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WL~ B EBZ 2R AR BT 2 /V80% L EZFRAlFE—1E 2
M E B P HIHIZ IR 0 (10-LFR2) B & FP A 4R 598 A 2 e Bx B P 51 2 565 35
~A9r Z R BB RAENI D IR ~ SNE S BZ IR AR YA A 2/ 80%
LU b Z B9[] — M 2 B B B 7 518 2 IR B (11-LFR2) L& /57 51 4R 5%
108F TR Z W BB Fr 7l 2 5635 ~ 49 i g E R IR AR Z IR ~ SRE & HlZ %
IRz E B FP7 B 2/080% L E 2 Feal[E—11: & AR R YR 2K -
fE R EAECHEFRS > BAGI S » 9514 © (1-LFR3)E & 5458 Fr
N RERRE PR 2657~ 88 L M AR IR A XK ~ BB & HZ Z Ik 2
MY B E/D80% L b 2 Al [E — M 2 B 2kl P SR 2 Ik (2
B & YRR L 8FT /R Z R ZRBR P 51 2 S5 62 ~ 93 i 2 i L BRI B HY %5
ik~ BB &R 2K 2 R BB P 5 B 20 80% DL E 2 R HI[E] — 1 2 i B
Bz P AR Z K ¢ (3-LFR3)EL & P8l 4m 528 AT < B A e e 51 2 55 57 ~ 88
fir Z P BB AR LK ~ B S SR L AR YR £/080% L
Z P ANE — M 2 R BB P FIH 2 Ik 0 (4-LFR3) R & P51 4R R 38 FT R Z i
BRI ZHST~ 88 L I BB AR Z K ~ SRE &85 2K A
FPAIEAZE/V80% L b R [E —M: 2 B AR P ARy 20K (S-LFR3)E &
FFAIER 48 TR Z g BB 51 Z 57 63 ~ 94 L Z ig B EHY Z Ik ~ A
S HI Ik B R A B £ /0 80% LL 2 IR A [E] — 1M > B EL g Fe 51 Y
%K ¢ (6-LFR3) L& 54w 5t S8 AT/ L B B B 7 51| 2 55 57 ~ 88 {iL Z B
BB SN ~ BB S EZ IR A P B R £2/080% L1 2 FF3I[E
— M2 BB P AR 2K ¢ (7T-LFR3) L& 7 51 4 55t 68 AT v~ & g B B P 511
ZBST~ 8L L AR EN DL ~ sNE e Z SR AR T EA
£/080% LA EZ FFHIE—ME 2 B BB I AR 2K+ (8-LFR3) B & FF 5 4 5t
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T8N Z M E B P 256557 ~ 88 L M AR By Ik ~ sl & Bz %
IR BB I EA 2/080% L E 2 FeAl[E —M: 2 b BB Fe ARy % K
(9-LFR3)H & Y 4R 5T 88 T /s Z R ZR B e Bl 2 5 57 ~ 88 i & i B B F8 Ak
WL~ B EBZ 2R AR BT 2 /V80% L EZFRAlFE—1E 2
B ZLBR PRI EY 21K (10-LFR3) B & P AR RIS T Z Be B e 51l 2 55 57
~ 88 LR BB IR BN Z K ~ BB S B Z Ik 2 R BB Y B A £/ 80%
LLEZ B9[] — M 2 B B B P 518V 2 IR B (11-LFR3) L& 5 51 4R 5%
108F7T R 2 B E L 751 2 5557 ~ 88 » I B G IR BNV X L ~ B &

IRz E B FP7 B 2/080% L E 2 Feal[E—11: & AR R YR 2K -

=
gi&t

\

(@

(@

fE R EAECHEFRA > BAGI S - 9518 © (I-LFROHBE S YR8 FT
N IEEB PR 2 F98 ~ 108 (i Z Fr R B AR Z K ~ sl & HEZ Z Ik

MR B ZE/D80% L b2 P Al [E — M 2 B Al P SR 2 IR (2-
LFR4) B2 P 5 4m T 18 AT L B 2R B P 51 2 S5 103 ~ 113 2 B FL BR TR AL HY
ZIK - BB E B IR 2 M BB P Y B 20 80% LA E Z R HI[F] — 1 g
BB FPAIHy 2K - 3-LFRO)BE & FHIERFT28 AR LM BB 51 2 3B 97 ~
107 iz 2 R BB AR Z K ~ B2z LR AR B 7 £/ 80%
LLEZ R AE— 1 2 B BB e 58 2 ik ¢ (4-LFRA) B & 57 51 4R 5% 38 AT m
LR BB A 2 698 ~ 108 (I 2 e B PRy ik ~ BUEL & BL8Z ik 2 i
YRR £/080% L EZFPAFE —: 2 e BB P 7Y 2 ik ¢ (5-LFR4)
BER I RIT48 TR I A Y 255104 ~ 1147 2 i BLBE 7 AT %
ik~ BB &R 2K 2 R BB P 5 B 20 80% DL E 2 R HI[E] — 1 2 i B
Bz FP5IEY 20K 5 (6-LFRA)E & PRl 4R 5t S8 A n < e BB e 51 2 598 ~ 108
fir Z P BB AR LK ~ B S SR L AR YR £/080% L
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C210392PA . docx

107100996 FH YR A0202 1073127174-0



1780102

Z P ANE — M 2 R BB P YR 2 Ik (7T-LFREL & P51 4R 3R 68 FT /s Z %
BB 2 5598 ~ 108 (I Z e B P A0 2 ik ~ BURL & BLeZ 2 ik 2 M A R
FPAIEAZE/V80% L b R [E — M 2 B AR P PRy 20K (8-LFRA)E &
B Y4 5t 18 FT v Z R B B P 51 2 S5 98 ~ 108 ir Z g B REFEE AT K ~ B0
EHZ LI BERR I ER 2 /080% L, 2 FpAlE—t: 2 F B 57
%K ¢ (9-LFR4) L& 751 4w 5t 88 FTo L B 2k Bk - 51l 2 S8 98 ~ 1087 2 ik
BB SN ~ BB S EZ IR A P B R £2/080% L1 2 FF3I[E
— M Z R BB PSR K ¢ (10-LFRA) B & 251 4w 598 AT n & i B Bk Fr 511
L HI8~1081 2 I BB AN 2K ~ sNE e IR EBRFIIEA
£/080% LA F 2 FPHE — M Z B BB Fe SR 2 Ik Bi& (11-LFRH &
Bl 45t 108 AR Z g ZLBE 7 51 2 5598 ~ 1087 Z B B R R AT Z ik ~ B
S Ik REB Y ER £ /080% L .2 FRFlE —1: & BB 7 5 HY
2k -

ERAHFHELFR  BELCHM AR ZFR - (EEZ " X
Z NP ZFR > BIA0AT S8R @ GenBankZF AR Z P AI &R E 1 FT &R
ZNIREPIAS ZFR ~ BEE R NRPiES < & w3 2 HLiE A7 51 (Human Most

Homologous Consensus Sequence ; Kabat, E. A.Z A 2 Sequences of
Proteins of Immunological Interest, US Dept. Health and Human
Services, 1991)41 “ FRZE o

