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13 8 4 HEES© y^O KIB^k IB^U#-^ 9 0 7 0 K# 

§5 8 7514 2 3 HEES©~90 \s~%^ KIB^l^t/IB^]#"^ 7 4 £C£>lNT 7 ̂  

K#-^- 6 1 7513 8 4 HEESCD^ KIB^k MOHClB^yii"^ 9 

CHCfe^T*^ K#-§- 5 8 7514 2 3 K§E*6©2? KBB^y&tf 

IB^y#^ 7 6 0 K#-^- 6 1 7513 8 4 HEESCD ^ 

KiB^y^w-r^±iE (22) iz 

§E*6©tf'J y,0 K0 

(2 4) |B^S^8 KS^5 8 751 1 4 1 3 HIE®© 

9 0 KWy&t/IB^#^ 7 0 ^ UTI"-?1 K#-^- 6 1 7516 9 

9 HEES© J*0 \s~% ̂  KIB^N IB^y#^ 8 4 H33lNT ~90 \s~% ̂  KHi-^ 5 8 

7511 4 1 3HIE1\(D9 0\y^^- KWy&t/IB^J#^ 7 2 

51 K#-^- 6 1 7516 9 9 HEESCD9 0 KIB^k IB^]#"^ 8 4 

9 0 K#-^- 5 8 751 1 4 1 3 HEESCD 9 0 KIB^l^t/IB^y#-^ 

7 4 ^ b^l"-?1 K#-^- 6 1 7516 9 9 HEESCD 0 KIB^k 

IB^J#^8 4H£^T;2^ b:*?1 K#^5 8 751 1 4 1 3 HIE®0 2^ b:* 

51 KBB^&tfBB^#^ 7 6 ^ K#-^ 6 1 7516 9 9 HEES 

(DUC KIB^k IB^y#^ 8 4 ^ K#-^ 5 8 751 1 4 

1 3 HEES©9 0 \y^^~ KWy&t/IB^#^ 7 8 H£>lNT 7 ̂  K#-*§-

6 1 7516 9 9HIEi6©^^ KIB^k IB^J#^ 8 4 7 

51 K#-§- 5 8 751 1 4 1 3 K§E*6©2? KWy&t/IB^#^ 8 OCfi 

lNT 0 K#-^- 6 1 7516 9 9 HEESCD^ KIB^k IB^]#-^ 

84H33lNT^^b^51K #-§• 5 8 751 1 4 1 3 K§E*6© 3? KSB^l 

&t/IB^]#^8 2^C^5l^T^^ K#-§-6 1 7516 9 9 HIE®©2^ b 

^ KIB^k IB?y#^9 K#-§- 5 8751 1 4 1 3 HIE 

HScCD^ KWy&t/IB^#^ 7 0 ^ K#-^ 6 1 751 

6 9 9 HEES© 9 0 \y^^~ KIB^N IB^]#"^ 9 0 H33lNT 9 0 \y^^~ KS^ 

5 8 751 1 4 1 3 K§E*6©2? \y^^- KWy&t/IB^J#^ 7 2^C^5l^T^^ 
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K#-^ 6 1 751 6 9 9 HpES® 9 0 KIB^lk 9 0 

lNT 9 0 K#-^ 5 8 751 14 13 HEES© y 0 KIB^!]$.t/IB^!J 

S^7 4^CfcNl^T^^ K#-§- 6 1 7516 9 9 IC§E*6©2 0 KIB 

^!k MOHClB^lJili"^" 9 0 £CJ5lNT 9 0 \y^^~ KHi-^ 5 8 75114 13 tCEE®6 

(T)~yO KWy&t/IB^#^7 6 H33lNT9 0 K#-^6 1 7516 

9 9 HEES©^ 0 KIB^yANb&-i>S¥ANti-2> ^ KIB^J 

£W"t£±§E (2 2) Xtt (2 3) HIEi6©/lN0|J 9 0 K0 

(25) IB^y#^ 8 4 HEES© ^ KBB^&tfBB^#^ 7 0 HEES© 

y 0 KIB^k IB^y#^ 8 4 HEESCO ^ KWy&t/IB^#^ 7 

2 HEES©y 0 \y^^- KIB^k IB^y#^ 8 4 HEES©^ KIB^y$.t/ 

IB^y#^ 7 4 HEESCZ) 3? ^ b TI" 51 KIB^N IB^y#^ 8 4 HEESCZ) y 0 \y 7l~ 51 

KWy&t/IB^#^7 6 HEES© 0 KIB^k IB^y#"^-8 4 HEES© 

y 0 KWy&t/IB^#^ 7 8 HEES© y 0 KIB^k IB^y#^ 8 

4 HEES©^ Kwy&t/iB^y#^8 o HEES©y o KIB^L 

IB^y#^ 8 4 HEESCZ) 3? ^ b TI~ 51 KWy&t/IB^#^ 8 2 HEES© 3? ^ b TI~ 

51 KIB^k IB^y#^9 0 HEESCO 0 KWy&t/IB^#^7 CUCEE® 

(D~yp \s^3~ KIB^k IB^y#^9 0 HEES©y 0 \s^3~ KWy&t/IB^#^ 

7 2 HEES©^ KIB^k IB^y#^ 9 o HEES©y 0 \y^^- KiB^ys. 

t/IB^y#^7 4 HEESCZ) y 0 \y TI~51 KIB^lk Mt/HIB^yS"^" 9 o HEES© 

^ 51 KWy&t/IB^#^ 7 6 tCEES©^ ^ 51 KIB^yANb£ 

KWy-efe£±§E (2 2) 751 (2 4) (D^ttliP 1 

IIHIE®©*0 'J 2 Ko 

[0018] (2 6) ±|E ( 1 9) 751 (2 5) (D^"f ftfr1lIH§Ei6©*° 'J 2 0 \y^^-

K £ "t £ fgi!^ ̂ -

(2 7) ±|E (2 6) 

o 

(2 8) 7s±«^m^«"efe£±§E (2 7) HIEi6©?s±«o 

(2 9) ±§E (2 7) Xtt (2 8) H§Ei6©7s±«£iM-t5Ii, 
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t % TM £ # t * 11 % ^ mmx & ̂  mm K-
(3 0) ±§E (2 9) 

^ tk ̂ TL ffc CD $| f b'|4 ®T K" O 
(SDIIW^Fab, F ( a b ) 2 N Fab' RXfFvfrbftzmfr 

(30) 

1^±§E (1) Ibm (18), (30), (31) 0^-fftfr1lIH§Ei6©Jjt 

(3 3 ) ±§E ( 1 ) Ibm ( 1 8 ) N (3 0) Jbm (3 2 ) K§E*6©#LttXtt 
mmw<nmm'\mfro)'pte< t^—DZ^tzztzm^ttzwnm 
J$$)o 

[0019] (34) (33) izmmvmmm^o 
(3 5 ) ±§E (1 ) Ibm (1 8) N (3 0) Ibm (3 2) K§E*6©#LttXtt 

f 3 d ̂  ^ f 3 Ei}l>£M E^llJ5c^o 

[0020] (3 6) H^l^-efe3±IE (3 4) Xtt (3 5) K§E*6©g2i£$&/£$]o 

(37) mi, jffiSu # 

s^sm :£3t^x&»^-e£>£±§E (3 6) iz^m<Dwm&i& 
$)o 

(3 8 ) ±§E ( 1 ) Ibm ( 1 8 ) N (3 0) Jbm (3 2 ) K§E*6©#LttXtt 

mmw<nmm'\mfro)'pte< £*>--Dzmmz&^tzz.£Zft®i£tz 
j£^(D/n$MJj)£0 

(3 9 ) ±§E ( 1 ) Ibm ( 1 8 ) N (3 0) Jbm (3 2 ) K§E*6©#LttXtt 

mmw<nmm'\mfro)'pte< t%-r>s &#'>&< 
, m*izxte&mL-cmmz&5-tzz.£*ft®i£tzmm<D%im 

[0021] (4 0) JM7^-efe£±§E (3 8) Xtt (3 9) K§E*6©^£*;££o 
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(4 1) Vffl ^ 7 ̂  "7 % 

s mmm, s^sm #3i^x&i?^-efe£±§E (40) 

