell
by modifying the mcleic acid sequence of SEQ ID NO : 1.

Group 534-385 (all in-part), claim(s) 160-163, drawn fo & method for whole cell engineering, method comprising making a modified
cell by modifying the nucleic acid sequence of SEQ IDNO : 3, 3,7, 9, ....or. 105 respectively.

Group 586 (di in-part), claim(s) 164-168, drawn ta an isalated signal sequence cemprising residues 1-16 to 1-33 of SEQ 1D
NO:2

Group 587-638 (all invpar), claim(s) 154-169, drawn to an isolated signel sequence comprising residues 16 to 1-33 of SEQ ID NO
1 4,6, 8, 10......0r 106 respectiveiy.

Graup 639 (al in-part), claim(s} 170, drawnto 2 method of aver-expression using nucleic acid sequence of SEQID NO : 1.

Group 640-691 {all In-part), cleim(s) 170, drawn to a method of over-sxpression using nucleic acid sequence of SEQID NO:
3,57, 9, ....on.105 respectively.

Croup 892 (all in-part), claim{s} 171-174, drawn fa 2 methad of making a fransgenic plant by intraducing SEQ 1D NC: 1inio &
cell,

Groups 693-744 (all in-part), claim(s) 171-174, drawn 1o 4 method of making a travsgenic plant by intraducing SEQ 1D NQ: 3, 5,
7,9, ....or.105 respectively, into acell.

Group 745 (all iepart), claim(s) 175199, drawn lo & method of hydrolyzing phospholipid using a palypeptide encoded by the
nucleic acid sequence of SEQ 1D NO: 1.

Group 745-797 (al} in-part), claimis) 175-199, drawn fo a method of hydralyzing phospholipid using 2 polypeptide encoded by the
nucleic acid sequence of SEQ ID NO: 3, 5,7, 9, ....0r. 105 respeciively.

Group 798 (alf in-part), claimd(s) 200-204, drawn to a method of canstic refining of phosphatipid composition usteg SEQ ID NC :
2

Group 799-850 (all ir-part), claim(s) 200-204, drawa to a method of canstic refining of phospholipid composition. using SEQ ID
NG 4, 6, 8, i0......or 106 respectively.

Group 851 (all in-part), claim(s) 205-227, drawn f0 & method for porification of phytosterol ot triterpene using polypeptide encoded
by the nucleic acid sequence of SEQ IDNO: L,

Groups 852-903 (all in-parf), claim(s) 205-227, drawn to a method for purification of phylosterol or triterpene using polypeptide
encoded by the nocleic acid sequence of SEQ 1D NO - 3, 5, 7, B, ...0T. 105 Tespectively. The inventions listed as Gronps 1-803 do
not relate to a single gensral inventive concept under PCT Rule (3.1 because, undet PCT Rule 13.2, they lack the same or
corresponding special technical features for the following reasons: Group [ has a special techmical featare of a mucleotide sequence

Form PCT/ISA/210 (second sheet) (Tuly 1998)
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of SEQ ID NO : i, encoding the polypeptide sequence of SEQ ID NO : 2, host cell, and & method of making the protein, which
Giroups 2-903 do pot share; Cronps 2-53, each has & distinet nucleic aeld and polypeptide sequence, which Gronps 1 & 54-903 do
not share; Graups 54-106, each has a speciel technical feature of a distinet nucleic acid prabe to a fragment each. of the mcleic acid
sequence of SEQ 1D NO: 1, 3, 5, T..... OF 105, respectively; which groups 1-53 & 107-903 do not share; Groups 107-15%, each has
a special techmical feature of n distinct antisense aligonncleotide to each of the mncleic acid sequence of SEQIDNO 1 1,35,
7,0t 105, respectively; which groups 1-106 & 160-503 do not share; Groups 160-242, each Ims a special technical feature of a
distinet antibody 1o each of the polypeptides of SEQ ID NG < 2, 4, 6, ... or 106, respectively; which groups 1-139 & 213-903 do not
share; Groups 586-638, each has a special lechnical feaiore of a distinct signal sequence to each of the polypeptide sequence of SEQ
ID NO : 2, 4, 6, ...106, respectively; which groups 1-385 & 639-903 do mot sharp; Groups 213-585 & 639-903 employ distinet
mcleic acid sequences of SEQ ID Nos. 1, 3, 5, ..or 105 or distinct polypeptide sequence of SEQ ID Nos. 2,4, 8, e or 108,
respectively, however, in view of 37 CFR 1.475 (b), when clajms corresponding to different categories of inventions are present
thers only (3) applies and additional methods of use are deemed to lack unity. Thus the various groups discussed above show a lack

of unity of invention.

Form POT/ISAL10 {second sheet) (July 1998)
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