AHFEYURE T 2 HECDRE H R B kabat 2 4757 (2 B CEL | kabat,
E.A. et al., (1991) NIH Publication No. 91-3242, sequences of proteins
of immunological interest | )M EFEFEFRH31I~35 (1 E - X » KHFIRE
7 E g CDR2 0 E IR 5 kabat 2 45 5% 1 F 4L /S H50~ 52 ~ H52A ~ K H53
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~65ZrE - X AHETEE T 2 Hi# CDR3E F RiEkabat 2 47 5% M {714
FAH95~100 ~ HI00A ~ H100B ~ H101 ~ KHIO2 Y fir'& « ¥ » KHFEH
e 2 B3 CDR 18 i kabat Z 4R 5% M (FAE RL24~34 2 & - X » K
HH 35 #7088 o > B CDR2 A i R kabat 2 4R SR T (EAEFALS0~56 2 fir & -
X KRHEFEHURS F 2 83 CDR3E F il kabat 7 4R 5% i (7 AE JYL89 ~97 2
& -

KHEFDR 2T FERES FI(1-1) 2 B g 2 CDR1~3 2§
g o AR RS FA(1-2) 2 B R ESHE 2 n[ B (V)& > BagmE 0 1Yl
2o bPa(1-3) 2 BEEETIAS 0 B R (1-3- D) 2 EHiEhiAe ~ Rali(1-3'-2) 2 &
#EPURS ~ K Bl (1-3'-3) Z B RS © BiE AL (1-4) 7 B8 R S5 2 L
BE o M fEREE Rit(2-1) 2 E#l R EEH 2 CDR1~3 ZHi 88 @ W52
& hi2-2) s EfE K B EE - BRME > 948 1 Rt(2-3) 2
PTG B hi(2-3'-) 2 EPiAe ~ Ril(2-3'-2) Z B gEiiAS bl
3-3) L BRgHEIAS - K LA(2-3'-4) Z BRFEIAS © B A(2-4) 2 FE R
BEHE 2 HiAe o X ERES RHG-1) 2 E i R 2 CDR1~3 2 fiks »
AIAIEE A& FAl(3-2) 2 Bl e i 2 R B & 0 B E 0 RIAIE |
A(3-3) 2 B IAS B E Fll(3-4) 2 B R ESHE 2 HiEe o X (ERE
& balt(4-1) 2 EHl f i3 2 CDR1~3 2§k @ W52 A A (4-2) 2 &
o RS HE 2 R E S - BRI E 0 A L Ril4-3) Z HE LS BiR
& h(4-4) 2 Bl REHE TR - X (EREE RHU(S-1) 2 B # R B
Z CDR1~3 7%k » a[FBE & FA(5-2) 2 Bl R el 2 n s (& o
BRI S - wI A8 © RAl(5-3) 2 B gEHiAG  BCR AL (5-4) Z B o R B 3
ZUiRE - X fERBEE Rilt(6-1) 2 Eil i 2 CDR1I~3 2 Hifs @ 54
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Bag L(6-2) 2 Eal M ESH 2 a]B&E > BfRINE > 514 @ L6
) HFEPAG - B S RA(6-4) L B R ESHE 2 fiRe o X0 fEREE Bl
(7-1) 2 B ) #5842 CDR1~3 Zfife > n A8 a & Byl (7-2) 2 5§ K
o EEE o BRRIME - WH8 ¢ Bali(7-3) ZHE#E#HE  EE bl
(7-4) Z B RS 2 iR » S (BB E BHl(8-1) 2 S K g 2 CDRI
~3ZPike > WY E FA(8-2) Z B K S 2 ] B - HEME
HHIER 0 EAlL(8-3) L B EDIAS ¢ BB S RA(8-4) L B RS L BT
Moo fEREE Ba9-1) 2 Ei#E i 2 CDRI~3 258G » A5 8#Ea b
A(9-2) 2 B R EHE 2 A& S > BRmME > nY8 - Rill(9-3) Z B
e BE & Rt (9-4) 2 B R EGHE 2 ide o X0 (ERES REt(10-1).2
B ) iEHE  CDRI~3 2 fifg » P8R A& FAl(10-2) 2 B R e 2 ]
SEE > BiRME > 958« Ba(10-3) ZHEfiRE  EE Ril10-4)
LB iR o O (EREE Bt(11-1) 2 EHi g 2 CDR1~3
PR AR E S Ral(11-2) 2 B R RS o n B EE - BRRmE 0 1
FIEE - RAL(11-3) Z HE#EAS » BB S RA(11-4) 2 i R B 2 HiRS -
e HEpieh cHEESE k] SEmEChERTmEs
ERAHFECAR > AERASAHFEETE MoRNAHFEE
PiAe < CoR U < AHAE AR B A0 & 3 ~ R Rl 7R e Sl A AR B 8 [ 3k 2 C oK .2
e E MR AR E (LA AR I R A] - Bhps - ASHH RS B BT AS BT AR E
H B & 2 [~ SRR AR A e e R O i U 1 AT AU R S5 (B R [ 3 ]
JR AT IR B T B g GAS B IE TR & -
ERAHFETRT ZINERE T ZRE - B0 514 1~ 10016 fz 5 B
FRE > WERIO~SOM I EREE - 3 ERAHBE IR T LI E
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+ - BRRME > AR R =80 E 1~ 4{E T e B L1 (8 &5 e B <~ B B B e
A1) 220 4 S 2B 4 1 B o

E R PR B R - R R g%y BB AR KB =] - 4]
HFI R ECDS ~ TAHFZ8E ~ o - B## - CD3( ~ CD28 » CD3¢ ~ CD45 -
CD4 - CD5 - CD8 -~ CD9 - CD16 + CD22 + CD33 -~ CD37 - CD64 -
CD80 - CD86 - CD134 - CD137 - ICOS - CD154 - EGFR(epidermal
growth factor receptor » K74 RKAF5Z#5) ~ 2GITR Z MAEE B & &
o BEME > fJ/BREESFImIFTISSHT R AR T2 F1~831r
< M AR R0 ACDSMREE B il o X - fF By Bl R s B 7 & e -
IR A] K Be %0 85 W A B R 2 K 2 CoR Uil 1~ 10{[E B B B AR AL ~ B fE R 6~
T B R A KA BR 2 - P58 - BE R YI4ReT 186~ & e A
FPoll 2 B 1 ~TT71 & B AL R T ER Y b it A\ CDS 4 AR B & 7 I Jk o~ ce AU Ag 1 -
EE FIERIR18THT R 2 B A P 2 1~ 7601 & M B iR AL iy bt
A CD8HH A i B i & e 2 pU BRI AG 2 -

{E R bt e m M AR B (LR SR AR @ L - H B B A AN H 35 B g 1
BE 45 & Y A\ GPC3I AE 49 [m) ooy o MR 4 A A (AR SRR < @ BRI AT - o
f14 % [ CD28 + 4-1BB(CD137) + GITR - CD27 » OX40 + HVEM -
CD3( ~ Fe 7844 By $# (Fc Receptor-associated ychain). > 4T ff A (& 35 2 %
k2 /D 1ITEERIED R » HER/EEZCD28 ~ 4-1BB ~ K CD3( 2 A0
NI 2 I3ET - {F ez CD28 XN & 2 20K - BgiE > 15l
BRERFIRITISSHTR Z AP Y 2 F85 ~ 1241 2 e A BE A8 A
CD28 2 A N &I 2 Ak - X » fE By bl " 4-1BB Z HHRE N & 3k =~ %
Bk, BRME @ AR EFIERISSFHT~ L MER I 25125~
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1701 2 e BB 7R By A\ 4-1BB Z AT N &Ik 2 2 Ik » 30> fE R E#itCD3(
ZAMEN & Z 2K - BfRisS > AR EE 545t 185 Fn 2 e B ik
FPAIZ 6172~ 2831 7 e BB 7 A ACD3C 2 fHAE N &I 2 Z fik -