[0022] B7-H3C^U 

mmvm^mm 
[0023] [HUM 1&, SLB 7-H 3St^©NC I -H 3 2 2fflaSJCMt"i)ADC PS 

StfeSo ^©x^—/<—( n = 3 ) %mto 

[^2]^2&N mMnB 7 -H 3»NC I - H 3 2 2«Htt"t£ADC 

P)%>\£(D^m%:^tmXfc&0 

[^3]^3&, M 3 OtfifoV&'itt-RZfB 7 — H 3 %l^ 2 9 3MHtt"t 
^©x^—/<—( n = 

3) o S/clH'^CO TmockJ *? — %r%l^ U/c 2 9 3 $0HfiHCL 

)itti>M3 0©ADCCM^ML, r B 7 H 3 J &B 7 -H 3 fgii 2 9 

3«Htt"t£M3 O0ADCCM^Mti>o 

[^4]^4&N JjtB 7 -H 3j/El*©NC I - H 3 2 2 t~ §CD C)S'i 

©#&£*Ft~^"C£>£o ^©x^—/<—( n = 3 ) %mto 

[115-1 ]|H 5 - Hi, M3 0Mt(DB 7 -H 3 (B 7 -H 3 Ig 

v 1) icft-f ="> 

% M3 0/N^7°'J K — Vi£§i±^©$i!rn14£^ill£T^t~o 

[^5-2]^ 5 - 2 &N M 3 0£jXW(D B 7 - H 3 ( B 7 - H 3 I g 

C 1 ) icft-f £J5j&;1f£^-f^-e£>£o ="> hP-Mnfr©^14££J$"e 

% M3 0/N^7°'J K — Vi£§i±^©$i!rn14£^ill£T^t~o 

[IH5-3]|H 5 - 3 &N M 3 Ojjtfa© B 7 - H 3 ( B 7 - H 3 I g 

v 2) ="> hp-Mnfr©^14££J$"e 
% M3 0/N^7°'J K — V±§S±;#0i|p-ntt;l:^i|7lHT^:t"o 

[HI 5-4] m 5 - 4 &N M 3 Ojjtfa© B 7 - H 3 ( B 7 - H 3 I g 
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% M3 0/N^7°'J K — 

[H|5-5]HI 5 - 5 M 3 0£jXW(D B 7 - H 3 ( B 7 - H 3 I g 

C1-V2-C2) P>hP-MKW(D$$ 

M3 0/N^7°'J K — Vi£§i±^®$i!rn14£^ill£T^t~o 

[|H5-6]|H 5 - 6 &N M 3 OjjtW(D B 7 - H 3 ( B 7 - H 3 I g 

v2 — c2) =I>KP-MKWO)^'\^ 

£MX\ M3 0/W7"'J ^-^m±^<0^^mwazxrnto 
[^6]^6tt, NC i - H 3 2 i -H 

( n = 1 

0) ttTJsto 

[H|7]|i| 7 &N Ltcm-£(DM 3 0$KW(DtfLmM®]^ 

tkTjstmxfo&o ( n = 8 ) tkTjsto £tc Tm 

m ~ 3 J ti fmm3J 

[l|8]|i|8&N M 3 0Wt/cM3 0®NC I - H 3 2 

A DC PS1f£*Ft~^"C£>£o ( n = 4 ) 

to 

[|H9]|i|9&N MDA — MB — 2 3 1 tlfc V ^7 £ M 3 0 

JnfrS.t/cM3 0^KW(D^KBM^h^^tMXh^o 

(n = 9) %7jk~$~o 

[^10-1]^ 1 0 - Hi, M3 0®B 7 -H 3 •< 'J Ty V 1 

*° 'J ^7°? £ c M 3 0 M 3 0 - H 1 - L 4 ft ft© 

( n = 3 ) ^CTTS 

to 

[^10-2]^ 1 0-2&N M3 0®B 7-H 3 A''J yy h 

*° 'J ^7°^ ^ c M 3 0 fofo&XfM 3 0 - H 1 - L 4 

( n = 3 ) ^CTTS 

to 



(9 

#0431) fi^2I.H ^££1 6^Q)Z O 6 I £ H — L a V£H — 8 L Hl[L-8LH] 

(3 

S^#[i43l) fi^Slll/^JLCDZ A 6 | £ H — Z. a V£1 S — L I HI[2-Z.lHI] 

(173^ 

#0431) fi^2I.H ^££1 6^Q)Z A 6 | £ H — Z. a V¥1 L - L I Hl[1-Z.lHI] 

(£ 

S^#[i43l) 043111A ^^0) L O 6 I £ H — Z. a V£1 2 — 9 I HI[2-9LHI] 

(S 

Sfi^SS) [i^tSLH -£-PM££GC>l.06 I £ H - L a V¥1 L — 9 L HI[l-9lHI] 

( L 

S^#|i^3l) fi^SlllA ^^0) L A 6 | £H-Z.a V£1 2 — S I HI[2-9LHI] 

(0 

Sfi^SS) [i^tSLH -£-PM££GC>I.A6 I £ H - L a V£1 I — S L HI [ L-3 L HI] 

(o L 

^#0431) 043111A ^JLCDZ H fi.V£ H - L a V£1 S — 17 L HI[2-WHI] 

(6 •§-# 

04 ti) 04tl.H ^^^1 ££<2>3H<^fiV£H-£a V¥1 L - 17 L Hl[L-17LH1] 

(9 

^#0431) 042111 f ^ CD I H<^(i.V£H — Z.3 V£1 2 — £ I HI[2-£lHI] 

(S^S 

04 ti) 04tl.H ^^^1 £ £ GO I H<^(i.V£H — Z.3 V¥1 L - £ L HI[l-£lHI] 

( £ = u ) H 

£ H - I O N0TO17 "I - L H — 0 EI/MMTOO £ l/\l ^ K?1Z I HI[2lHI] 

(17= u) 

c^HI ^^aHli-^^l'Sd oavin^:Mis s £ H - i o N 

<2)^171- L H-0 £I/M ^{0 £l/\l £l/\l V¥H L HI [ L LH1] 

t06090/ZI0Z<IfAL3d Zl- £U/.H/ZIOZ OAV 
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[118-2]1 1 8-2&N B7-H3 I g C 2 GO 7 $ J I£I3^I (13^1#^ 2 

7 ) o 

[119-1]1 1 9 - Hi, B7-H3 I g C 1 - V 2 - C 2 (D 2 0 K 

13^0 (IB^#^2 8) o 

[119-2] 1 1 9 — 2 tiN B7-H3 I g C 1 - V 2 - C 2 (D7 $ J I£I3^I 

(|3^y#^2 9) o 

[1120-1 ] @2 0 — Hi, B7-H3 I g V 2 — C 2 (D 2 0 KWU ( 

13^1]#^ 3 0) o 

[ 1120-2] @2 0-2ti% B7-H3 I g V 2 - C 2 (D7 $ J 1113^1 (13^1 

#-§-3 1 ) 

