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O—<HIALEA 10 1 1~1: 2GR THTIDIIFFLL, 11 1¢45L5I1017
AONENIFFE L, BELTHEARZ LT L., 55N EFLSRE A EES
Th, SHIELDHL, BEOBHMBEL-®R, 2—F—TarvTh, a—F— gV
B, BLDEELTEON-LEEEE al sy 77 (0. 25M T af+2mM U
YBTAKEFTRIYA S YBAE I YUY A (pHT. 2) 0. 1mM Mk
FA+0, 1mM HEALALY L) KEETL, SOLHAIWLT, ExF0E7E
DV EDEWEMAERMA LB -DEHPHEER NTTr) —TEV-E
FF =30 —<vHBROBEEMEITEE I NS,

(5) kit (4) THLOENABE{LHMIR-DEHPHFER (NT7V) —TETy—EF
Fr -3 run—<HBOBEEEAYORERE., TSRS IR L R
ImIFoMA,. TRIEBRASVAZANT 20 FRANSNVAORMIX, 2L 2, Wl
OBl G ECTHL el ectro square porator T820 (BT
X##) . ECM830 (BTX#%) . ECM2001 (BTXH#HE) Z&2HNWT,
EMESETEOHEEHE VA TAN TS, AMOEFIE. @FE,. 2kV./ cm (10 pse
eX4M) FAWER3IkV/ ecm (1 0pxsecX4l) THy, HREEzINAL Z & H
by 2kV/em (10 secX4ll) 0 Lvi, THRIZE Y BRI L 203810
MM E 3 o — <M EBIRAICHIAREE S NT, N 70 F—eh 8l anid,
BEEHOFEICTHERINLEN T F=<id, A2 ) -y il s R_R{OFEEICLA
ﬁsOTi%%éﬂ%)o

EREANAT) F==l2 2 ERPM I eekEH (90% RPMI1640+10%
FCS+100pxg/ml WmBHIF~AT+2mM L—F ¥ I>+50uM
B—ANWHTFIE /= )) BERMLAE, BERT L, HRIE, EF, 967 bvA7
07— hR4 8w 70T L— b ETTWn, E2E, RSN L I, B
PHATEARPMI S (100 M R FHTVFU+0. 4 M FIJT7
Dy+16xM FIVEH) TLl. bAM~ 2AMEMARR (22F0. 1ml/
wel 1 T2) Lictk, bELZHTEARPMISEEM (100,M bRFHFF2
+16pM FIVUER) T, HEM~ 2 HMEBEK (L2130, 1ml/we
1 1 FoxH#) L., #0BRIERPMI 164 0 TR TS ZEICL - TITL
=T

HEDNAT) R=<DAZ )~ 703, e FEIMEHTELD, 2L 2 FE
LISA(enzyme—!linked immunosorbent assay) ¥
WL o TITH ZENTED, ERREL I S AL - TIHANNEDSEETS 5 oA 7Y

10

20

30

40

50



€D JP WO2004/078964 Al 2004.9.16

F—wid, Y5 TERET LN TV FE, 28 2 FEREFREIC LT, 70—=20 7
BITAE L, 70— IbE N 7)) F—< EFOIMAE Lo FETHIE L. %
EM OB WIEREETL A7) F—v2ER L, BHETL T/ 70—+
BREENA T R 2B T ENTED,

NATY F=wikat/7o—F L HEomELE (88 . B8, BESHOFET
THZENTED, HUEOFELE, R ITEOEMAIIE LTI, 222, [TV FAhA
ATl A] E46~T71H, $85H~110HWTHIN, B (Na, SO, .
(NH, ) , SO, ) . A+ =¥k (DEAE. QAE. CM/cellulose,
Sephadex, Sepharose, ServacelZ&) | BiKkrsrowrrs s
A= (L=7z=2V79=20V—Sepharose®) . 7YNViE# (Sephadex

G—-200.Bio—Gel p—300%%&) ., BRIZE (7HFa—-Arnickay
— VESKE), SEABSKE., SHREAREE &) . BEL (T a EEEARLE )
LTI n T a5 70— (BT A A (Protein—A Se
pharose,. Protein—A superoseZd&) ) OhENPEHITF6oN
Lo

S5, [(2) oTHER., UTo (a) BLOC (b)) 2ESA/SVAFEICL YIRS S
L ZEREGD . (a) RBICHALAAMELEFRENESSO—F L2 80 EESMIHER
Lot biiia, LU (b) LEERMEEToMFEEE LA I 2 o—<fla, [45
BrgEaxt] ik, EVWICBROBEAMEE T4 2 00{b8WoEo#fleadt e, f
AE, TED Y=Y Fy, AL RFEY YU Fr, ME GREBIIANLNSD
DEIRELLZLD) —Hik, SHEE—FLEY, SHEE- VT R, SHE—TFT T A+
VEBRE-T T AN, BE-EY, L2y — KLY, % (RNAFAWRDN
A) NATNFA ZXEH, FeBBFhIltiwrv A1 gG—7a0514 A, v2A1gG
—T0TA G ENFTOND,, R G, BEEHLVII) v 524 LTH
., mEiifal LI 2o — <M EE T 2N TEL, TOTEICL T,
SHICHEMNIIANA T F—vORHEL LiF2 ZEPTREE R D,

AEEIIE, FARLTEA (1) . [(2) OTEERRT, "A 7)) F—<r8ET2HE
Tdhbdo

REHOBLE HHEIC LT, REIZEL, BMARKYT A brA4 v BLUHERE2LES
B ET, FHVAMIAVBLUREREZLTF S L WEAMIARREH ERKIIT- 28
G (B TahEE 1, 2) LIEELY, BRENLNAT) F—<DEETLZE/ 70
— TP, HEATH VIEENIILER L gGy A 7OHMANI gM¥y 1 o X
DOREEICEWEIETEESND,

ZOLHICEEHESIE, EANTBMEREL., 5 omEI i BHiLE: A
WTHINARL B Z T B ETH->TH., 1 gG¥ A TDES 70— 3 LHfA % ZERAgIc &
ETLZENTELZERRB LA, &b, LRt/ 70—+ ifkeo s 5 2L, 20
HETHL5 4 vFELISAE (Tandem¥E) WEoTHRETLIENTES

SHUARBHOFETIE, REOEBICYA oAy BLUBEEs a2 2 LT,
A NS v BLUBEEERTE S e WUMIIRBICARE LT 288 (BT 2
aggl 1, 2) Ll LT, MIElEE. BEICEWEES (KN ) F— <) Th
AT F—<h2HBES DI ENTED, SHI2, PEFEICTHRES2TH Z & T,
40%~85%DNA ) F—2EME2B LI EHNTEL (hdbnA7) F—<Et
ix, T A M A v BIOBERE s EEI SV FERRICEET LT 285D
2fE~4 0FETH D, ) o