& > FIIESRI8SAT R Z B ZL B 7 51 2 S5 84 L L H5 Bk (Arg) ~ FF
B4R 186 T Z R Z B Fe 5l 2 SR 78 (L Z KE B ~ PP P 45 187 B om Z i
B PPy 2 B 2 ¥R e By AR B A CD8 Z (I AE IR B il & J 2 % ik B
it ACD28 Z Al &8 Z 2 IREY LI P51 - 3> R H 4Rt 185 TR & i
BBy 2 B17 M Z HRE B (Leu) ~ FRAI4RST 186 AT /R L HE BB PP 51 2 5B
165z 2 5Bz ~ Fehl4mst 18T R Z e BB P 2 SR 164 2 H g BE By b
7t \4-1BB Z HAE A &35k 2 25 kB Bt A\ CD30 Al B PN & Jsk 2 %6 R HY 3%
B o

POASRIAE S > Fral " B ) BEIERN AR N RE R D)
REZANAE - fE Ry i iE MEdiiE - BIa0 el 528 - THHAE - B 20 Tl (NK
AMAE) - BAASEMERR ARG - BCEZ A - B - BHRAEE IR
SN - BEFEER - BEERMERR » s tEER - IERFAIRE S AIANAY - BAS
mME - BEAFRFEEA 18~ 3 5 - NESFHABY ZTAR - WE
Ry NJRTHHAE - 3> THHAE AT B Mk - FRF R - SR - Bolg - 4k
EEIFHES - e FEER - BRI ER - R RKSEEESTIREZ
BRI T - S bimES o BRI A A i ES QAT EiPSHIAE
FdfEg - (E R TAIRE - A58 @ o/BTHHAE ~ v/OTHEAE - CD8  TAHAE -
CD4 THHAT - MR R BT - SLIETHMT - WIATHAE - NKTHAE - 5
o PR AR AR B T B R e A [E] R Al A [E] o T 0 R T H R
BN B > (ERREEEWE - TEREERMETHRZEEARAR
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R EBHE UM > IR E E A SREZ M A G - B - HESEZES
o —2Ra] A —2 0 HIER—2 -

1B R Palif% TH5R > R YR IH ALY SIH ALY AAE - ZH A
B EEYIE A~ NE T KRB BRE R T FE
A BB~ B R - BRIEIE - LERVIEA -

AHFECAREEMANEEESRZT  EFHENEREEERELZ
BN AR R E R AT EERS (ex vivo) R - IERTAHAEIE R
TR Z B IER > (E R AHFCART ZH SR E B E AR S 1R
a2 A AR AR B A & 0 2 CoR g < R v ME sl AR AR AR R 3 Ay IR - BAS
mE @ W BEEFIEFRISS~18TH L E—FF R L mERFY 2
ik - X fERAHFCAR - B s > Al B HF#EEM EM-3) 28
LA ~ RAEU(2-3) B biAe ~ RAL(1-3-1) Z B ~ RAN(1-3'-2) 2
HPEpiAG ~ BAL(1-3'-3) ZBHSEPGIAS ~ BAL(2-3'-1) Z B S PIAS ~ EAN(2-3'-
)L EH GRS ~ RAL(2-3"-3) L B bUAG ~ R RAL(2-3'-4) L SR PUIAS ATAE
PRZBET Z BB - EE o EEDURE 2 CRl 2 B2 P4 97185
~ 187 ZE—FFrR LI E B P 2 ik -

Bl fER EAUAHEFCAR » H[FIE ¢

2 ba(1-3) 2 iR ~ A S I 18SFT R L AR5 &

ik ~ =

2 bat(1-3) 2 iR « EAS AT 186 R~ L I AR5l &
ik ~ =

27 ba(1-3) 2 iR ~ EAS AT 18TRT R L AR5 &
ik ~ =
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aha b(-3-1) 2 Hiie - BESFIREITI8SHTR A&
2K ~ B

aha b(-3-1) 2 Hiie - BE S RIT186FT R Z AT
2K ~ B

aha b (-3-1) 2 B - BESFIIRITI8TH R Z AR T
2K ~ B

aa b(1-3-2) Z e - BE S FIIRITI8SHTR Z AR T
2K ~ B

aha b(1-3-2) Z e - PE S A RIT 186/ R Z AR
2K ~ B

aa b(1-3-2) Z e - ME S I RITI8TH R Z AR
2K ~ B

aha b(1-3'-3) Z HEi e - BE S FIIRITI8SHTR Z AR
2K ~ B

aha b(1-3'-3) Z H#Ei e - PE S A RIT186 /TR Z AR
2K ~ B

aha b(1-3'-3) Z HEie - BE S RITI8TH R Z AT
2K ~ B

2 bi(2-3) 2 iR ~ A S I 1I8SFTR LI AR5 2
ik ~ =

2 bai(2-3) 2 BiEfiRe ~ EAE PRI 186 TR L I AR5 &
ik ~ =

2 bi(2-3) 2 iR - A S FFImIT18TRT R L AR5 &
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2H htQ-3-4) 7 BERE - BEE TR IS8T R Z AR T
F 2B -

ERARERE G - RERRRCAR Y R & AR
HH CARAE R AR T E R FAL - &M AR BN CARIIE A 5 M
CARZ e B A AT o (F B AR FREE s e S M AR - e R s i R IRIL-T R
JHCCL19% « A& i M A A Fs R B AR IR IL-7 Re /8 CCL19 2 4 AT ~ fil4m
THIRE B TOBE - B0 e S M 4HAR & TA AT DA AP 2 TL-7 R /3 CCL19 2 %
BEAR 2 iR 2 B TRF - (B 3 RS AR - B R R BN
IL-7 } /8 CCL19% -

A R E AR T FE R B 2 A B CARE R 2 A E#A8
B & IL-T7 R /BCCLI9E R w i Ae A £ o S M i i 8 E - (&
AFiE o RSB A B AR ADNA Y AR - FIanal 5 8E - &
ZF fL.7% (Cytotechnology, 3, 133(1990)) ~ i f% $5 74 (H A & A 45 B 1 2-
227075 5% /N # ) ~ B5 48 4% J% (Proc. Natl. Acad. Sci. U. S. A., 84,
7413(1987)) ~ IR BRFEZE HE - AF BB BREZE - WHIBOTH
% 1 R CARFR I EAS (B PR A B2016/056228 5750 I &) FL L S E i i 4 &2
GP2-293 4 ffd (Takara Bio /5] #4#%) « Plat-GP 4 1 (Cosmo Bio /3 5 #l
%) ~ PGI34HMfI(ATCC CRL-10686) - PA3174fffI(ATCC CRL-9078)% 4,
SEHRE M SUMF AR 3 - P E s B AR 3 R THHAE -