[121-1 ]1 2 1 — Hi% M3 KI3^U (13^1#^ 5 0 

) o 

[121-2]1 2 1 - 2 tiN M 3 Oftfrfill®71113^0 (I3^US^5 1 ) £ 

^t~o 

[122-1 ]1 2 2 — Hi% M3 KI3^U (13^1#^ 5 2 

) o 

[122-2] 1 2 2 — 2 tiN M 3 0$ J 1113^1 (I3^US^5 3) £ 

^t~o 

[123]123ti, bh/cMS/m, kh«^TOtfkhpol 

y ^^JUCD 3? ^ KI3^lJ (l3^!J#-§- 5 6 ) o 

[124] 1 2 4 tiN t K I g G 1 *> 3? 0 KI3 

^ (l3^y#-§- 5 7) 

[1125-1 ] 112 5 - Hi, M3 0^^ 7°$ifl02 ? KS3^J ( 

l3^y#-§-5 8) o 

[1125-2] 1 2 5 — 2 tiN M3 7°$ifl07^71113^ (13^ 

#•§• 5 9 ) %:7jk~$~o 

[126-1 ]1 2 6 — Hi% M3 b:*?1 KWy ( 

l3^y#-§-6 2) 



WO 2012/147713 19 PCT/JP2012/060904 

[126-2] 12 6 — 2tiN M3 7°ttfI®:P$ 71113^1 (13^1 

#-§- 6 3 ) o 

[127-1]! 2 7 - Hi, M3 O-L 1 ^7°$£fl®;2^ KSB^J (13^1 

#-§• 7 0) 

[127-2]! 2 7 - 2&N M3 O-L 1 ^ 7°$£tl® T7 $ 7 I£I3^I (13^1#^ 

7 1 ) 

[128-1]! 2 8 - Hi, M3 O-L 2^^7°SII®^^ KI3^y (13^1 

#-§• 7 2 ) 

[ 1128-2] @2 8 - 2tiN M3 O-L 2 ̂  7°$£tl® T7 $ 71113^1 (13^1#^ 

7 3) 

[1129-1 ] 112 9 - Hi, M3 O-L 3^^7°SII®^^ KI3^y (13^1 

#-§• 7 4 ) 

[129-2]! 2 9 — 2 tiN M3 O — L 3 ^ 7°$£tl® T7 $ 71113^1 (13^1#^ 

7 5) 

[130-1 ]1 3 0 — 1 tiN M3 0-L4^^7°SII®^^ KI3^y (13^1 

#-§• 7 6 ) 

[130-2] 1 3 0 — 2 tiN M3 0-L4^^7°SII®77$yill3^y (13^1#^ 

7 7 ) 

[131-1 ]!3 1 - Hi, M3 O-L 5^^7°SII®^^ KI3^y (13^1 

#-§• 7 8 ) 

[131-2]1 3 1 — 2 tiN M3 O-L 5 ̂  7°$£tl® T7 $ 7 I£I3^I (13^1#^ 

7 9) 

[132-1 ]1 3 2 — Hi% M3 O-L KI3^y (13^1 

#-§• 8 0) 

[132-2] 1 3 2 — 2 tiN M3 O-L 6 ^ 7°$£fl® T7 $ 71113^1 (13^1#^ 

8 1 ) 

[133-1 ]1 3 3 — Hi% M3 0-L7^^7°SII®^^b^51KI3^y (13^1 

#-§• 8 2 ) o 
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[ 1133-2]13 3 - 2&N M 3 0 - L 7 * -f 7°$£tl® T7 $ 7ItlB^ll (IB^ll#^ 

8 3) 

[134-1]! 3 4 - Hi, M3 O-H 1 ^7°ttfl®;2^ KWU (IB^ll 

#-§• 8 4 ) 

[ 1134-2]13 4 - 2tiN M 3 0 — H 1 £ •< 7°ttil© T7 $ 7 ItlB^lJ (IB^ll#^ 

8 5) o 

[135-1 ]1 3 5 — Hi, M3 O-H 2^^7°ttll®^^ KIB^U (IB^ll 

#-§• 8 6 ) 

[135-2] 1 3 5 — 2 tiN M3 O-H 2^^ 7°ttil© T7 $ 7 ItlB^lJ (IB^ll#^ 

8 7 ) 

[136-1 ]1 3 6 — Hi% M3 O-H 3^^7°ttll®^^ KIB^U (IB^ll 

#-§• 8 8 ) o 

[136-2] 1 3 6 — 2 tiN M3 0 —H 3 ^ 7°ttfl® T7 $ 7 ItlB^ll (IB^US^ 

8 9) 

[137-1 ]1 3 7 — Hi% M3 0 - H 4 ^ 7°ttfl® 2 KWU (IB^ll 

#-§- 9 0) 

[137-2] 1 3 7 — 2 tiN M 3 0 - H 4 * -f 7°ttll® T7 $ 7 ItlB^ll (IB^US^ 

9 1 ) 

[!38]!3 8 tiN MDA-MB-2 3 1 ZlZttTZt 

MbM3 0 (M30-H1-L4) fcW(DfcMm$)m%:^tmXfoZ>0 1* 

CDX^— /<—(n = 6) 

[0024] r^j t rsi^ij tin DEPTHS^TI^0 

[0025] DNA0^f,^0m 

RNAN cDNAMt0cRNAttStl§o 

[0026] *nmttiz&^Ts r^°ijKJ vmm-e 

DNA, RNAN 7°• — 7\ 'J =f2? K\ &t/7°^ 

V — =&#£ tl-g)o 
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[0027] £ rgaffj 

lN §o 

[0028] mmi mmwpKDmms 
w-g>0 

r B 7 — H 3 J B 7 -H 3gfiff 

33 kK S/C, B7-H3A'J7Vh1&tJ{/XttB7-H3/^J7>h 

2 §o 

[0029] *0£lffl»4nc33tt£, r«l§Sj 
e>t*N DNA©tj]M 

mmfimmwKDmms ^mnn^<o^& 
~F& if S> £ ^ 9 o 

[0030] £33tt3 rM1ISS14J £ ±§E«1IS 

*0£lffl»4nc33tt£ £&, rant i b 

ody dependent eel I phagocytosis (ADC 

p) (Dztxfoy, ouy7-vmw^w^i\Lxmmm 
£M&tz>z>o r 

J 

*0£lffl»4nc33tt£ t&s rant ibody 

dependent eel lular cytotoxicity (A 

DCC) (DZtXfcV, N 

*0£lffl»4nc33tt£ £&, Tcomp I e 

ment dependent cytotoxicity (CDC) S'|4 

j (DztxfoVs ^wif^KW^Lxmmn^(Dm^m^%^t^\^ 

[0031] t&s 
z> ft w (Dt^m &x & ? x ̂  mn w <D *# •o m ti <D X &-SP £ & u T IN 
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Fab, F (a b' ) 2 N scFv#£#fr0 ttz 

s F tab' ) 

^Fab' ML, 

i^PHy IcPH^ft&iNo titzs £ft£©$St£MTJnlc:teN ft 

w^n(D±m^^^M^tmmx^mLtc^(D(D^bt, 
iZ im. 3 ft tz ft ft £ ffl IvT >g ̂  ft 7s ±« iZ 33 IN •T 3 ft tz W fi ft 
t»#£ft£>o 

[0032] *fg0J^C33tt£ r F a b' J ±%a<D£?lZF (ab' ) 2 

^T-eMlIL/cftft0qr^IJi0-jl0lff^-efe''Jo II U 
B£^3ftfcftftMfc^£ffllNTji£3ft£ Fab' t*fg0J^C33tt£ Fab 

tC'a^ft'ijo 

[0033] *0£!ffl»H33tt£, rxt°K-7°J ^0ftB7-H3ftM^ 

t & B 7 — H 3 fu§E© B 7 -

H 3 ®^ 7°^ KT? tb Z> x tf K - 7°&, ^ T7 v -tz -f ^ iz J; < fc] 