ZOL ) AREHIE, TER L) DBEICHENLOEAN LA T F—v &L
PEBTLIENTX B,

REHOTTELC W THWRHEYE - LTk, BELHOEREOYE., HDW0It5HE
HHIE NI YWEE, BICHIBELZHH T2 EATEL, P TH, FHEFORDw
SAHEN TV 2 WA IEEL Y (BERVEY) 2HEWEE LTHWD 2 2T, 2R
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DATEELY B LRI E LSS s —F U EER LY ORIRoEH
B EELBLINA ) F—2h8ETL 2D TEDL, 22T, [HIREILSE] &
& EEoEREME, HiH, BED L WIITENCMAS T 24 R ANk VE Y DERE. B
W i, ENENE. L. FLTEORLVE Y ERZFOLD, HE2WIEEFDZ )T T v
AEDEMEEZHETL2HEEZ D 2R EOYEEZ Vv, AIHERICB W TR, — &I
WA IEEL Y E & LT3 %éﬂfw%éf®%£%@ﬁ?%%®&?% ##éW\MW
AWEE LTk, 2 203, MR8, SR VE V., FIRmALE 8, 7L
FNT - ka#/v—b% TNF N7 =/ — VR, IR R, A8 e T B A

y0n 7=V, FoMoYEIETFTLEND,

PR MANEFEE LTI, 22, A Ay, TAMNFYEA— 0 (E2) .
LAY (E1)  ZAMIF =V (E3) GEPFETEND, EMEERVECVEHELT
i, A xiE, TR —Fr, FAMATOEY, FRFOLET Y FORAT OV, T ¥
ROAT P4 v ENgETFoNd, FHRIRIVEVEE LTIE, 2, Fax
Y (T3) ., PVE—=FFuoy (T4) GENFREFNFTFEN, /2, TNHOEMA
M Th DK (2 2F, V70 F, BBASHELZE) dohsicggsh
bo

FRTVEFEN TN EFL—ME (APE) & LTHE, 222, NPE (/
N7z /=N hFTL— b, &z, NP2EO (‘PHE LT L 8HE . 2) .
NPSEO (CEHm{b=F L 8 :5) . NP10EQ (CEHEb-F L 8 : 10
) . NP10EC (‘PHE b L8 : 10, KWGOH—-7 VK 8) ) . OPE (
FrFNT =N F =) GREFETLEND,

ERETNVFNT = (AP) LT, 2&Z21E, DP (4—FF V7= /—
W) . EP (=250 7c/—=) , HP (nTFNT7=/=)) , IPP (4—4V
RyFNT /=), 2—=0P (2—F7FNV7/—0) , 4—NP (4—/=017

—)) . 4—-—0P (4—-F27FN7x/—=V), 4—sBP (4—sec—7FN7

— ) . 4—tBP (4—t—7FN72/—), 4—tPP (4—t—_VFJ
T/ —=W) . 4=t 0P (4—t—F7F N7/ —N) ZEIPEITFLENS,

ﬁﬁ%&”*(PRC)&qu‘t&i@‘BPA(EX71/—WA)‘4,4
" —EBP (4, 4 —xF)FUEAT7 /=) ., BHPM (EX (p—& Fa¥x¥
TrII) AF ), 2, 27 —BHPP (2, 20 —¥A (44— FOo®y7=ozl)
—1—-7ax/s—=n), 2, 20 —=BMHPP (2, 2° —EA (m—AFNV—p—LF
&% 7o) Suasy) 4, 47 —BHPP (4, 4> -2 (p—k FaXxi 7
TZ)) XYY ) . 4, 47 —DDE (4, 47 =TV FoF I —F )
Y. 4, 4> —DOHDS (4, 4° - Y e Fudx3i Iy 722 VAVT74Y) . 4, 47
—DCIDS (4, 4> — 2700y 722 )WVANT+») . BHEDBrPS (V2 [
4— (22— FouFyr opbdFy) —3, 5—-V70ET72ZN] ANT+Y) . BHEP
S (X [4—(2—vFudrbFdFY) 72 V] ANVT73Y), 4, 4° —DDE

(4, 4> —VebFudFr7F7o—7)) . p, p° —DBP (p, p’ —YEF
OFX Xy 70/v) HBP (d—v Fupdyv¥7o /-y PEFeohsd,

RO R EA%E (PP) LT, BBP (79 V@7 F+nu~xrP ) , DBP (7
YNV TFN) . DCHP (7% VBV 7u~nd )  DEP (7% VY 5V
). DEHP (7% V-2 —2 -5 b~AEF2)) . DEHA (73BT F L
FN) . DHP (7% 0VEBU~F )  DPP (77 WY —n—xXrFI) |
r P (7% VBT av V) RENBITFLERL,

Ltz -0 (CP) ¢LTWE, 2—-CP (2—7vu7=./—)) ., 3—
CP (3—7mm@7=x/—)) , 4—CP (4—27ua7=./—1), 2, 3—CP (2
, 3—=vYZrzunry=s/—)) , 2, 4—CP (2, 4=Y27uaz7=/—)) ., 2, b—
CP (2, 5—Y7uurzc/ =), 2, 6—CP (2, 6—Y27a0a>7x./—)) |
2, 3, 4—-CP (2, 3, 4—=MN)zuauayx/—N), 2, 4, 5—CP (2, 4,
=—rYyzunarz=/—J)) , 2, 4, 6—CP (2, 4, 6=FVruaua7=x/—))

10

20

30

40

50
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. 2,3,4, 5=CP (2, 3, 4, 5—7hr7uur7z/=)) ., 2, 3, 4, 6
—CP (2, 3, 4, 6—7 5270y /—)) , PCP (XRy¥r7uuay«/—)
) e EMEITFS NS,

FoMoW SRR E E LTIk, 2, 3, 7, §—T7 b I 0uB IRy —p—TF
¥ (TCDD) 2RFELTL2R) 70y y—p—-Y4+*» (PCDD) . 2

3, 7, 8—7rgr7uuyxyy 75y (TCDF) 2#2/FKETZ R 700Xy
ey (PCDF) . Ruzuuv 7= (PCB) "/ 72 /)y, RyJTES
v, rzaaRy¥y, TaEFR 7 =), Z b My, MY TFOLER, KA &
&k (Fl2iE, Cd. Hg. Pb%&E) . R AMOFY (k¥ b=y, TF 20
IANGS VA — N, PIFNVAFNVRA PO — b, AFLA =L, 2—k FOFI L%
FEVF =, VEF YTy, FUFY TR E) . ER. BRI (2 ziE,
BHA (Ve fFedsi7v—I) , 2=, 57 V5 7y, 74 P A +0
. P AARNE= I, RVESRF Y, AL, EFFo VA, FATA 0 E
) BEIFLRD,

Fo. AEBPOFHEICBWTIX, o7 B2 EYEE LTHWTHIFEIZERT 2
TENTED, LAY VI BIE, AT A A v REDATS FLAETDH
DHETh,

% BAEEHORE FEICBENT, 2+ 2 IFDE HP & Fofg B THEMA
BN E2IHEYE L LTHVAEEIIE, ZoMEMZ2ES S HI T, LEHEY
BeFxFr ) 7= v BLEEG3E-HeRETRHVL E L, HEMRIT, & 21,
TReE