N RHF e SR oI T S RS ER
BTG KRB A HEECARZ LTI - BB RIEIL-T7 & /B(CCL19 2 #%
Hle AR EE B8+ 2 PEhl T TR 2 T A 2T AR
oo ER AR 2 BRI lr - 1] 51 2 (i A §% 15 % B4 18 (Zinc Finger
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Nucleases) ~ TALEN(transcription activator-like effector nuclease » g%
WUERE WIER T #% 1) - CRISPR(Clustered Regularly Interspaced Short
Palindromic Repeat » & [E][B 3L EE FHIHEHE)-Cas R HFE N UL BN < 7
g

AH G R A M A o] B A SRR BRI OF - fF B Ho At b e B2 -
o FI[ 28 IRBE R 7 (cyclophosphamide) ~ K% 5 5] )] (bendamustine) ~ £
I% % Wi 7 (ifosfamide) ~ %2 £ B2 0 (dacarbazine) F {E AL H| - & 5t T
(pentostatin) ~ % 2 fi )& (fludarabine) ~ 7¢I ifi & (cladribine) ~ H 7 E 15
(methotrexate) ~ 5- @ FR ®& 0E (fluorouracil) -~ 6- & A E 15
(mercaptopurine) ~ {{< 3 fif. & (enocitabine) Z= (U & HL A - F] 2% F H i
(rituximab) ~ PHEZ E B H{(cetuximab) ~ Bl & ¥ B #{ (trastuzumab) = 47 +
85 = & - P S B JE (imatinib) - & JE B JT (gefitinib) ~ % & B T
(erlotinib) ~ [H] j£ & [E (afatinib) -~ % /D 5 JE (dasatinib) ~ 7 E & E
(sunitinib) ~ HEEJE (trametinib) ZF 5 BE {1 & %] » 6 & (/2 >F (bortezomib)
FEAONRRHIE]E - BRfUEE (cyclosporine) ~ i 72 B2 5] (tacrolimus) ZF £5
& g B% B H0 ) & - 3 2 0 &K (idarubicin) ~ XL E KA B E
C(doxorubicin mitomycin C)FEHIEMILAE ZE - (FILE FE (irinotecan) ~ (X
5L E (etoposide) F AWl - IH$H(cisplatin) ~ /D F]$H (oxaliplatin) ~
#H (carboplatin) & 9 # & - fi &= & 7% (tamoxifen) -~ [ £ & W&
(bicalutamide) % 8l & % )& &l > F I8 £ (interferon) - & H H i
(nivolumab) ~ JR# EEF1 (pembrolizumab) 25 0 ¥ 28 &l 7 o

R Bl " AR R E B G SR/ o 0f L ik - |
FIER e HMA DR SR A TR - HIRE R AHE e S

35 HEWHRE)
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v B[] B 5 R A BF R M A B LM A e SR R 2 0k 0 B E A
HER S B MR T e B > HARE A TR 8l 2 0k - X0 A
HH R S e S MR AT L A DR 2B T OF ) Z B TP s > B UGB U R i —
Tiem o L HEMRVSEH 2R TREEGRTE > K ESE ZEIF
g o

ERAHFRERN  RAELSFEEAHFIRZIBERNGZETR) -
Al BIPR & - Bl a8 3

(1-1D) - H&H  AEESFIHEFITER I ZERFS 2 H#
ATEE 2 591~ 10507 2 B B BV S CDR L EL R (4R Falt(1-1) 2 &
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6] — M 2 % 5 BE e F1 A B g L PRl (4R 5 L & BAL e 91 4R SR 30 AT s 2 e AL I
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B
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EZRAIE— M2 E R YR EHEERN (RS RIS~ .2
MR B IIE A 2/080% L E 2 FPAI[E — 1 & B Ak Bk P 51 /Y B o 2 A
A~ BEEEFYEIR 126 RN IR HRFYIEA £2/080% L EZFY
6] — Mk 2 % 5 BE e 71 B9 S g L PRl (4R 5 L & BAL e 91 4R SR 40 BT o 2 e L B
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B
(5-4D)ya AE WA 129 RN L ERFIIER £/080%LL
2R AIE— M2 E R YR EEE N (RS R S R IT49 TR 2
MR B IIE A 2/080% L E 2 FPAI[E — 1 & B Ak Bk P 51 /Y B o 2 A
A~ BEEEFYEIRIB0MERZEHRFIIEA £2/080% L E 2 FY
6] — M 2 % 5 BE e F1 A B g L PRl (4R 5 L & AL P 91 4R IR SO BT o 2 e AL I
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B
(6-4D)y2 HE AR II3FME RN IZERFIIER E/80%LL
EZRAIE— M2 E R YR EEE N (RS S RIS~ .2
MR B IIE A 2/080% L E 2 FPAI[E — 1 & B Ak Bk P 51 /Y B o 2 A
A~ BEEEFYEIR 34BN ZEHRFYIER £2/080% L E 2 FY
5] — M 2 % 5 BE e F1 A g L PR (4R 5 L & BAL I 91 4 SR 6 0 T s 2 e A I
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B
(7-4D)ya HE WA I3TI RN IR ERFIIER £/080%LL
EZRAIE— M2 E B YR EEE N (RS R SR IT69 TR .2
MR B IIE A 2/080% L E 2 FPAI[E — 1 & B Ak Bk P 51 /Y B o 2 A
A~ BEEEFYEIR 38BN I HFRFIIEA £2/080% L EZFY
6] — M 2 % 5 B e F1 A B g L PRl (4R 5 L & L H1 4R IR TO BT o 2 e L B
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B

5 48 HEEHIEREIE)
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(B-4D)yE A B SR IS 141 FTRon LR H B Y E A £/080% 2L
EZRAIE— M2 ER YR EEERN (RS S I RIRTIFT R Z
MR B IIE A 2/080% L E 2 FPAI[E — 1 & B Ak Bk P 51 /Y B o 2 A
A~ BEEEFYEIR 42BN ZEHRFYIER £2/080% L E 2 FY
6] — M 2 % 5 BE e F1 A g L PR (4R 5 L & BAL e 91 4 SR 8 O BT s 2 e AL I
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B

(9-4D)ya HE@HFIIGEIR ISR N IR ERFIIER £/080%LL
EZFAIE— M 2 E B YR E A N (GRS E & B S 4R ST 89 TR 2
MR B IIE A 2/080% L E 2 FPAI[E — 1 & B Ak Bk P 51 /Y B o 2 A
A~ BEEEFYEIR 146 RN IR HFRFYIEA £2/080% L E 275
6] — M 2 % 5 BE e F1 A B g L PRl (4R 5 L & L 91 4R SR O 0 AT s 2 e AL I
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B

(10-4D) & H B &P FHIEF 149"~ 2 ERFIIEA £/080%
LU b Z Fe A E — 1 2 2 5 B P 51 Y BB 2 TR (4 185 B & B 51 4 552 99 AT
<M FE B Y B A 2 /0 80% LA B Fe Al [E] — 1 & B B 8% P I i BB o 2 A
A~ BEEEFYEIRISOMERR IR HFRFYIER £2/080% L EZFY
5] — M 2 A% 5 B P Y RS S B IR (4R A5 B & B P 51 4 578 100 AT s 2 i A B8 e
FIEA £/080% L EZ FeAl[a —M: 2 e Ak B R ARy 2 LN © B