^ftTlN-g)^";^ 0!la.l£J*rF©£&lc:J:oT&^t~£>££tf"C$£>o Sf, 

ftJli0^&^*i££fFi^£o &£]©* 

'J =f^70^ d ̂ A<ai3fei)o B 7 - H 7©C^S 

K£^tg# 
KJHfc](DM.&&Xm^m^XWWkLtz'fe, ttlblZtttZMtO)R 

X£fr%:MlMffltiL%%;fcLfz&lz* $ b izfc^y?- K££-
f^Lrtti^(D^7°^ FtoiKjfc'&zmjTzztiZck^r, xtf h-7°£ 

S/c, ^©fttt©^t-£ftJI©®#3ttt^-e 
feSxtf h —7°&s X«£ j*i£$#rHct oTfu§E©ftft£:P$}$t~•gjftJ^CDT7^ 
y lias & Z t IZ& & Z tlfX'^ &0 

*0£lffl»H33tt£ r|W|-0xto K-7°H^"r^ftftJ M©x^h 
— 7°Hi|p'n t" 3Jt&3ftft£ltRfc LTlN£>0 1®ftft®|S'n t" •& •^^7° 

51 KXti©ftft^lp-n't~tUi\ H—CDftfti;||~®ftft 

^|W|-®xt° K-7°H^"r3^:¥y^"r3C(>:^-e$3o S/c, f§-0ftft 
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-®ftft£ftJli(£>^;&^f£) 

trK-7°0i3^yx^i^^^^tiTiN^< xt, m-mKWtn-(D%iW 
^[fl-0xto h-7°tc^-r3<h¥iJ^T3C<h^-e$3o 3<MCs f§-£>ft 

WtM—GOftlWlwi—01 tl h-70tc|^U 

f H—0ftB 7 — H 3ftft©$p1anl^7^0-?1 KtCH~CD 

ftB 7 — H 3 ftft7^$n •'"3~tlfc£\ H—G0ftft£:if§—©ftft^'B 7 — H 3 ®|W| 

-©itrK-7°H^"r3^¥y^"r3^^^"e$3o i-©ftB7-

H3ft#0B7-H3 Httt£^1^ttUTff§-®ftB 7 -H 3ftft^|^ 

t~ •& <1 <h ^rSSSHf •& d <h: tC cfc -p Ts ©ftft <hH—CDftft^' B 7 — H 3 0 

i-©i tf K - 7°H^"T ̂ ftft ̂  ¥y^r § c: £ -c 
[0034] TCDRj £&s (CDR : Com p I 

emetarity deterring region) ^ErlltP^f §o ft 

fottvmtikRZf&tiklZ t tl^tl 3 Who CDR Iffc&Zt ft] £ tlT ̂  
§0 C D R IS (hypervariable domain) 

y, 'j ^7°^ Kfl©-;^f 

T, ^tl^tl3 >rp/rH^HLTlN3o *BGIffl»4nc£lN-a^ ftftOCDR 

Sil^CDR^Sil^^yillB^y^y^y^iMlPJJ^^CDRH 1 

% CDRH2, C D R H 3 £||§EU ^tl£>C D R ^SIlT7^ 71113^07' 

$ JMm\frbC D R L 1 N CDRL2, C D R L 3 tm?,t %>* Ztl^O) 

%m±±Lfam&<D±-effiKlZiE&Ls fa&T&tfLMlZttt 

T^£>o 

[0035] *mn%izft^z, rx K <j v^i> yj y>r X"t£j £ 

tiN rfrlxCD/W 7"'J if—s> a xpressHyb Hybri 

d i zat i on So I ut i on (^PVx^^ 4±M) 6 8 °C "£v \ 

-f 7"'J ?<{ XtZZts Xte, DNA^@^L/c7-fJ^-^ffl^tO. 7 
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— 1 . OM0N a C I #ST6 8°CTv\^ y"'J $4 -tz—> a 

0. 1 -2felJ|©SSC-M d te)lJ£SSC£tt 1 5 0 mM NaC 

lN 15 mM fJiymJ- h 'J 6 8 Wfc&T Z> 

yj y>r 

XT 
1 . B 7 - H 3 

B 7 — H 3 &N LT%MT% B I 7 7 $ >J -

T«±©L/iz^-c^ffl 

B 7 — H 3 ti 1 B 7-H30NS 

mommw-wmz&2 ̂  ©A <j 7 y v # £0 B7-H3/^j7>hi 

(4 I g — B7 — H3) lZte& 2 TpftW ZtcteCm I g 

% B7-H3/'\|J7>h2 (2 I g — B7 — H3) K&&1 fpft(DV3itcte 

C*§ I g KPW V^#tt50 

^m^B7-H3tt, Lk #tKPf?LS]^ (^vk 

0B 7 -H 

S/c, B7-H3£i n v i t 

r otCT£-j5£-t^ H 

UtTOC^ B7-H3 cD 

^tmmiz&wtamms an 

n&£.yt}<Dm±MM*]&n&&3-G2>Z.illZ&?TB7-H3Z%$L3-GZ 

ZtlZ&V, 

t h B 7 — H 3 A''J yy K 1 >?7 b-A (0 R 

F) 0 3? 0 \^T^- KIB^UtilB^lJ^©IB^lJS-§-5 HIEt^ tiT&l,U ^0)7$. 

yitlB^ytilB^y^©IB^y#"^-6 tCHES^tiTlN'i)o ~£tcs BB9y#^5&tf 6 

COIB^Kilil 1 3 HIEtSc^tiTlN'So 

t K B 7 -H 3 A''J 7y K 2 0 R F©^^U^f KWy&IB^JH© 
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03?O#^9l;:§E*63*iT£kK t(D7$ 7110390£0390^00390#^ 1 OH 

IEi6^tlTlN-g)o l3^US-§-9S.t/ 1 0 003901 4 H=Ei63 tlTl^ 

*2) o 

S/c, ±m&B7-\-\3(D7$;mmmz]n^T, 1 X&M0;7$ 7Wtf 
w&s K&Rxf/xtemnzntzTSiJM.mmfrbtiiVs mmmBHtmm 

B 7 - H 3 *l£0 

[0036] *> Jl/0390 t K B 7 - H 3 A 'J 7 > h Hi, 0390#^ 6 

711039002 7#@A^ 5 3 4#@077$ 
7110390^o ttzs *s?i-)i>&mt>i&frtitzi&ifo£ K B I -H 

3 A 'J h 2 tiN 0B9O#-§ 6 lZ7Ft$tlZ>7 $ 71103900 2 7 #@75)N£> 3 1 

6#@0:P$ jwmmzm^t&o 
B 7 -H 3 A'J K 1 & KPW I g V 1 - I g 

C 1 — I g V 2 — I g C 2 (DW(\iZ~fe~%±. LT33 U % 039Oi^00B9O#"*§' 6 £C£>lN 

T I g V 1 &:P$7I£#§2 7 7511 3 9C||^U I gC1(J7$;ilS 

^1 4 07512 4 4H*@^U I g V 2 [Z7 < 7!£#§ 2 4 5 7513 5 7 Id 

I gC2(J7$;HS§3 5 87514 5 6(:||^ti>0 ttz, B7 

-H 3 A''J K 2H331NT, £• KPW I g V 1 - I g C 2 

0jliH#£LT£l',U 0B9OH00B9O#§ 1 OlCfcl^T I g V 1 &:P$7I£# 

§2 7 751 1 4 OCH^ U I g C2(i7$;iS§ 1 4 1 7512 4 3 

^ t"'2)o 

[0037] B7-H3©cDNA^i(i\ B7-H30C DNA?;MLT^§c 

D N A^ 7"^ 'JLT, B 7 - H 30c D N A ;H#S^^Ci^§-t 

370^ *=7—(J^~F TPCRj £1^9) (S 

a i k i , R. K. ,et a I . , Science, (1988) 23 

9, 4 8 7 -4 9) P C R;£H<£ U IXtftS £ 

So &fc\ 0390^100390#^ 5 Xtt 9 £^3 *i£ 2? K039O£*IJift 

t£jL<? \sT^- K039OK 'J >5/*i> K^^-e 

/W7"'J^XU frr>s B 7 -H 3 
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- K"T-g)/lN0|>l 3?^ Kt B 7 - H 3® c D N t: 