A—R

(A, RIICOOH, NH, ¥/ SH%., ARREOEBICIWVIEDE (T FLL
X SRR IEEE T IR T FREL Y v s ) ERLEERRT, ) TRENS
MEEZ, ARAHOFECINF o) 7= o R BICHES IR LI L0 TH 2Lt
T&b, LA TRINZILEYL., BALTOFET, HEOFEHIZ, ZVFF I LE
VTIE, AT FYLVERERTIAAIEEATLILICLY ., ALEHICER TR S,

72l A2, ROSCOQOHT, ADEYVF F oLy 73N 7o —Fll R D
FERRTEIS N2 WIE, BV F T AFN T 2l L—F b KN B R K
Mgt (N—T7TATIV) THZEWLNVREETED (Fv ¥ — - NAFFr3 A b)) — -
WA F 747927 A (Cancer Biochem. Biophys), 7. 175 (
1984) ) ¢ RANH, T, ADFKIAF L 2F LT F N T oI —TNERD
FRATEINIEEYIE, FUAFT 7V FNV 7oV —F VOKRBEZIENLTF =
WICEWIEFEIL LA (Vry—F N F T - FRVB Y I BN -7 1— (].
Am. Chem. Soc. ). 60. 2540 (1938) ). 77 TCUHTLZ
CWEWEETEL (F—HF=w s T oar- =7 7T —-arX
(Organic Functional Group Preparations) .
B1%, 382H) o RMUSHT, ARV F L FL Iy TALIN T oo b —FIE
A PERATEINZALEYIX, RUAFTTUFNT 22— F VoK BERE R LT
FoWEEVIEFEIL LR (Uy—F N - F T TRAVBY I HN VT IT 40— |
J. Am. Chem. Soc. ). 60. 2540 (1938)) . K#AbF+rU v AL
MG &€ Z WL W#ETED (Vry—F N F T - FAVI Y - IH - L7
4= (J. Am. Chem. Soc. ). 72. 1843 (1950))

FREFY T —F R HELTHE, Y5 BEBNTHERIYVECHWER T ST
DF ) 7=y E, EZXZWFKLH (kevhole 1limpet hemoc
vanin). BSA(Bovine serum albumin). OVA (ova
lbumin) ZEPBITHENDS,

AEEWIE, ERLTELTMEEENA T F—<d8EToT /70— F L4k, b
I LN 7Y F—<2H0wL TEZELE 70— iAo ®E FEd ., B35
o REEM T, s —FHKIL, BETHIEDE (LT, HEPEHEE bWYH) 2%
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BEWICHET2BOREE LTHEHLLY, EroEICEBbTa22 21040 FFEEHB
CTAIMEYME R T LT T 4 2T~ T ARG AT I ENTE
%,

AEEHOE /70— FIVbEOBMACAEEEAEE LTiE, A2 E, =420 70—+ (
Bl, 967w A 2707 L—F, 24 v A7 FL—b, 1922w A70
T —Fh, 384 w47 T L — i d) | REE (B, FoARBE. S AF
v 7RERE) I AN, KU AF LR, Bi#RY AF L R, R Yo VT
VT A (B, KUAF LY -5 ey A)  Z haka— A, BALY 7 o
fbLiE#%. D BMIEMA LR, WREH B, 77 0—R, 77y Frv 7 A, THOI— R
EVU =L kT e 7Y NG E) L REFRY KA — ME, w7 Ay PEFE-X
hEDNEITFEN L, AR TESNRZE 70— F AR EACHEESE 521, A%k
BHOTETHE, [V FA LA L) T oAl E268~296H, [7T74 =54
— AR MG T4 =NV RT o] (Fxivh 77wy 7T NAF 5 7kAEH
(19984 12H20HRT) ) KERBOFTEL LI - THEFETE S,

REWRIZEHIE, EHEEZ A7)~ VT HEGERMLET L, REHOR 7 1) — =
YIRER, EAATHA M VB LUORERE X E S TIEYE TRiE L - B
P, R rouo—<iind ZHBEES LTESNIRAEENA 7 F—vhEE LT, 2
O—F itk Hnws TRz 2HME T2, FLHBYEE LTI, kLMo
HEOYE., 2N IX5HRFACELSNZYEHZRICHIERZ AV Z e Tc&sh,
LW IESE T TS Fe &by N I ETH 5,

BEEWHO A7 ) — =7 i, BAEMIE, FRLRE (REHoNA 7)) F—wnfl
WmHE) WTEEINLINATY F—<DELETLZE /7 0—F VHEEZFIH LT, HUE
WE (HWWE) 222~ 735, LB EORNEREE LTI, BaHER T
#eElEE (RIAE) . ELISA¥ (Engvall, E., Methods i
n Enzymol., 70, 419—439 (1980) ) . ik, V79— 27
ARy NE, BEE, A 7502 — (Quchterlony) Eo—BIIHEYWED
BHBEERINRTWEMLsOHFE ([N 70 F—<ELT/ 7a—+ k] . R4
HR&ED 7975, B3 0H—4%03H, WML 7HFE3ALH) H"EBIFohd, &
B, S oEAbIE, ELISAEMAEND,

Fo, AREHOE , 70— F PR, REFENEGETECOHHTES, BAEMICE
L KREOHMAEE, REREED 7 ARBEBSELY, AEEEANFEES LAV TS
FEY, PUERERIEEFH LT, LEHMYE ., BN ERICHEES S, D0 T,
pHOZH (pH2. 5~3WTFFad, pH11. bl bEfaiksE) . AF raFnxH
(1M NaCl%igd&) . EoZE®E (1 0%TVFFT>, 50%LF L) a—I,
3M#A 22273 (SCN™ L, CC1l, COO™ ., 17) &&) ., ¥rnxrZiH (
SMIKZE., 6MIEM 7 =V 4 ) ORine, BEIREN. L 2 @8R &AM RTETH
Hagaz bicdy, REENEREDD PZVWENYEZ ., BTHE»SEFHEL0EH
HKIZEMETED, TNICL Y, FHRAMYEINSMERLYETH 2851 H-> Tk, &
B E LT LGNSR E. o0y E-iisnsnlReyt.
HEMRE BB A EL EOMEROEMGEHEE LB LT, 320080l s s
EDTE, LPVEREHETLIHEYESOESROLV L VEREHEEEL LD TES,

FAEHIZ, A A e BREE RV G CELERETLAERRMT L, T A
FhA Y, BREOTEZbOE LTIX, LR LABEYTHY . . A1 bI A vhiA
YH =T F—4THY, POWERED) REETHLONITFF L, 2h D3,
MIBSEL S, B A cRIELABARS Y St — <R oMfAR S E LTHAT
HY, BEOBMAL., I - <Lt HAasbe T, ABHOMMAEEENA 7)) F—=
DELE G, T/ 70— VR ORE TR EFBIIT S ENTE D,