(11-4D)yeHF B &P ImIFISIME R TRFIIEA £/ 80%
LLEZ FrAl[E — 1 2 1% B il e 1 Y B S B N (R 5 L & B P 4R 51 109 BT R
<M FE B Y B A 2 /0 80% LA B Fe Al [E] — 1 & B B 8% P I i BB o 2 A
A~ BEEEFYEIR IS4 RR IR HFRFYIER £2/080% L E 2 FY
5] — 1M A% 5 B P 71 B S 8 A TR (4w B B & B PP M1 552 1 1 O P s 2 i A B e

5 49 HEEHIEREIE)
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FIEA £/080% L E 2 Fe Al A —M: 2 B Ak B B Al Ry EE 8 2 FL R -
ERAHECARERN - HERFEHEAHFCARZERNGZEHE) » A
R R IR - B2 e BAg st Y2840 T
(1-3D) » & A w5 LAl (1-3) Z B P ie 2 F N ~ BGZ 2N 2 6F
ST UG OB

(2-3D) - & A mE LA (2-3) Z P AE L E N ~ BUZ 2N 2 6F
ST UG OB

(3-3D) - & A mE Ll (3-3) Z B PTAE L F N ~ BZ 2N 2 6F
ST UG OB

(4-3D) - A mE LAl (4-3) Z B PTAE 2 ER N ~ BGZ 2N 2 6F
ST UG OB

(5-3D) - A mE LA (5-3) Z P iE L F N ~ BGZ 2N 2 6F

ST UG OB
(6-3D) - & w5 Ll (6-3) Z B P AE L AN ~ BZ 2N 2 6F
ST UG OB

(7-3D) - & A &mE LA (7-3) Z P AE L ER N ~ BGZ N 2 6F
ST UG OB
(8-3D) » & A w5 Ll (8-3) Z B PTG L AN ~ BUZ 2N 2 6F

ST UG OB

(9-3D) - & HmE LA (9-3) Z P AE L F N ~ BZ 2N 2 6F
ST UG OB

(10-3D) » H&H RIS LA (10-3) Z B#EHIAS 2 AN ~ B AN 2
O # ST ARG B

% 50 HEEHSRE)
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(11-3D) » HE& AR LA (11-3) Z B#EHiRe 2 RN ~ ez AN
O # ST ARG B

(1-3'-1D) » HE& AW LAt (1-3'-1) 2 B G e 2 BN ~ AR Z
i pRa s T RS B

(1-3'-2D) > HE&H &M LAt (1-3'-2) Z GG 2 BN ~ AR Z
i pRa s T RS B

(1-3'-3D) » HE&H M LAt (1-3'-3) Z B Hiie BN ~ AR Z
i pRa s T RS B

(2-3'-1D) > HE&H @B LA(2-3'-1) 2 HEHIAS 2 BN ~ S ERNZ
i pRa s T RS B

(2-3'-2D) > HE&A @B LA(2-3'-2) Z GG 2 BN ~ AR Z
i pRa s T RS B

(2-3'-3D) > HE&H @B LAl(2-3'-3) Z GRS BN ~ S ERNZ
i pRa s T RS B

(2-3'-4D) > HE&H @B Ll(2-3'-4) Z GRS 2 BN ~ AR Z
R R i 1 ARG

MASHES > e ' £2080% 2L E 2 FE—1M  BisE—:A80% 2L
Fo BREWERSSRLLE - FERBESSRLLE ~ EMEEEI0% L E ~ #if
HEBIIDLAE - TEBISPLLE -~ EEEISDLL E -~ &EF100% 2
[&]—14: -

MASHES - H&E "H—M ) BEZREEERTRFPII O
PR E (HHEUA T B8 (query) FP I ER LA AR5 ~ S & [F] — B2 51 (% B 2R
HERFIDZLE) - ERetEREE " F—1 ) ZBELEBERE > °]

5 51 HEEHIEREIE)
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F|#& : GCG BLAST(Basic Local Alignment Search Tool - [fifik: & 3 $f %
#Z T2 )(Altschul et al., J. Mol. Biol. 1990, 215 : 403-410 ; Altschul
et al., Nucleic Acids Res. 1997, 25 : 3389-3402 ; Devereux et al.,
Nucleic Acid Res. 1984, 12 : 387) - & BLASTN 2.0(Gish W.,
http://blast.wustl.edu, 1996-2002) - K FASTA(Pearson % Lipman, Proc.
Natl. Acad. Sci. USA 1988, 85 : 2444-2448) - RiEE L ¥R EE®
— $f /81 %% B (Contig) 2 GCG GelMerge(Wibur & Lipman, SIAM J. Appl.
Math. 1984, 44 : 557-567 ; Needleman & Wunsch, J. Mol. Biol. 1970,
48 : 443-453) > {HU RN RENZE -

PASRIES - frel " B YERSEX TR 2 M AR YR A £/080%
LB FpAlE —M 2 R ME 2 B TR XFTR 2
BEREFYIRAHO - 15 EE AR EAKHREL - B - A ~ K/EHNZ
MR RS, HEABRFIREXTR RN HEREE 28 -
Fies T 1B e AL Bl T EL &Sk 2R ~ B R - 4R A - B/ BRI hAY R B
FI ) BB ~30(H 2 & E AN ~ BER1~20(H Z&E N ~ BER1~15
(& < dn @A~ EMEE/~10E & E N - EimEER ~ 52 & E
A~ TR By 1 ~3(F 2 #E AN ~ BB ES I~ 2 L HEN ZBE 2
MRS R Eh Ak - B - @A - R/ ERERTFY] o ZERER
WEZBRERMOBHEESK - ERNTENE - #BFHFREEZCA
AR IR ELT -

ERAHFEHET BT RELTIEANEE T2 N A H
FHPEER T4 HE 2 mRNA(Messenger Ribonucleic Acid » {Z i % %
Y sk Y S R0 W] > BB L kL AR (L BL (TSS) -

5 52 HEEHIEREIE)
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A EE RS T BB T ECE RS R TR EE A 2 1E A (E
T8 £ A = TSR i B

T8 Ry 1E £ AR - B Ry (oA i 355 40 8 B TR 35 1 A HH 35 P AR R B
E o~ B A G CARE R Z mRNABE G A H 55 CARF IR EFRIT] » A&
A TEEAHBBER SR ) FHEAHFERE ZFPR - B4
ERLAT 2B e ~ WR BN - R4l - S0 - wEA "TaE
AHFECARER &8 | (FHAHEER B - B LA/ R s
S M 4R -

B (8 B B (B 20 FE P B¥ £ (Saccharomyces Cerevisiae) ~ S ZRIE R
£}(Schizosaccharomyces Pombe) %) (F 15 L4l < BEEF - (ERHAHEE
& B > Wl 40 o] 5] 2 © YEP13(ATCC37115) - YEp24(ATCC37051) -
YCp5S0(ATCC37419)E BB H iz E i E » F HEE T - fIam 58 ¢
C.ME 6 (hexose kinase) S5 il B i 2 ~ B- IR 2 B &)+ - PHOSE( &)+ ~
PGKE[®)+ - GAPE(®)+ - ADHEE)F - gal | BlE)F - gal IOBLE)F - 2
RreE H'ERBE T - MFalB(#)F ~ CUPIE(ET-5 -