h£L< tt7CXB 7 -H 7 

> Kx&c tucx h 'j >*sm > hfc£#-e/\>r y u y>r Xt ZtfiJ X? \/t 

fh'-efeot, B 7 -H 3 K 

T&tf'J Kt)B7-H3©cD N A^#3;tl30 

[0038] %tc, 1390HCD1390#§6X& 1 0 [Z^tS tl&7 $ 7 111390s XitZUh 

(DW.mfr^is<?±)^mif$£-hstitc7< JmmiZfc^Ts 1 SL< 

7111390&lJs B 7 — H 

3 B 7 -H 3(C#£ft£o UK 

gL<&7^XB7-H 

MC=I- yitlB90Xkm:P$ yill390Hfc^T, 1 SKttt 
jmcDT7$ y y 111390^^^^, 
B 7 - H 3 tmmo^m'&^t zWi&nib B 7 - H 3 
2. SB7-H3»iil 

^©B7-H3i:Mt§^mt B7-H3X&B7 

- H 3(D7$. y Ill390AN£3liR^tl'g){iECD^ 'J /^7°51 K^SM^C^U 
1^1 3 ti& £m%s mmt 3 z t. iz j: ^ xm& z t #-c $ 30 

7-H 30£M&t hM£3tl"f\ 777, 7'>h|Ot 

SJU^Olbtl^a^-rSB 7 -H £0*1 

^f^tl/c^IB 7-H3C^t§^^t KB7-H3£©3£ 

^1f£t£irr£C:£lCJ:o-C t 

[0039] 4H0<M>£ Kohler and Milstein, 

Nature (1975) 256, p. 4 9 5-4 9 7, Kennet, R 

. ed. , Monoclonal Antibodies, p. 365 — 3 

67, Plenum Press, N. Y. (1 9 8 0)) Cfot, B7 

- H 3 

ZZtlZ&V/^ 7V K-7£4tfilU 
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[0040] 7 -H 3t£B 7 -H 3 <d 

[0041] B 7-H £tl£?0 

m%LtcB7 - H3tkmmtni£& 
J^TN B 7 — H 3 §0 

( 1 ) 
SB7-H3M^It5/ci^©ilS^ LTti, B 7 -H 3X&^©'> 

c ti ̂  tee T7 $ J s ntcmmw^miz c £ #-e $ 
§ o 

[0042] B7-H3(t L 

•S <1 £l7^"T:'$\ ^/cN B 7 — H34 i n vitro tCCn" J^ct" 5, 

^mi^mWiZ £ y 3 tt 3 £ £: Id £ ^ T?#3 £ £ ifU $ 3o 

[0043] B7-H30cDNA £fg3ERTtg&'<? * 

7 -H 3 £fgi!3-t±3£<ht;:J; ys 

[0044] s/c, -H3<nmmmmtm*(Dfen$mt%:m$ 

[0045] B7-H30C DNA ti$lj A. fc£\ B 7 - H 3©c D N A^MLtl^ c 

DN A7-f ~?^ 'J —tkiMSlt LT, B7-H3 cDNA^I^jCi^t 

3 70^7-£ffilNT*°'J y 7—tz^JSJS; (J^T TPCRJ t^y) (S 

aiki, R. K. , et al. Science (1988) 239, 

p. 487-489 0m) PC R;iHJ: yiXt#"T3C 

[0046] tfV^y0? K0^ > • tfhn (in vitro) ^hUTti, 
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• *>n. • 7fJ kfy K h^yx u—S/ a 

A (RTS) dtUCRB^Stl&l/No 

[0047] Jl^ $01 CD filial LTteU #!lx.W^ AJjfjii (Escherichia c 

o I i ) ^£jjlLjlj (Bacillus s u b t i I i s ) & Z. 

£tf-ex*Zo 7s 

±£5ig£-Lt#3ffifi3fc(£>b70|J IM1I15@3^U^'S/uTr 

K^^--e?s±$fflJ^£Mff$E^3-&3o S/c, 5> — £ L 

Tfciu (^iiM) 

BB?!l£#t~ £=&©#$?£ IA\> 
[0048] 14, !#§&<>:© IfflJW# 3; tu # 

mmmmtLTte, Wimscosffl (Gl uzma 
n, Y. C e I I (1981) 23, p. 175-182, ATCC CR 

L - 1 6 5 0) N V 7 NIH3T3 (ATCC No. C R L 

-1 6 5 8) (CHOiR ATCC 

C C L - 6 1 ) 0i/'kh'P (U r I a u b , G. a 

nd Chasin, L. A. Proc. Natl. Acad. Sci. U 

SA (1980) 77, p. 4126-4220) J: < 

[0049] 

, §£i«HJ;y«i*u Ktfjt£3ti30 

[0050] tmmizm^t>nz>i%mtLTte, 

VTs 7y^>ljy^(D^mn^ \ PMG£gsjbnLTffl^£C:£tf"C$£ 

o 

[0051] ±§EiM^J:y, 

}#fE;i IZ J; y #SI • *1^1" Z>Z.£1fm*Z>o 

[0052] WrtfetLTte, m 
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<-s 77-f-T'f-'?P7h^77<-

&if^D?h^77<- }i*/r;£s dtib£>$§£"£& 

[0053] s/c, fg^SttaJii&Ag&fiKe^Sfr^&Sb^yy^fcSStfa 

y, - '>^77 -r -^-r 
So f§3!;*i±3i&a&Ag&Mtc i 9G<DF cftmzm-fzztiz 
<fcy, 7°PTM yAti^Ax^m'iizmMT&ztifx-^&o 

[0054] ±Bj5}£ZM'&V:Z>Ztlz£ y^fCi^iW, i^6j£T?gfa£:1-£3#lJ'* 
K£*M(c§^i-e3-.g>o 

(2) ftB7-H3^y^P-±M/[ft©^ 

B 7 - H 3 twm^z^tZtfiWvmt LT, B 7 - H 3 

^•"rs^y^ptowmijfait* J-MT 
S® y TsfeS0 

[0055] =E; -flB£T!B©<fc9&fNgI5|£tf 

^-e^So 

(a) LT^JB-ra^ft^HF©*!^ 

(b) faW-.%M}^lZ>iEMtZ>Z£lfZ<i: y&JsL/c^ 

ffifi £ ̂  L T J$JM a © 0#is £ U T ZMmtZJlM 
> 

(c) #it®« (J^T r^xn-vj <h^9) 

(d) $in-?t®liH^ 

(e) K-TS¥©51S!k 

(f) #-|ffl^^P->^(7)^#iJ (^P-->?-) , 

(g) ^7 0 P-tJ^ft^^lClilt5/c«)0/\^ 7" 