[ i #7]

PDIFicsEZfiflzm L. ARPEZ BAMCHBET 20, AP TROEMEAICHIES L
LTI v,
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[ Ml 1)

(1) 3 zvu—<Hilbotss
(1) 3 ro—<HibofEm

Sro—<Hlgt. BALB  cv 7 AH¥DPPAI (Stocker et al.
, 1982) R L, MASEF AT LTHLZPAIZ3 7CTTER M
V7)Y RYFRIEBL, ROBEBEEIT 272,

I+, TOHZLTBWAZRPMI 164 0254 (90% RPMI1640 (R
cswell Park Memorial Institute 1640) (HzKHS
HHB) +10% FCS (fetal calf serum) (RHARRFGH) +
100pg/ml TWiEHFT~ATy (HBEREHE) +2mM L-2VF% 32 (HK
BHHE) +50uM p—ANHTPLF /=) 21 0ml ARZELT 2— 7B
LEERicime Lo

FKIZ, B, 800rpm (130Xg) THAMBELTEELAR, EiFEEEL, M
ot RPMI 164 05cEEEM2. 5m] THBLAL, BRI, T—25E®R75 A
B, 37C. bURMH AL yFax—% (ZHEEAE) WTEegl, BA,
SHI2. bmI®ORPMI 164 0%eEy 77 A3 MAT2H~3 HIEIHMA
2T o770
(2) 3 = v—-<HlaoHk

BEOMMAIL, T—258% 792 2DRICIEY D DVWAI Zo—<vHlisg 3\~ 4 A7
{27z THA L, RPMI 164 0%EEMTHRE~ 1 0FCHB LT oz, Hlam
BUIEAREDOI O -z L EETL-0, MIREED 1AM Ar—LT 97
2T o7,

FF, 3o —vHlREELLEY L, 1X10°%° cells/ mloOEETCT—7
SEBIVGAITHVCTER L, BE2HEIZE, 1X10° cells/mlolEE
KA LI -~z T— 15 08V AT 3MICAT— VT v 7 LTE®RLL

(2] 5 E R

TEINE—-T -2 —12FV~FL (DEHP) &, K3 TFRIALEYOMEHE TH 2
oD E ALV, F2T, LTFTONETDEHP#FEERER L 720
DEHP#HEME (NT7r) oK :

§—7 0L ¥ UH10gE 7T I Frry5y (THF) 300m !l CBm@E, ¥
TrIZNWVT I AZ20m]l HML, BT -MELS L, BH, sbilYV 7=
W7 I /AT 20mlE2HEML, SBICERT -GS, BEERE. LY %
ANFEG Y WISV (90 1) WBEL. YU A VE T A THIER L,

COMKEB20gE, TINVEE2. 42g, 1, §-TVTFFEIrOY LTV (
DBU) 2. 22gt%_XrEBr60ml i T—iidmN#EmLAZ, 8B, DBU 2. 2
2 g BilRINtE, S5 6EFIMBLER L, BHICEHR, K, 7 ook vazmi, Kk
Lice 7RERIVABZHAK, EfaHE, ~F0y —BEgF L (9 1) IWHBHRL, 1
FANH T A THIER L 720

COMEEY4. 1 g% THF100m I IKHBML, 10%Pd./C (5 0%&KM)
0. 4gmimMLAe Hy, WEAA (0. 3ml . %, 5KM) %, 10%Pd/C1.
2¢g%BIMLA, EHICH, WEAA (0. 5ml 5., 28M) &, ME2EE L., W
F#f L7z 7TH%AY /= WIZiEfEE, ODSHTAITHEL, HWYE (DEHP
FHaEk) 1. 9 gxBi,

mEnEE2HM0M T, KLH (keyhole limpet hemocyani
n) ¥+ 07 —FyN7EELTHY, THOINLE/EEE2-DEHPFEREA—F +
D7 =3 R BEGETHLZDEHPHEA-KLHEZ, MUEHEE LTHW .,
(3] —~= 7 AWEHIRL o FH &

(1) A E o 7z o @ 1L @ BiS:

4 Hf~1 0EHPBALB c~vv A (SPFM#k, #2) A LL, =7 2ADJE
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PERZ 0. 1lg/mIHKkZ 05— &50 . | EEL, LIES L LTEEMHL oo
H, EBIC50 u 1 ES L, =7 ADEEIRENC DD o 72 2 & R FERR L 7218, (E&T4
TIREBWFHE Lice YT ADHEITE 7T 0% 7TV 2— VL THBEL A%, BEANT I TY
DihHE AN, WY HEZODEITCFTaT 2o RICLEBICOHERZYE by b TDF A
VDB AAZE FTHEL, TR LEAGELL -, A5 AFmiEd, merbiz,
4C, 6 700Xg THoMELTEEL, ILFZMAL 556N MLFOHMAME, ZiAT
HZELISABEICTHIE L,

(2) BEAHAR o FHEL

LEFEMEDO~Y A%, T0% LY /=LA A-242300ml oE—7—RWIZiE L TH
AL LAfe, 70— Xy FPIC ARTIEMLE RN T2 X C@E Lz,

F¢, Ertky FCLERE~YY AONERRA LY, EbEABEICEHAAANT I TOURE R
AN, BEISELT 2L CNEEZY o, RICE Yy FEAWTERZ &5 & 1
L. " ITHEBOBYOER 2TV Ty AL R LA, BELAZBEREIX, 10
mlOMEWE (100xg/ mlAF<vAY) AWDRPMI1640%2ANETv—
LTEEEEHEL, B ot Y I THRDBWE, oy y—Licik, A7V AAY
ToRRLTEE, FIUBEBEECTI N—FR) A<y TR BV,

FIZ, BEBEEZ S Om ]l FELT a— T8 LL, 85I, AF VYL AAv T 2% ]
Om 1l OHEHEAVRPMI 164 0 THSEL., BEHEEZ50m 1 Fo— 7ITMA L,
OB ERHREIL Om I KR T THEIE LA, 20, BB %E2000rpm (8
00Xg) THOMRLOETS L) M FAE L 2,

(4] = ABEMRLO AN CORTE

ER (3] (2) THLN-MHROLEEZSm | OIAHEAVRPMI 164 0T
BB L, T—208®B77A3122. bml T2o0ELL, €2, Ilmg/ mlOT7Y
2Ny PRTFR (N=FEFNVLATGIN-—L—-—TFTI92N—D—AVTNT¥3I) (S1
GMA#E) 2100 1 T2o%IML. B V9 A2%E6 LTEEL, 3612, HE
#WDEHP#HEMA—KLH (lmg/ml) 220pu 1 &5 1 T2 ML, 1575HIK
BL7e BRI, TORBLTEVA40% FCSER2E02EM (0% RPMI
1640+100pgg/ml WEIF<AT+2mM L—-FNFIr+50uM
B—ANAT Iy /—+40% FCS) ZZNENDOTTA2I2, 5mlT2OH
MUL7e &HI2, b g/ ml A¥%—oAfxr—4 (11020, SITGMAHE)
220p ] (BR¥EE :10ng/ml) . Ilmg/ml VKZEHE (L4391, S1
GMA#HE) 2200, | (REEE:20xg/ml) BINL. B ARMBE, 5 %IKE
HAA v F aX—FHT4 HMEEEL T,