S0 A T FL B YA AR (B 20 B A 2 Namalwa A8 ~ JR 5 1% 2
COSHHME ~ JHE A EINE Y CHOMAE « JHE AS/NE S THEE)
ERE TR CBER - BNAHFHRE RO SR ER BN - F
AH G EAE o Pl E 55 pcDNAIL ~ pcDM8(Funakoshi 2 5 B 45) -
pAGE107( H A 5 7] 5 Bf 7 3-22979 5% /3 #f ; Cytotechnology, 3, 133,
(1990)) ~ pAS3-3( H 4 2 F] 45 B ¥ 2-227075 9% /A &) ~ pCDMS8(Nature,
329, 840, (1987)) - pcDNA I/Amp(Invitrogen /% 5 # #& )

pREP4(Invitrogen 7/ & 2 7% ) - pAGE103(J. Biochemistry, 101,

% 53 HEWHRE)
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1307(1987)) ~ pAGE2 105 & AG R H 28 & - 55— | » N
BV (BIIR B A 2 B e g E A ) e T PR - B
MAHFERHEECARERN N - (ERAHFEE - f1aa 5]
22 : pMSGV #; #% (Tamada k et al., Clin Cancer Res 18 @ 6436-
6445(2002)) 8. pMSCVH #G (Takara Bio s 5] B35 ) T [ 18 57 5 75 B4 88 20R
HEZEEE -

ERAHFEE T ZBEF - Gle 58 @ EARECMV)Z
IE(immediate early - BIZIFH)E R Z BEF ~ SVAOZWIERE T -
B E L BE T - £BmMELRE 7 - BREEE F - SRaBE)+
NFAT B &)+ - HIFE(#)+5 -

X0 FAE R B a5 HAR (B 40 {F & 53t &f 3% (Spodopterafrugiperda) & B
SRt~ SEOYHME ~ SE21AHRE ~ 1F By SUIX Bk (Trichoplusiani) . UY 51 4 Aty
Z HighS4M ) 1F s A BN - fERAHFEER - PIWNEHEAIR
WEMNEETRERN CEBEE > BN S > /5% : pVLI392 -
pVL1393 - pBlueBaclll(#5 fInvitorogen /) &) Bl i ) 55 & 48 5 7 5 3% £ 52
o ERBETF - PIaIel 528« ZEEECREIT - plOE +5 -

oo P AEY R BIAE R - REeE - Fhn - HHEE - RE - H
X~ BEHE M NE - REBVELRBITHRBRR - FERERE
B 0 DI eSS - TSR - ERERIURE RS FEEREORE %8RS 0 1F
R BB+ - Blan w5115 ¢ BRSE R 4UR 5 (CaM V) Z 35SELE) + ~ FHLE) &
H1EE 5

TER A HFEEES » RN SN RERZERSS S ERBS
ribosome binding site) ZligFE % » DUE— DR SERFRIHECE - g

5 54 HEETIEREIE)
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o ARy 2T L & BT ST A o e T 3 I T 2 M R OR) (9 A T - R e R M
- MEABEMEER - MUBREEER - RIS EEER - Mt ZEErEk
MEEER ~ MR R MR~ R AR - IR EE AR - W
BEEBELERS)E - UETAHFERE L &R - aERTER
BENEE T2 FF > RBSAFEILENRE FRARFERN M - HAER
B S T 2 AN SR B S AR R 2 AR E I e 91 o] AR 4R BB T R 3R 2 1 T 4
R B AL S S+ P 51 o AN HH S5 88 ] PR ) R PR 28 40 R it 117 88 b A /17 A
BULPE -

A FH S5 1A T AR T 5 R R B AE T AR FESE EE 2 RO > A
PHERE B A () 215 T 4HAEim & -

PR R i R E AT AT BTN - (E R AR B EE m B L
BATJE  RE BRI E ADNA Y J AR > FlAT YR - BEFLA
(Methods. Enzymol., 194, 182(1990)) - Ek /& & (spheroplast) J% (Proc.
Natl. Acad. Sci. U. S. A, 84, 1929(1978)) - Z % $4;£(J. Bacteriology,
153, 163(1983))5 /3%

S AR AT LB Y A A R TE AR B o (FE RAREE
B WAV EAT L RERHHAHYAMEE ADNAY T
& B W o 40 wT A B 4 kR it 2 & ZF FL UL (Cytotechnology, 3,
133(1990)) ~ Bk % £5 % (H A F M FF5A 1 2-227075 57 A ) ~ FE#E 44 0%
(Proc. Natl. Acad. Sci. U. S. A., 84, 7413(1987)) ~ HHERELES 75
TE R R BRI E » 0 bAT - SIFIEAS )50k R CARR B E A (B %
A Br2016/056228 55 551 I =) Bl 1 2 B Fr i 4% 2 GP2-29 34l ffd(Takara Bio&

=) 8 E) » Plat-GP4H A (Cosmo Bio4y 5 #l#E) ~ PG134HAE (ATCC CRL-

55 HEWHRE)
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10686) ~ PA3174HAI(ATCC CRL-9078)E MMM B AIF B IFE - F L
i% B 40 5 UL T4 AR -

N AER R R sk A A IE BrE T 2 B 0 (F R A HEEE
=) B e A 2 BA T o Pl al FIEE A0S J50% ¢ fik# T Current Protocols
in Molecular Biology | - " Baculovirus Expression Vectors, A Laboratory
Manual, W.H.Freeman and Company, New York(1992) |
" Bio/Technology, 6, 47(1988) ; EFTetE 2 /1% @ B AHEFEEE (B E
BE) B H AN 3 < AR 4H DN AL 5 & b it B2 & 4 A i B4 0 22 40 A91R
e o fF Rax dbidge 2 J50k% - Plan el F11 8 © s 35 0% (3 A SR % B 1 2-
227075 8% 4\ %) ~ f5 48 2% (Proc. Natl. Acad. Sci. U. S. A., 84,
7413(1987)E 53k -

X AER A A E B T 2B o (F R A HEEE
I TE Y AR < AL - Blan e FIER ¢ s Y T R AR N (Agrobacterium) 2
T A (H ABEFFF BIES59-140885 57 2 2k ~ H A B F[F5 H#HE60-7008057
)~ BEILE(HAHEFEEIIE60-25188758 /0 ) ~ [ Rk +ia (KR g)
Z JiE(HAER 26068565 N8 ~ HABFERF251781358 A ) F Ty
A e

AH BB HURE P 5 A A Bl AT B 2 A B 18 AR N B TS
F AR E 2 SRR PR TIEEE MER -

X JRa R HEREE Y SER M m B FE A A AHFB IR ER
(CRHEEEES) < /Nea, ~ 4 > W3~ 43~ 2 EEREESY) - hZ
EREEEY) MK - AR EMREEEREAHFBIEER ZHUE -

A TEIEABYI(HIA/NE ~ REDREE A EFIIETE 15507

% 56 HEWHRTE)
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107100996 FH YR A0202 1073127174-0