'J K-7CDi§^ K-7£f^fiU/cE>jt]®i^ 

(h) I0J: 9 (C UTSi^^tl/c^y <7 P —RXf'Zfr 
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mxfoZo 

fo<Dwmmzz.niz.m&znts 
• - V t & d 11» T? $ -So 

[0057] (a) 

LTti, fu§ELfcc£9&^;£TiJ^LfcB 7 - H 3X&^0— 

[0058] %tc, B 7-H X&B7-H3 

[0059] (b) mtm^mmmm 
TM (a) xmbntcfamt, 7CK> h 

, 'J $ a ^VcDJ^&SMiJh^Fb-^U ife'lS.B.t 

y*>\ yx fcfcu 

£©#$?£ Ll\ 

[0060] %tc, mmz&mt&^oxAxf^v 
A, AKR, BALB/C, BDPN BA 

N CE% C 3 HN 57BLN C57BL, C57L, DBA, FL, HTH 

N HT1, LP, NZB, NZW, RF, R III, SJL, SWR, W 

B% 12 9=^7^\ STc^y hCD^iniCti, /chili', w i star, Low 

N Lewis, Sprague, Dawley, AC I , BN, Fisch 

e r d §0 

b7, S^^i7-JUX 'J A'—N H 

^i£SMM!]WlJx75il=&<fc lJ A#t"£ C £#"? 

[0061] 7^Xt 
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(JB A L B/c ~p y KTiiW i s t a r L o 

%£ LZftlZtkfg. Ll\ 

[0062] 

«Mt£<£~F3 X, tfcta% § BMil7 

IA\> 

[0063] &fc\ L<&5~12® 

(& 3 L< tt6~8jI(6&-e&£o 

[0064] B 7 -H We 

ir, D. M. , Handbook of Experimental I 

mmunology Vol. I. II. I I I . , B I a c kwe I I 

Scient i f ic Publ icat ions, Oxford (198 

7) N Kabat, E. A. and Mayer, M. M. , Experi 

mental Immunochemistry, Charles C T 

homas Publisher Springfield, II lino 

is (19 64) 

*g) o 

Ztitzt 

7Ll£&T(Dt]ni<JZfc& o 

[0065] ttatts tzts t L< ±tcM 

[0066] fcfcu tu¥&j£i*i& 

[0067] ftH©£-£X4-yiL-Jl4iN 

, ftJI£-5IIHI&3~6|Ik ^^Pi2~6®r^^fS L<, £-5 

HH&3 ~4 0, &^PS 2-4 mmtfts bizfttti\ 

[0068] -ASKI* 

0. 0 5-5 m gN L<&0. 1-0. 5 m g^Jt^f-So 
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[0069] SfSL<tt2~4ji 

fUlflL ^ £> LZtff ^ L < 2 ~ 3 jillflf]fj|lCfT9 o 

[0070] &fc\ 

O. 0 5 ~ 5 m g N fc?3;L<&0 

. 1-0. 5mg, 3blZti?£L<teO. 1-0. 2 m g^Jt^f-So 

[0071] ±iBiiiJD^A^ 1 ~ 1 0 011 SfSL<tt2~5 0^ 

>J >/mz 
^awtcixyai-ro t<omz^m^m^Ls m% 

-c$£0 

[0072] dd^^£ft£ftM©>IJ^££ LTfciU R I A&X&EL I 

S A ;££mi& d t ifX $ £ d ti £ (OT;£ JCf !lPH3 *i& i\Q 

[0073] 0!Ja.tfEL I SA;£HJ;tU2\ JUTKBE 

*6f£ J: 9 <£ y fj9 d t ifX $ £0 

[0074] £t% L I S Affl9 6ft7°b-

fift 0Utf^>lftl;i7^1/7$ > (JU"F rB S Aj £^9) HJ:yai\ §£ 

m-mtti.xmwmRi.tcmn (m^^xifii;*) izm 
±§EftJIKtm*©ft;<*£^3-tt:£o 

[0075] $ bizM 

)%mmmm(Dmn^i]wx, mnttmzm-j<m&iz 
£zykyug.<D&4t^*mfetzz.tiz£ y, 

[0076] >J &&© 

f5lk (011*.^ Kohler et al. , Nature (1 9 7 5) 2 

56, p. 495, ; Ko h I e r et a I . , Eur. J. Immu 

nol. (1977) 6, p. 511, ; M i I s t e i n et al. 

, Nature (1977), 266, p. 550, ;Walsh, Nat 

ure, (19 7 7) 2 6 6, p . 4 9 5 ) Tfr9 d 1ifX $ £>„ W 
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x(Dmsizs^si 
mLtz&s mm (MEM) 
HI" 2>£Bm t & z. t tf-£ $ 2>o 

[0077] (c) #itJl« (J^T, r$xp-vj 11^9) (DMWk 

fcfcU ffl^«fr£>/W7"'J K-v 

UlItt^JJiLT, ^©MJR^^SSilLTl^HG P RT 

(Hypoxanth i ne — guan i ne phosphor i bos 

yl transferase) S LlN0 

[0078] DX 6 3 — A g 8 (X63) , NS1-ANS/1 

(NS1), P3X63—Ag 8. U 1 (P3U1) , X63-Ag8. 6 

5 3 (X 6 3. 6 5 3), SP2/0-Ag 1 4 (SP2/0) , MPC1 

1-45. 6TG1. 7 (45. 6 T G) N F Os S149/5XXO, B 

U. 1 ^ hfi3fc£>2 10. RSY3. Ag. 1. 2. 3 (Y3) f, 

thtoU 2 6 6 AR (SKO — 007) N G M 1 5 0 0 • G T G - A 1 

2 (GM1 5 00) , U C 7 2 9-6, L I C R - L 0 W-H M y 2 (HM 

y 2) , 8226AR/N I P4— 1 (NP41) #-e&£0 ZtlbO H G 

P R T American Type Culture C 

o I lection (ATCC) A^t" •?> Z t $ §c 

[0079] m^.te8-y+f^y-ymm [RPMI 

-1 6 4 0i^C^^$>, 2-j. )\st> 7° Kx^ y — Jk fy^^^^y 

s AXfO^ffilPutinm (J^~F TFCSJ £^9) 8-7-9*^7' 

xy£2JDa.fci&Jfe] s -f XP P±s±te (I scove' s M 

odified Dulbecco' s Medium; T I M D M J 

h\j N9) % Xti Pfi£l£^f — ^JUinife (Dulbecco' s Mo 

dified Eagle Medium; TDMEMj £: 9) T'lS 

ixmmtz>t>\ 3ibm40miz^ntm im*.1 0% FC 
S^ASF 1 04im (mom m) *t§so 1 sai^s 
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C2X1 0->&L±<DMM®LZfe&LT£<o 

[0080] (d) 

&$Q(Dj5fe (We i r, D. 