BUHIRBETAA VF aX—Y W T4 HHEER., B ba i~ r 20BMEZ, 80
O0X g THOMRELTHZ. 1 0m]l OMAEHEAYRPMI 164 0THEEL, BUS
00X g THMELTEELTHE L, mAo0HE, (LEZ2. 5ml oAEYWEADY
RPMI 164 012EL. AN CRIES AN &0BEHTIlE L2
(] PEF (Pulsed Electric Field) EIZL2Mgmsdntg

1L

(1) SR k-3 EYE (DEHPHFER) — 7Y LA EOER

20p1 (lmg/ml1) PDEHPHFEK-—Av GIEHPE- 7LV rarPasr—
M) 2. bmloht~ATYAVRPMI 164 0. 2 bk TE
TR SN EMBOBEH 2. bml 2BE LA, 4 CT2HBMI—7—2a 12
V800X g ThHhMERLDEEL, BN AEE1IOMI O/ AVRPMI
1640THE L7 RIEMWICEMIOFIFVA T AYRPMI 1640 THELA,
(2) EFF v —3 00— <HAE SR /e

A= WT oy TEBELI IO —REEIIL, 13 0XgThHoMELoHE L, it
%4 0ml®PPBS (phosphate—buffered saline) THS
Lo TNZHUC 130X g, boMELTHMLARZ, EEZo5m I DPBS TRELL
o —H. 30 1ON—L FUFTH I A IF-EFF (NHS—EFF¥) (1m
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g/30x1 in DMF) #25mI®PBSKMATEE, MEXZEREEL., 3
TC. SUBRBITAA > FaxX—FHTIOGHB® oW ET—F—ary i, D
V130X gThaMELTBEL, MR EZS 0mlor <A AYRPMI 16
4 0THE LA, EdF e co—<lazom ]l DMAEHEAODRPMI 16
4 0 ’6%3’% LfCo
(3) B biis—3EYE (DEHPHEMR) — 7Ly —ExFr—3 10— <HlE
EEAEoEHE BRAE

ER (5] (1) . (2) THRLZ-EF®EL., BHA-REDE - 7Y v #HEK
IO -—EF TV EEERED] D 1DHEELRLLANREE L, 2NE 10
00rpm (200X g) Tl OMHEERLTHL, EEZ Imloit~ATYANVRP
MI1640THEE LA, &6, 500rpm (50X g) T14M~25MoELS
M, 70—V RCFAT3OTHEHKEL 2o 2D, SHIC3 00M. 5% IRBETAA
VR ANR—FHATYW LN ET—T - gyl =T —TayH%200Xgl2T10
SESELTEEL, 2mlOZET ey 7y (0. 25M Taf+2mM U
KEFIIVYL /) BMAEF YA (pHT7. 2) 0. 1mM k<73
A+0. 1mM LGN T L) WEHE LA, ThE /55 RS 5— ML —
FEWWO., Bml~1., OmI oMz, HilbEl&%EE (el ectro square

porator T820, BTX##) 12V, 2kV./ ecm (1 0psecX4[H
) E3kV/em (1 0usecX4l) OEFTEREEGEIT o

BLAREGHE, TORAELTBEVWAZ20m I ORPMI 1 6 4 04BN @& IS
HEECIA. 300MBEL. 96K 7L—1MI20. 2ml  wel lIZhB kA2
THELL, 0, BRI 3 7T, bURBITAA VFaX—FNTEELL, ROH
W, 7L roEREEEZ0. Iml /wel 1 T¥2oBEL, RPMI 164 055aEH
THEORWARLAZHAT (100M RFHFU4+0. 4 M TI/T70 0
+16pxM F3ITr) (SIGMAHE) 20, Iml . wel | T2MA 7%,

(4) Ry bMiso LA (R b — i E -7y -+ 5 —J 13T
D MY CIEERO/ER)

PEFHFEIZEWT, ROEELZ AT v 7T LSO BRI OWT, FREL
EE R VT, RO L & FNE TR E 1T 2 72,

AN TRES N-BMARE 2. bmIORPMI1640WKEEL, 20 1 DD
EHPH#FEAE -7y vyarvPasr— 2882, 5mIORPMI1640LESLE
., 4C. 2FHT—7—a v Lo €D, 800X g THHEELDHML, 10m
| DNy 7 APHIETES L THUS 00X ¢ THAoMELDEEL THRIEL -, ibE% 0

bmlony 7 ZREHETHEEL, 20 1lOEFFy—74ax) MYy (EFF
—PE) (XA FAFHE) A, EXFFCTIBNEETCI—T—2a v L
o H—7 = a #&TH, 800X g THoMELTHEL., (LBEEZ N 7 AFEIETL O
mlIEELTHFES OO X g THAMELOBETS Z 0L Dk LAz, M0,
5ml oy APEEICES L THES L —FIRMETHEL 7=,

MR, BEPICERZET LIV OO MIREHETLI LD TEL, 2D b,
Heyote@ bl A D E H PRFEA0 L W 8 RAICEERk a0, S bl — 3l e E — 7
CUVVBERETREE LTwD EEZ BN, Thbbh, AEMNIEEIMES TR TR
WETHLNPWEILYE T LTOLARTH S 2 EDEIF SN,

B, MEPEI L > TSI N TR WRMSREHE Hw/-84. DE HP #F&E /%
—TETY, EFF Y —PEZMATHOFHFENICEGER SN MILZE{EOE L8
TEGdol,

(6) £/ 70—+ WHfkEENA 7Y F—<D Ay V- 7k ra— 1k
(1) ELISA (enzyme—linked immunosorbent ass
avy) ¥
Bl AHEEME TSwe | | TREL. N 7)) F—<v0xu - —EROFHEIIDO NV
TNl 20 Z—HEHEN T VL we | oW TikEELFZIY.,. LToFEIC
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TEL I SAEZITW, HHOHMAEENA 7Y F—vOHEE G,

DEHP#HEMA—-OVA (DEHPHFEA—FR7VTIV) 2MEYHEL, oh%
PBS (pH7. 2) TlOpg/mLIZHML, 967 =150 1 / well
TOBHE, ACT—EEHETL2Z LI, MEWEZ 7L — MIERE S Bz, RIT,
TV — bR PBST2MEESEZ, PBSTHMRLAZ3BYTF%2350u ]l wel l
MATACTBEEEL, 700X FEfTo7, 3B 3 7TCT1HRMEES 2%
. PBST (phosphate—huffered saline in 0. 05%