1780102

R P Y 2 NEGPC3Z IREYYIE (GPC3L kB IR) » M EE 2
BUEBUEscFV AR 2 B AS BN - WG i {F FHZ GPC3 LIk fil [ e /8i3k
B GPC3L Ik PR < AHAE PR (B B R RELARMEGPC3 2 dlifUts) ~ #ifk
P EMEFAE B FE 2B EFIIER ISR HERFYIZGPC32C
AL B 2 BREY A= VR ER L - TS A EEscFy o X0 NI SR 4RAERE &5
fly > & FAHTR %% 2 JE BT B E A DURS RS 0 RS A
ML A it it ] > 52 % #2 19 ELISA(Enzyme-Linked Immunosorbnent
Assay - Bl e e R MY SO0 ) A ETTER S - ML EREEAHERE  EE
FER - AHBHEBTRAAHZ B LT EZER RERET T
o~ AL

T8 B A HH BF AR 7 0% - RBE B ELAA (58 R A4S R S 0B 1 A RIS (B0
MR ~ 4H&% - FRIRE) & 2 /B0 A2 7 4R A A (88 2 R 4l i) B 2 GPC3 2
A ERRY AR ] - fERER AR L > PR RAHBIE Z 2%
BRGEE - PHITEENE - ELISA% -

AHFERAAEHRGRER " HURRGPC3 |, R & AHEEN
RREECYCEE  ZEHESEEREE IR KT - flan#EE
pHEEEE - BER - HIMNEE B RIESRAEE - GPC3HIER A& F
by S -

P S RO T AR S I E4H T+ I 5 2 GPC3 2 A1)
N R/ N - REZFIRATY - HAEE A -

fE b HUAHEETAE 2 b 2 R E - Bl 52 - B AL
B (B a0 R AR 8 S LB [HRP > horseradish peroxidase]) ~ i bk B2 g ~ B-
D-PHAMEHEE - w &S (L0 - A& f-o-uhiL B iR S 06 - FER &8 - 448

5 57 HEEHIEREIE)

C210392PA . docx
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KRB B - FEED - B - 8K E & & = (6B (apoglucose
oxidase) ~ Ikl ~ FEOCLRMN LFRIE I SN - AR E R - EIE
EH LB EEY  FTMERENEREARIUHEERETHSEWE -
4% 0 - & '8 (GFP > Green Fluorescence Protein) ~ 5 & NELE
(CFP - Cyan Fluorescence Protein) - B 2 % ¢ & H & (BFP > Blue
Fluorescence Protein) ~ = & Xt & H & (YFP » Yellow Fluorescence
Protein) ~ 4[ 2% % %= H’E (RFP > Red Fluorescence Protein) ~ &Y Z= b
(luciferase) & EE T Y » "H ~ '*C ~ Ik " IHE WA MEE I E - £
7 MAEYEREH - EEEYE -

BRI ASRIHE TSI H 20 508k - FA] - BRI HEFS2H R i
LEHNEBF RS2SR LH BRfR B HEREEEN 2 A HHAEF -
N KHFRGERENHAFENHZF2017-00173258(2017F 1 H10H 47
HHER) Z Bt > K H2WMANEIE /RS- FARSEHET

LUN - 38 E a6 5 B ag s A ARS8 1 > (B3 B 2 35 i &6 (B 10 A

PRE R #ZF B -

Yt

\

=111

yiinslh]
L& A GPC3 Z NAK Ui {f] 22 Ik Z ¥r A 5T GPC3H A < B g
[ ]

TE R LB R T ANGPC3fife Z RIZEY) - (ERHSKG/IcUNE, > 1E B
HEITREZIE  EHE2R AGPC3EHE - ERISKG/IcUNE B EH B
SRR EURMERI ST R 2 B e R BIR AU NE, > NNy R e 5 BRIRM
IR ERR T EH iR ELIES - 55— 7| > AGPC3E/NEGPC3 Z Y
FERME RS R EIEE/NEET RS B EL - NILER

% 58 HEWHRTE)
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SKG/IcUNBAF Ry R EEY) - A E B H GPC3 % & 2 /NE 2 B4H AT AY
cDNAT B (EscFvIi & s AL R - & FI UG B A% 2 304 T BB b1 A GPC3#1
ﬁ% o

LRE L/ NBE BT EE ZERE - FEZEREELHGPCI LR
FAMEAR Z HLAE ~ BGERAIGPC3 2 CoR I I 2 Bk Z #R8HY /N B - T ZE§E
4 B GPC3 2 N AR Uil 2 K B A Fr B 2 HABHY/INEL » IREEER A ELISA R
FCM - i B2 BR H 7E AE BLGPC3 Z N AR Ui ] 22 Ik BAE &S & 2 SR Y
NESERE - BT - B REsE > MR ERE/ BB 2
RNAT&HcDNA » i e B R T HRIg m S E iR RN ERE - hbis
ERARNEREEscFVIRFARRERE » 2 B KRB MR scFv » W&
BiscFvEETHEHELAGPC3 - GPCIRILAMMIE - K GPC3 2 CARBH A%
BKEY ) E BT - 51 22 B B fEscFv ~ BI$T$ GPC3 2 NAK I Il % ik > $1
AS YR A h0 DUR S - &1 - $tEPTER ZscFv > By T A 2
GPC3 - B4 FHGPI(Glycosylphosphatidylinositol » #f £ {15 A5 B AL B ) 4%
B O R B (4GS ) PR 4R RS~ GPC3(BE BIGPC) A4S &4 &M - 7
E G AlIME Z ELISA(cell based-ELISA) ~ FCM#ETTERSE - X - WHAFE S
RV A BB E R & R HR R IET R » AN
FPol - HEE R E /N B BAIRL AT E A 2 HIGPC3hiig X L H L P51 -
&t SRAN R ERFEGPC3 ZNA M2 KR B R CRIGHIZ LR B
Y FL 8 %) = 3 (mammalian display)/% > (i bR scFv.Z R /GPC3 ZN
AU Z KR B - AT famardll 2 J77E R &E R -
1-1 AfpBL 5 0k
(4R S ]

59 HEHHRE)
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£ B AGPC3RIF4MA » (5 FHTHHTYH AR - HepG24lifE Pk ~ K58
RIA ANGPC3 2K ZSK-Hep- 140K (LL N AHRFRE S " GPC3H I 41 AN
PRy ) > BITHIGPC3Hife A Ve &n K Bfi i - THH7 {1 At By IR B FF 4l
# < GPC3 F H il it > N &z d M+ m % £ H &I
GPI(Glycosylphosphatidylinositol » #&& b i ERHLER ) s B 5 &5 & 10
AAERE F 2 GPC3(JEAIGPC3) » 55— J7H » HepG2 4l iy Pk BLTHHT 4 Ay P
5] 5 U5 B BT 4H A2 < GPC3 R AU PR - Atz APk - M A
GPC3 > RS &4 |2 95 RIGPC3 2 I F(E{ESS - X - Sk-Hep-
VARAE PR B~ RELGPC3 2 A 4R R =~ 4RI « Rt - 7788 o fi R 3R
BUEERBHEFEMGPCIE &K ~ BURBGE —E pAMNET By R 2 A
GPC3HYHAETE

ATEA AR PR CHH7 {0 A PR ~ HepG24llftr - GPCIR IR AR ~ RIF
B ARG 5B B Y 2 293 T4l R iR ) 2 5% B (A 7Y Bl & 10%FBS(fetal calf
serum - BE/ 1175 ) (Gibco XN B BLiE) fo 1% 75 i & - #E ] & (Gibco 4 m] BLiE)
<~ DMEM(Dulbecco's modification of Eagle's medium Dulbecco » f+ H 7]
R DA% B RS B A ) 5% & R (Sigmo-Aldrich 24 5] BUE ) (LT B R
"DMEMEEER , )F » R37C ~ 5%CO- & T #A(T - X > CHO-K14HHH
B EEFHNEE10%FBS(Gibcoy 5] #L7E) 2 Ham's F12#% % )ik (Sigma-
Aldrich A5 8E)d » JR37°C ~ 5%COfiRfF T i#ETT -
[ fiR]