M. , Handbookof Experimental Immunol 

ogy Vol. I. II. I I I . , B I a c kwe I I Scient 

ific Publ ications, Oxford ( 1 9 8 7) , Kab 

at, E. A. and Mayer, M. M. , Experimental 

Immunochemistry, Charles C Thomas 

Publ isher Springfield, I I I inois (196 

4) m) IZ'&\,\ 

[0081] ^(D^vtaJifete, *°'J x^UV^'J P-JHI©i^}j|Jt*0|J "7 — 

feommnit^teUTot & u -efe^o 
i^)lJt*0|J i-lgfaii LT*0|J x^b>yj 

IZte, ^fil 5 0 0-6 0 0 0, Sft L < te 2 0 0 0-4 0 0 OCDtf'J x 

P-JU;#>W£\ 3 0 — 4 0 °CN L < & 3 5 - 3 8 0C®;Ujt 

«it»^xp-?«^1~1 0#^ SfSL<tt5-8^ 

/M'n' t" So 

[0082] (e) /W7"'J 

±§E!ffl®^cj;£-^<DmiR-j5fetemz#mteti:\,s 

tf, ItHAT (t7fs*y-y^y • p^'j y • MIRfe (K 

ohler et al. , Nature (1975) 256, p. 495 

; M i Istein et al. , Nature (1977) 266, p 

. 5 5 0) 

[0083] ZfDjjfete, 7<S 707^'J >T'£#Lt#&i\HG P RT^}i*fc©$xp-

7'<J F-^%1§Zi*'£lz£%)-e$>Z0 
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[0084] 7 V K-7^HATi^tigit§Ch(: 

<fckK J 7°^ 'J 7"'J K-7®<^£31 

^ z t tfv $ sQ 

[0085] (f) sfL-mm?p->^®^sy (^p-->^) 

/W7"'J h'-70^p-z>^Si:Lt(i, ^JiW^^JU-tzJUP-TJi, 

Barbara, B. M. and Stanley, M. S. : Se I e 

cted Methods in Cellular Immunolog 

y, W. H. Freeman and Company, San Fran 

cisco (19 8 0) #0§) o ZtlbO^feO) 9 1felZ*3-Jl/-tzJUP — 

A^^'J h*-7SflC lonaCel l-HY Selection Me 

dium D (St emCe I I Technologies #03 

8 0 4) ftifO^Jlz-tzJl/P —3>i£Jfelc:!!K>SLTi&§U JFM3tl/c/\-f 7" 

'J K — VP P - — £|I]J|Xt~S d hTfy ̂  p — >/\-r 7"'J K —VCQlXtfAM 

m-Z'foZ>0 7"'J K-7PPz-^igiU t#^tl/c/\^7" 

'J P-^i%m±)itplz££Lrfn;faffi(DBtf)t>tlfc:b(D$:B 7 -H 3f; 0 

P — ~yJUltrEftj^tzfevN*f 7" 'J K — LTjSiR"^"So 

[0086] K-^&©0!J£ LTti, B7-H3/\ 

-f 7"'J K-7M3 0£plfS££tf"e$So &fc\ 

B 7-H 3/W7"'J K-7M3 0 ̂ £1"TM30ftftj 

iz TM3 OJ tmmt&o 

M 3 0 ftftCOIfiflte:, IB9U^C0IB9lJS-§-5 1 J 

So £tc, M 3 0 IB9U^CDIB9lJS-§-5 3 ^^^tlST7^ YII 

BB9!]£#t~S0 &fc\ IB9U^©IB9lJS§ 5 1 ^^tlSttllT7^ YlllB9lJ^"e 

% 17511 9#@©7$ JI££§SAN £>&S T7 $ YIIIB90 ^ ̂  

y, 20M1 41S@07$yItas^IIIB9U& 

fey, 1 4 27514 7 1 #@07$ yi£aSfr^&S:P$ 
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1 7512 2#@©7$ 7 I££§S bti.Z)~7 $ y IIIB90 ^ ̂  y 

% 2 3 7511 3 0#@®7$ yillB^tiqr^Iii-efe 

y, 1 3 1 7512 3 

-efeSo 

[0087] IB9y^©IB9y#§5 yillB^ytis IB9y^©IB9y#§ 

5 \y^^- KIB^y^ct o T =1 — K^tiTl^So BBfll^OBBfll 

#§5 KIB^ycO 1 7515 7#g©3?^ L/^f 

&£> 7 0 \yX^ KIB^y&ft ft0?^-JUIB^y^P-KLTfcsU, 5 8 75 

14 2 3#@0 2? Kfr KIB^teftft^ttflRT^I 

* LT4 2 4 7511 4 1 3#@©^^ L/^f 

KIB^teftftcftttfl^^P^P- K LTl\§o 

[0088] iB9y^©iB9y#§5 3 yitiB^ytis iB9yn©iB9y#§ 

5 2^3tiS2? KIB^y^ct o T =1 — K^tiTl^So IB^y^^lB^S 

§5 2tC^3tlS2? KIB^ycO 1 7516 6#@®2? 

%>~9 9 K IB ̂ yti ft ft CD Htl'v ̂ ^"v'UB^y P — K LTfo lJ N 6 7 751 

3 9 0#@©^^l/^f KIB^ytiftft©SIIqT^IJi 

£=l- KLT&y, f LT3 9 1 7517 0 5 #@02? \s^^-

? KIB^ytiftft^SII^^Iii^zi- K LTl\§o 

[0089] (g) /W7"'J 0 •-^JUftft©!^ 

CICDcfc 9 t,Z LTJ§JR£ tl/c/W 7"'J K-Vti, y 

, f y ^7 p-til/ftft^i$J: < I h^ @&<j 

tt&'EJ 0 7"'J IJ -~y?t& 

Z tif~H.~£ Ll\ 

[0090] Z(DX<? <j 

[0091] ^0^^a^sftftii0)ijj^^ m«±§E (b) (Dimx-mmL/CEL 

I S A&tcd; ytT9 

[0092] J^±0^";itCct otifc/N-f 7"'J K-V&, >SftMSl*X&- 8 0oCJ^T 
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[0093] ^P-zV^TLfc/W^JK-Vlt H TJ&Jfefr £IE^i£i6 

[0094] 

tlSo I©^tiSSCait§±i^^ ^U;Jli§^ 

ku y^•-

"^"JUitrEft £: t# S il t. ifX' $ S o 

[0095] ttz, (0!la.^ ±=B0BALB/c) % feSWiNu/ 

N u 7^X®SfJ]£|*UC/W 7''J K-7£>ittU K-v£i^g3 

[0096] *tu (3~70fu) K2, 6, 10, 14-

•f- K ^ ̂  51 >(2, 6, 10, 14 — tetramethyl 

pentadecane) (7°'J X? >) cfc kl 

^ tlSo 

[0097] tctxtt, s^yij v-^tmm%(D^ox(Dmmfoiz^sb%,mmm%: 
>EttU T«^^'^bL/c^ 2 0aiC1 06~1 0 7i®C0/W 7"'J K 

-V • lfr;*£#S^i£it!24nc;?3! (0. 5ml) 3-&T 

StJ]£l*UC&^U ®;%StW§^U Sl7K^/cS 

7_K£}«~tSo ZCD^mz&V. 1 0 0^J^±©;It© 

y7 • ~)~ tl S O 

[0098] ±§E^;£tCJ: kKf/c^ 7 ?0UtfWe i r, D. M. : 

Handbook of Experimental Immunolog 

y, Vol. I, II, I I I, Blackwel I Scientifi 

c Publ icat ions, Oxford (1978) tClES^tlTlN 

s ̂ -c^r tf-e $ S o 
[0099] fr< LTtf^tlS^y B 7-H 3 
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[0100] (h) 

0 n-i~MKW(Dy^ 7*>f -?RZfy-?~<7 
fete JU"F© 9 Kfr 9 d t tfv $ So 

[0101] |W|^;i(X LTti^^-rJUPx — (Ouchte r I ony) ^ E 

L I SA,1 XteR \ Mk*miZ>Z.£1f-Zl*Z>0 

[0102] ^•<PyL)Ua—-)iiteMiW.-Cl&fo&tfs =£J 0 u-±MKW(D}m&1fi&^ii 
£• iz tefem&tttf&w -efoZo 