TritonX—100) T3HKEHEL., HWELETHL —KIMKEEZS0p l /we l
1A T37C, 1M A YFaxk—F L, MNTPBSTT3HEHEZ, PBSTT
1000 OMITAM LAk (goat anti—-mouse IgG (H+L)
conjugated with HRP (horseradish peroxida
se) (WNAFv—2#8) ) 250px1 wel 1A, 37T, 1EFHA »F o2~
ML7zo mfRIC, PBSTTH REEHEE, 6% (0. 1M sodium citra
te buffer (pHS5. 2) +o—phenylene diamine (1lmg
ml) +0. 02% H, 0,) #1001/ wel |IIAT37C. 1550MA >~
Foax—NLTRESYE, 1M HEEES 041/ we l I1NATHISEIEDZ, 2%
vA 70T L= ) =F— (N4 FT7 FH#E) 2HV0D, 5 o 0w KWTHEZITo A
(2) HAT#ERPB L CHT#ER

2. 2~3HBIIGARTL—MoEELFLZHATEARPM I &k (10
QM vREFHYFU+0, 4pM TI/STF)Y+H16 M F3ITY) (SIG
MA##) T0. 1ml ./ wel | To%# LA, 2HAMBEELAZ, HATEERPM
IEMZHTEARPM I el (100 M vRIFFVFUr+16uM FIT
) (ST GMAE) I T, FAKICERRBEOEEL 2 8MITVW, ZNLZEIERPM
1164 0%eEICXy)EEBmE T,

(3) BHRAME (Limiting dilution)

F (6] (1) EL I SABECTEMTH -2 BWOHMAELE A7) F—< (E
LISABMY L) &2, 27— )EXRy FEHAWTEZTELY VLA L. HIL
oAy Fe{Toke, RiZ, 9cells/well, 3cells/well, lc¢
ell/well, 0. bcells/wel WWRPMI1640meEmTHEL.
96 RTL—MIEFNFNO. 2ml wel | 0EBLANEL12we | | T2I245
EL7e D, 37Ty SURMHT AL VFa—¥HTHER L, 2 HMBMALEITV
VEHRBT LR Swe | | 2UMAEERETHBR LA V) F—<vDREEHA~NL,
NATY)R—%Dwe l | H30%~40%BHRINTh2EEIEEEERZEY, EL
I SAETHAMEZINE L THMORAEE NS 7)) F—vOHBELEE L1,

(7)) B/ 70— F VWHAREENA 7Y F—<vO KEE®R L 4#F
(1) NnA 7Y F—~DRKEIE#E

BAAGHEZ 1~ 2R0#E)ELAHE, EL I SABEICLZMEMIIEY (AOD>0

5) NA TN F—w224RTL—FMIAT— VT v 7 Lie T T— 25875
A2, T—7T5EERT7IAIDIEIZAT =T v T L. FOXK4DEBIIBWT, HER
tFEREY, 800X g THTMELTEH LA EFICOWTEL I SAERITY, HAMb
i R
(2) A7) F—<DRfiF

L (7] (1) TAY—NVT vl LianA 7)) F—<id, 130Xg., 5oMELY
MEL 1. 5ml@100% FCSIKEE LA, RiCfreezing buff
80% RPMI1640 (HAKEEMRASHE) +20% DMSO (SIGM
) +4mM L—270V%3r (HAREERASHE) ) 2FCSEENA 7D F—=2%
B (1. 5ml) A, BELE. SRNE—80TCTH 7Y —F—T1HM~ 2 HAMEEL
Fro FDH, FIATAARECHAESERTEERNICBE L0

Fhoo NATY F—<EsbFEIZ0. 05% NalN, #ET. 4 CIETHREL .
(8) = AgKRFPTOE /7 10—+ VHARES
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ER(7) (1) THENANATYF—<%130Xg., 5oMELTEL, Lkt
0. bmlI®OPBSIE@E LA, Milafzs v L, 1X10% cells/mlbE
OHBEE L L £ONA 7)) F—<%2FH3H~T7HREIZ0., bmlOTVAF Y (
2, 6, 10, 14—tetramethylpentadecane) ZEENCES
Lz~ A—CIZiEg Lz, #4128, ~ 7 ADTIEIIE L ARITHEIZ R 728 &
VR ADEMERAL TR &Y, BENC AT o 28K ERIN LA, 2512, PBS
THEMER 2R L, PR E I L7z BONAMEAIZE 00X g THPMELDHE L, [F
Uiz 2 YR L2, EiE20. 05% NalN, BFETFT4CIETHREL.,
(9) £/ 70— F ViifkpiE#

Fido (8] TELNA<T AEASLSE ) 70— FUHMEE 7TOF A4 GH T AL
NIE AT o/ BT LOWMHEE LT, bml O@EHfikE 1drop/ /sectidd
ARHT LAY Y ITEAL, BERLY /= VB2V LA, RIZ, ey 77
—THTLANEFRELL, 7 ABKEZEROE SNy 7y —ERE LB, T T 5104
e RGNy 7y —TCTHIFTLARNERELTH TLBHEEDOD, 5 o o o PUEIFOIR
Sfte, Ay 7y —TE/ 70—V E S LI 7927 aD0D, 5
am PWEL. EL I SAETHMARMEZNTS LAk, B, 70— FUinfkE & 7
57ary%0, 06% NalN, #ETFT 4 TCTTHRE LA,

[ Htif1 2 )

HEHEE LT ANy (10259, SIGMAH# 2B 254 ¢) LAY
. BMRRER Y Yo r— e LTEFTY—-B—-1—-11 (B20 g BFORT
FREHBETER) FALEEFF L —B—3—-11 (220 g [ BEONTF FERK
BCTER) AW, 22A N T A TED VR NHLTESF -3 Lo—<filaa o
7= M OEEARTREES S e DAME, BRI EEIC LTS 7Y F—< &R
L. BT 70— ik EH7,

B, B ER 2 Y2/ — MIAWAB—-1—-11B8LUB—-—3—-11i. v +A
YAD YOBSOT I S BEFNO—EHIIHIE TS LD TH - T, BEIZIE, DTo7 3

JBETN DD TH D,
B—1—1 1 :Val-Asn—Gln-His-LeuCys—Gly (EF|FEF|EF 1)

B—8— 1 I :Phe—Phe-Tyr-Thr-Pro-Lys—Thr (EEFIFTEAEF2)

el 1

HEANTOPMHIOREIZE L, A ¥ -0 1%y —4 B0 REM2Es L
o DAV R, FRA L EFEFICLTAHAA 7Y F—<%2F8 L, HEDOET /7 70— FIUHE
B,
el 2
EANCOBEMIBOREIE L, A ¥ -0/ %y —4 BLU) LML LFS 45
oAV E, ERM 2 EEBRIELTAHAA 7Y =248 L, HEDOT /70— F Ik
PR
ETAm A - 1
AT F—<EBLCTEL T S AR

PEF ¥R, Blvf=EMErHnwT#HB LA 7)) F—v0 a0 - —BROH K
DFERL Y NA TN F=—vDBEHEE (= (N 7 F=<FEy c VL &7 ~ Vi)
X100 (%)) zHE LA,

T, BHETHoANA T F—<DELISA (1D (6) (1) DEBEOEL
ISA) oOfEME (= (ELTSABMEY =W/ A7) F—<EEYy - vl X190
0 (%)) 2EHLZ.