IR PBS % 1> C oK Ui S i 6 x His (4H i B8 ) £ 4 ~ EH4H GPC3(R & D
systems 7% & B 5 ) # £ & 0.1 mg/mL - B A T {&£ H TiterMax

Gold(TiterMax 7y 5] #1735 )5 CFA(Freund's Adjuvant Complete » #H K52 E

% 60 HEWHRTE)
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PEF(F5881 » Sigma-Aldrich A S EUE) ETHEERGME/FAR » HH
AEIR Z EPLER - B2 RUE% 2 B EHFE GE A HPBSH 10~ 100
ng/mL > & B N EAGPCI BT EEFHEmMESE -

[GPC3FEH AR« BIME]

RS L& Fr P 4R 5% 1 STRT R 2 BB L Fr 51l 2 & & A GPC3Hy AR (&
GRAGmIEI0FT R~ 2 HRFII L 2 & AGPC3ER)#E A £
pcDNA3. 1% % (ThermoFisher Scientific/y & #liE ) » i #I{EGPC3FE I
B AG o FEHE R AR GPCIRIFE A 4 £ SK-Hep- 14HAIHR R - INHEE
G418(Roche diagnostics/y T/ #li&) Y DMEMIBZ &K F 1T & - LA
TR EH FRILGPC3 £ & £ SK-Hep- 1 AIAEPR(GPC3FRIFLHAEIR) -
[/NE 2 ]

LASKG/jcl/NE (CLEA Japan - 8#H#E: M ER - SPE){E & R ZEHY)
R B #(footpad) BEELHGPC3— R » Gt ET4REE - REREHA
BESHETRM - (RIBE R TERELE - FREIUERUE I
ﬁ% o
[FRFELISA 2 P& & & i fe 3 (E]

BT RE Y NEBEN Y HIGPCI3IBEEAES - NIRRT
{E ELISA if Al % ()& B #S % (E - K 0.552 pg/mL 2 5 4H GPC3 L 50
pL/wel iR 296 FLEFE B (Nunc A B 8IS 1 » R EJR MBE VMR ~ BUR
ACTEZEI2/NG - H1g » DL200 uL/wellifif12%Block Ace(DS Pharma/y
) 8UE ) i TIHET T o FIF0.1%Block Ace/PBSIE K ¥ H H GPC3 G E /)N
BR. < MUVE 1T 10045 ~ 1650015 Z FEIHVFE EZ A - LASO pL/wel R0 & ik
MEFEA » RERNBE2NG  BETHENERERRE - TH&

=413

5 61 HEEHIEREE)
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Tween20 2 PBS(PBST)/A /R L& FLIE > AINE2 pg/mLEE(EME 2 LF

#7/NE IgG(Jackson ImmunoResearch laboratories /& #13&) » R EET
BN - BIT2 RPN ERE - EHPBSTERBE LS FASKE - LR
K45 #% > LS50 pL/well ;75 I TMB %2 & (Thermo Fisher Scientific Y 5] #4

HITE O NE - 157881% > LI5S0 pL/well7RA00. 18 Mt B 1] {58 8 6 52
fef= 1% - AR A& (Bio-Rad A 5] 8L E) HIE 450 nmE1540 nm 2 0 )¢
o [ E 450 nm 2 HEE TR 2540 nm 2 HIE BTS2 B IFEERETE

K

o

il

[$RFFCM 2 fiifE o 2 bids < fr 2 1]

BN ERE 2 /NE - Ry T MRS H A GPC3 2 HiilE « Fr B4
Gk > KEE 10065 FR1E /N B % B GPC3 2 37 4 At £ 5x 10° ([ 4 A 3 1708
& RUKEREE30 8 o IRIIFACS&E IR (1 %BSA/PBSAR) T B[t
B KB EBRE > L1 ng/mLIFINME &2 X8 WL+ /D &
IgG(H+L)Alexa Fluor488(ThermoFisher Scientific /)& #1#)100 pL > %
JK FIEE3O 8 > T2 RN ERE - Alexa Fluord88 7 f@ Hl 2 % ¢
KA Z M TE 5 (3 F A 24 A (FACSCanto)(BD Biosciences 2t 5] 8 i
1T
[scFvIg: B gl 2L R i > B0 ]

e R DR AR @I HE P ARl E s )ik S BRI E AR R
GPC34&E & ZHiRRHY/INE » B E H T EZE RN B B4 2 £RNA - (K8
LT AT L 2 RNAE AR 2 RT-PCR - [ & HcDNA - # M PCRF
RS EE o S g T B BL PR TR o R R SR R K R S RO
R scFv o B4R TS % scFv EL G 4 iR B AE M1 3 2 X 7 BB H 23p(cp3) Z R & 2B

5 62 HEEHIEREIE)
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H Y% H B PP Y148 A Z pTZ19R % | 2 B fS (phagemid) Hifg 2 2 & 2 7
Bh oo 1 B AE scFv RITEAS - scFv A [N E K~ 5 %8 i1 KBS B DH12S &
(Invitrogen 2y 5| B5) Z P RN A - (LI E ZDHI2StREAAE R

i B 5 B B2 2 M13KO7(Invitrogen 7y &) #l3%) > BIEF R scFv 2 R E f8
FINE -

[0 6 A scFv 2 AR W) B B 4l 2]

14X 6 xHis 2 4% i [& & /A Dynabeads His-Tag Isolation & Pulldown
LR (VERITAS = 8l7E) F 2 E4HGPC3 ~ BIGPC3 R M ALK D LA 4H
& Lz sHE M E M Rkt 2 W B B scFv 2 YR R A B XL 7T
Mol Biol. 1991 Dec 5; 222(3): 581-97. ;~"J Med Virol. 2007 Jun; 79(6):
852-62. ,~ M Proc Natl Acad Sci U S A. 2008 May 20; 105(20): 7287-
92. ;- TJOURNAL OF VIROLOGY, Apr. 2004, p. 3325-3332 Vol. 78, No.
7, HEHATRE . HEAMET - NEESEARIIA~ERYDZ EVEE(
EEDZSRCEEEOF  RESHRZBEEBRE Z — o EREER > BT
HERscFv 2 &5 &R Bk - (KB Pt (BRI ELISAZ H i E < MK i s 5 (E ]
HPATRE s AR EEEE Y KIBE 2 B8 RERRE WS 2 H
B HEATHUR [E E {LELISA - G K48 N 4 (35 i & R 4T 2 ELISA#E 1T 2
scFv 7 & BE 1T R Rn & 2 7 A AT BN MM 2 ELISA - 3 » IRk EYE
B o & BH - BERTHAEE /B A HIGPC3HIEE Z GC33 (/MBI EE N F]
BUE)BGCI99(FAMN U BE N T BUE ) &S & TN SR 8 - SE B e SIS SN
HBLUH HAS FTa A 2 GPC3 2 CR IR AL AHE 2 B 7y Y scEvIR