ERP 1 OFFF R R 1T, BB 1 OofREER 21, EwH 2 oFREE 3T, LB
2OHRERACFNEFNRT,
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#27 WNo _ 1 2 3 4
PEFETOEIMEEKV/cm)| 20 3.0 2.0 3.0
EXNE 1 96 96 96 96
MUV B 51 41 55 43
ELISABTED L8 9 22 15 12
M35 (%) 53.1 42.7 57.3 44.8
ELISARZTE ZE (%) 17.6 53.7 27.3 27.9
=2
#57 No i 2 3
PEFETOEMEREKV/em)| 20 3.0 3.0
203 96 96 96
M7 - GHEIILER 12 5 19
ELISABTE21A 5L 4 1 5
MTUF R TEEE (%) 125 5.2 19.8
ELISAE 1 28 (%) 333 20.0 26.3
%3
#7 INo i 2 3 4
ERINE B-i1-il | B-1-Il | B-3-1 [ B-&-I
PEFETCOEMBIE(Y/cm)| 20 30 2.0 3.0
291hE 48 A8 48 48
MYV -TEEL R 38 41 24 40
{ELISAIETE )12 3 8 1 8
[N 7N =B EEEE (%) 79.7 25,1 50,0 83.3
ELISAISIEER (%) 7.0 14.6 4.2 15.0
F=d o
47 JLNo i 2 3 4
ERpE B~i-II | B-1-I | B-3-I | B-3-lI
PEFETOHMNETKV/cm) 2.0 3.0 2.0 3.0
£nIllig 48 48 48 48
MU 2SI 2 1 1 1
ELISARZ 1§21l 58 C 0 0 0
M7 YN —TEBEE (%) 4.2 2.1 2.1 2.1
ELISARZEEE (%) C 0 0 0

FRUAER LY . EENTCBHBROBIERT ORI YV — 04 F -4 BT KB
RS (R E2FEA-BECPEFECL - THIRESIN-ERFH 1., 20170 F
—2it, AL TREZRETICEON-EE L1, 2007 7)) F—< L LT, BEIC
FWEISICTHET L 2 EHH %,

SEAmAS S 2

chiR Y 9 A HE

ERHHA 1, 2BLTHEBER 1., 2B TEFRFREE SN, 70— vfbahing T
D= &ET 7N (22T, ELTSAFEICTHEMED Q. 5LETH A7 =LAt
120 Y TN THdbDETD) ILonT, BAEENZE/ Z7a—FiifEkns 5 A%
Y RFAFELISAE (TandemiE) WLEoTRELAL, Y FAvF+ELIS
A, UTOFNETIT- 72,

Pl AT gMbfk, FL~7 A1 g G, Hifk, L7 A1 gG, , ¥k, Pivv A1 ¢
G, , Jufk, v AT g G, Pk (WIFNDITRE - 231 AR SHE) 20, 1M
NaHCO, (pH9. 8) THML., 10xg/mlE LT, 96K — I I50u
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l/wel 1 T20EL, ACTBKHETLZEIZLY ., HIEWE G~y AH4E)
7L MIBESE A, K2, 7L— 2 PBST3HEHZ, 1%EI5F %2350
gl wel IMAT37TTTLIEM~2EM A v Fax—LTTOvFr 7 2{Tok
o PBSTT3MptEtk, MiEEEEL225, 1/ we |l | T2OMAT3 7T, 1M
A vFaX=—F L7z PBSTT3MEEHZ, PBSTTSH 00 0IARL - ZXIUE
250ul /wel | TOMAT3I7C, 1BMA v Fa—b Lk, B, PBST
TH iz, S (Ff (6] (1) EEL) 2501/ wel | T2oMAT3 7
Ty 159MA v Fax—rLTHRESE, IM H, SO, 250 1/ wel 1A
TR D, ZhE, 4707 L= b0 =F—%2HV0D, 5 ¢ o » WTHEZT
Vi, B/ 70— PR Y A T ERERE L,

%EM1££URWM1®%%%E§§K%?O

Yo7 MWNo| TaMBAT IgGAAF

EHEHN 0.34+0.08 0.70+0.16
0.370.19 0.56+0.18
0.22+0.08 0.53=+0.16
0.2240.08 0.58+0.16

HEHI 0.55+0.44 0.1220.02

0574002 0.14==0.01
0.58+-0.04 0.37:£0.04
0.400.24 0.080.04
0.55:+0.25 0.21+0.05

FRUER LY . BN TBHBOBERITT ORI VY — 04 F -4 BL T KN
PRESCLTHEZRETCAONA-ERH 1. 20X/ 70—+ ViEiZ, 222 THEZE
FTIMOENALBH 1, 20T/ 70— FIUHEE HE LT, HECEVWEEIITI gG
FATOES 77— NWPEIEREISNS Z DD,

Ul N= N

SEA A 5 3
MRS

EHF 1o (5] (4) TOREWESERZ A BB mR/LETIcBNT, B
ORIV AD EHPFHFEA—FEY vyary Yol — Mo L BRMICHG I Nk
BAELSNAZ LT ERL 2,

M1 ERE 1 o {LENE R Z R TIEMETETH Y . M2 IZEA 1 o H{LE
Wi RE2 R TAMETETHS Ghic, HESL —F-EMBEC I VEE (3 0 0K
) ) o ERWHAMITICBEB VW TIZE ST, LEREANTOREOBIZA ¥ -0 1 % —
4BV EEPEALEBEERL LT AV — A5y — 4 BL U REpLtfEs
O EE L s TR R ISR SN B Ao S AsBERE BN 5 Z EASAIET L 7,

F /- R bR oS, LES L - i coBlEoanic . mEkEEEE AW T
HMRLEE TR A, 4 HEOEAM SRRt IC, BMASEE LTIEIE1 0 (£
#l1:4. 7TX10" cells~bH. 4X107" cells, H#EBI1:0. 58X1
0" cells) ofifbEoEMLEDLN, EANBREOBICA v F -0l F v —4 B
LFUVREWELIELCLZ LT, HRIMIET2 2 L2 RBRTARELE LN,

[ % o R HIT %]

DiEo@EBcHL R L 91, ARPOEGEHECTHELNNA 7Y F—<it, fEk &
e L THERIZEWEE (N 7)) F—<GitE) THHT L, 362, AEHo®ER
BETHRLNLNA ) F=vid, SEBEATHNVBENIIALER I eMy 1 7L, K
BAETHVEENIIEER L gCr A TOE 70— F VAR BRICE VSIS TEET
Ed, ZDEHUNA TN P28 G HFEL2HATLZ LT, EREBEBRLTHRECE
M, &/ 70 —F ko iEFEE, MLes fstEE, mMEYWEo A2 ) — v 7V aEE
HAipft T2 D LATED,

[(FRFE7 ) —FF A M)

BF#F=1 :B—1—11
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BERnFs2 cB—3—11
AL, HRTHBEESNRAEEH2003-59667%2EMELTEBY, ZNHDRN
FIIAHMFBIC2TLEENLZLDTH D,

I

SEQUENCE LISTING

<110> MIE TLO CO. LTD., Japan EnviroChemicals, Ltd.
<120> production method of hybridoma and use thereof
<130> 09612

<150> JP 2003-059667

<151> 2003-03-06

<160> 2

<170> PatentIn version 3.2

<210> 1

<211> 7

<212> PRT

<213> Artificial Sequence

<220>
<223> B-1-II

<400> 1

Val Asn Gln Hig Len Cys Gly
1 5

<210> 2

<211> 7

<212> PRT

<213> Artificial Sequence

<220>
<223> B-3-II

<400> 2

Phe Phe Tyr Thr Pro Lys Thr
1 5
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A. CLASSIFICATION OF SUBJECT MATTER

Int.cl” cl2zyib/00, COTRL6/00, Cl2ZN5/00, Cl2P21/08, GOIN33/53,

GOIW33/577

According fo International Patent Classification (IPC) or to both national classification and IPC
B, FIELDS SEARCHED
Minioum documentation searched (cla.ss:ﬁcatmn systemn followed by classification symbols}

Int.Cl” C12N15/00, CO7X16/00, Cl2ZN5/00, C12P21/08, GOLN33/53,

Documentation searched other than mininum documentatinn to the extent that such docurments are included in the fields searched

Electronic data base consulted during the international search (name of data base and, where practicable, scarch terms vsed)
MEDLINE (8TN), WRPI(DIALOG},  -BIOSIS(DIALOG), JICST FILE{JOIS),
GenBank/EMBL/DDBJ/GenesSeq, SwissProl/PIR/GeneSeqg

C. DOCUMENTS CONSIDERED TO BE RELEVANT

J. Immunel .Methods.
pages 31 to 43

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim MNo.
KB Masahiro TOMITA et al., Kogen ni yoru B Saibo 16/1-15
Sentaku o Mochiita Kokeoritsu Moncclonal Kotail
Sakuseiho, Blophysics (1994), Vol.34, No.2,
pages 40 to 43
X/A TOMITA, M. et al., Targeting antigen-specific 16/1-15

receptors on B lymphocytes to generate high
vields of specific monoclonal antibodies
directed against bilologically active lower
antigenic peptides within presenilin 1.,
(2001), Vol.251,

Nes.1l to 2,

Further doeuments are listed in the cantinuation of Box C,

I:l See patent family annex.

* Special categories of cited documents:

“4”  document defining the general state of the ari which is not considered
to be of partioular relavance

“B*  earlicr application or patent. but published on or afier the intsrational
filing date:

“L"  document whick may throw dovhts on prierity claim(s) or which is
cited to establish the publication date of another eitation or other
special reason (as specified)

" document seferring to an oral disclosure, use, exhibition or other means

“P"  document published prior to the intemational filing date but later than

the priority date claimed

“T"  later docoment published after the internationat filing date or priority
date and not in eontlict with the applivation but cited to understand
the principle or theery undeclying the invention

"X document of pactienlar relevance; the claimed invention cannot e
considered novel or cannot be considered to tnvolve an inventive
step when the document is taken alone

document of particnlar relevance; the claimed invention carmat be
considered to involve an nventive step when the documeni is
combined with cue or more other such documents, such combination
being cbvious to a person skilled in the art

document member of the same patent family

¥

g

Date of' the actual completion of the international search

Date of mailing of the international search report

09 Bpril, 2004 (05.04.04) 27 Bpril, 2004 (27.04.04)
Mame and mailing address of the ISA/ Authorized officer
Japansse Patent Office
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DOCUMENTS CONSIDERED TO BE RELEVANT

Category*

Citation of document, with indication, where appropriaie, of the relevant passages

Relevamt to ¢laim No.

X/

x/Y

PrX

Mitsumi SUGO et al., “Kankyo Hormon ni Talsuru
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Box No. 1 Nucleotide 2ndfor amine acid seq (5) {Continuation of itemL.b of the first sheet) 7

1. With regard 1o amy nucleotide and/or amino acid sequence disclosed in the international application and necessary to the claimed
invention, the infernational search was cartied ont on the basis oft

a. type of material -
a sequence listing
D table(s) related to the sequence listing
b.  format of material
I:I in written format
in computer roadable form
c.  time of filing/furnishing
] contained in the international application as filed
Filed together with the international application in computer readable form

D furnished subsequently to this Authority for the purposes of search

2. Ij In addition, in the case that mere than one version or copy of a ssquence listing and/or table relating thereto has been filed

or firnished, the required siaterments that the information in the subsequent or additional copies is identical to that in the
application as filed or does not go beyond the application as filed, as appropriate, were furnished.

3. Additional comments:
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Box No. T Observations where certain claims were found ursearchable (Continuation of item 2 of first sheet)

‘This international search repart has not been established in respect of certain claims under Article 17¢2)(s) for the following reasons:

L [j Claims Nos.: :
hecause they relate to subjest matter not required to be sparched by this Avthority, namely:

2. [:[ Claims Neos.:
becanss they relate to parts of the international application that do not comply with the prescribed requirements to sach an
extent that no meaningfial international search can be carvied ont, specifically:

3 [ craims Nos: :
because they are dependent clzims and are not drafied in accardance with the second and third sentences of Rule 6.4(a).

Box No. IF Observations where unity of invention is lacking (Centinustion of item 3 of first sheot)

This International Searching Authority found multiple inventions in this infernational application, es follows:

The inventions according to claims 1 te 15 relate to a method of producing
a hybridoma by fusing & B cell, which has been immunized with an antigenic
substance in the coexistence of a cytokine at a sufficient concentration for
selectively producing an IgG type antibody and a glycolipid in vitro, with
a myeloma cell and the thus obtained hybridema. In contrast, the invention
according to claim 16 has no description concerning the method of producing
a hybridoma and the hybridoma per se. Such being the case, it does not appear
that there is a technical relationship between the inventions according to
claims 1 to 15 and the invention according to claim 16 invelving one or more
of the same or corresponding special technical features.

L [:l A3 all required additional search fees wers timely p=id by the epplicart, this international search report covers all searchable
claims.

2. As alf searchable claims could be searched without effort justifying an additional fee, this Authority did nof invite payment of
any addifional fee.

3. EI As only same of the requived additional search fees were timely paid by the applicant, this internationa] search report covers
only thoss claims for which fees were paid, specifically elatms Nos.:

4. D No required additional search fees were timely paid by the applicant. Consequently, this internaticonal 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 fecs were accompanied by the applicant’s protest.

D No protest accompanied the payment of additional search fees.
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