[0103] -15, EL I SAiiXliR I i£#±;*£ ̂ 0 S 

£ bizm-WHfot LT#I^Ay yP7"U VJM 

7^7\ +f7?7XlCftjSt"S}ftft£E^SC:£l;:j;kK =E;^P-t;b 

»7-f7\ ̂ y^^x^iwi^-rsch^prtg-efeso 

[0104] S/c, 3 LT, rfrl5©|^ffl©3fv h ($J;Ui\ 

*>f/*-*•> h ; /W *7'* K*±M) ^^fiJffl-TSCht-e^So 

[0105] t$iblZs &&M<Dfe.wte, 7*-'J>P0'J-^ M2 8 0 nm(Cfcnt 

SP»Jt [ 1 . 4 (0 D 2 8 0) A7 yP7"'J >1mg/ml] J:UI 

UtT9 Zti?X^Z>0 

[0106] (2) 0 (a) Jbm (h) 0I*I£liJf^teLTSiMmilLT 

ty 0 P-^Uftft^lXtfL/cil^cfc^T^ M 3 

LT, M 3 0ftfth(WI-a)xtoK-7o^^-rsftft^^(fSCh^-e5-S 

„ M 3 OttB7-H30iMf^0 KP<^ >T-feS I g C 1 KPW >X 

til g C 2 Ky-f >tC£ttSxtf K-7°£S§li LT^ I gC1 Ky-f>^L 

<ttl g C 2 Ky <f ^KH^x tf h-7°h LT 

ti B 7 — H 3 CD I gC 1 Ky^>X& I g C 2 -f >tC#£"tSx t? K-

y^tfs^^-e^so ?p-^-;uftft^\ M3o 

ity^p-

3 0 ft ft £ |-©x tf K — -flzm-St S £¥0^S d £ ifX $ 

So ttcs M3 0ftft®B 7-H 3 tCft-tS^^CttUTl^y ̂ P-^JU 
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ftfotfmntz (t~&fc>^ ify^P-t^ftft^ M 3 0ft fth B 7 -

H 3 ©$££• £&#£>) Mft^&x kf K-7°® 

l39yX&*i^>££3ftTlN&< tt, ̂ f;^P-tJbftMM3 Oftft 

h|W|-0xtoK -S £¥ij£f S d £ifX$ So x L° h -7°^|W|-

£ # L T IN S d £ & < nm 3 ft S o 

(3) ^0ti!j0ftft 

^^^coftfttcti, _h§EB 7 - H 3 tcftl-sty 7 •—^JUftfttcJpi, 

t LTAMtCfi^L/c 

mfc^fl^iMftft, ^7(Chimeric) ftft, t Mb ( 

Human i zed) ftftN L hftft&£: t#3;ftSo dtl £©ftftteN S3E 

ft] ©££ ̂  IN T ̂  f £ d £ "C $ £» 

[0107] ^f^ftfti: ftft®qT^Iiih^^Iii^i:iN^aa-efeSftft 

s SE3feftft©RT^I$£ t: SE3fe©^$I#Uc:gN^ 

L/c^rP< ^ftft^r^tfS Z1 (Proc. Nat I. Acad. S 

ci. U. S. A. , 81, 6851-6855, (1984) #B§) 0 -? 

7Xftt K B 7 -H 3ftftM3 0 G3fe©** ^ftftfciu I39l]#§5 1020 

751 1 4 i#@®7$yitasfrP,&s7$JIH39Ufrhtz.*mm 
£#frttfl&t/l39l]#§5 3 02 37511 3 OS@®7$ J 
7< JWMWS£&£&^^$£#fr&^fr£&£ftft"e&ys ftS© 

t Kfi^O)^^Iii;&WLTlNTSlNo dOJ^&^f^ftft©-®!*: LT 

% 13 901^013 9011 § 6 3 0 1 7514 7 1 #@©7$ 7 I££§SAN£>&S 7$ J 

III391J £^it" S fills S.t/l39lJS"§- 5 9 0 1 7512 3 3#@©7$y I££§S 

III391J£ # "T £gtlfrb ftSft ft£PIf S d £ifX$S» & 

13 90 ̂ 013 9011-§-6 3 tC ̂  £ ft S16111391]^"^ 17511 9S@©7$ 

yi£l39y^>y^UI39lJ"efey, 2 07511 4 1 #@ 

® y $ y itasfr & s 7 $ y 111390 te^^mxh y N 142 7514 1 1 
S@07$yiiaS^^^^y$yi|i39yti^^Iii-efeSo s/c, 1390^1 
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CD139US-§-5 9 1 7512 0#@©7$ 

btazTS. 217511 28#@®7$yi£ 

1 2 97512 3 3#@®7$ 

J itasfr J 111390 o 

[0108] i390H©i390#§6 3 7111390^ i390H©i390#§ 

6 2 testis 2 7 KI390tCj; oT=l— K3*iT^£>0 I39OH0I39O 

#§6 KI390© 1 7515 7#@©^^b^f KfrP> 

KI390ft ftGDttfI:>V1-)\,WM^P-KLTfcsU, 5 875 

14 2 3#@©2? K1390 teftft ©fill RT^I 

$£=l-KLT£kK f LT4 2 4 7511 4 1 3#@©^^ L/^f 

52? KB390&ftft©tt$il^$I$£=l- h*LT^5o 

[0109] I390H©I390#§ 5 9^3ti£$£lI:P$yitlB9!K^ I390H©I390#§ 

5 8tc^3ti5 2? KWlHcd; oT=l— K3*iT^£>0 I39OH0I39O 

#§5 8tC^3ti52? K13 90 CO 1 7516 0#@®2? KfrP> 

KI390&ft ftCQg|I:>y^1/1390^P-KLTfcsU, 6 1 75 

13 84#@©^^b^f Kfr KI390&ftft©i£fIqr^I 

^3-h*LTfiy, f LT3 8 5 7516 9 9#@©^^l/^f 

2? KB390&ftft©&$il^$I$£=i- h*LT^5o 

[0110] L Mbftfth LTteU (CDR;complementa 

rity determining region) (Dfrlk L K |i|5fcCDftft 

tC£I<^/u/cftft (Nature (1986) 321, p. 522-525 

0m) s CD C D R®l390tCjQi — tW7 U-A7-? 

CQ7$ t hftfttCf^it L/cftft (SP^^M/'?>7 b v KW090 

/0 7 8 6 1 ) £ptf£Cl£tf-e$.5o 

[0111] iU M3 Oftftfi3fc0L Mbftfth LT^ M3OSft©6I^T0C 

DR|390£«&U ftflMS1f£#-r£llkK MbftftKH^Sft 

&fc\ M3 OftftcDttflqr^P^ 1390^01390#^9 2 £^3*1 

57$ 7111390^^^^0 D R H 1 (NYVMH) , 1390#^ 9 3 iZ^stS ft 
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5 7 $ J111390 ft £ & C D R H 2 (YINPYNDDVKYNEKFKG 

), &Ol390#§94^3tl5 7$yi£l390fr£>&5CDRH3 (WGY 

YGSPLYYFDY) S/c, M3 0SL^©^RT^^ 

I39OH0I39O#§ 9 5 7$ yi£l390fr£>&5C D R L 1 (R 

ASSRL I YMH) , I390#§9 6 iZ^stS tl5 7 $ J1£I390AN b ft 5 C D 

R L 2 (ATSNLAS), &Ol390#§ 9 7 IZ^Z *i£ 7 $ Jl£l390fr b 

ft§CDRL3 (QQWNSNPPT) ^fLTU50 

[0112] 7^XS#M3O®L O) 1390^101390#^ 

8 5, 8 7, 8 9X&9 1 02 07511 4 1 #@07$ yi£aSfr£>&5 7 

$ J 111390s (2) ±§E (1 ) 07$; 111390^^ U'M < h t, 9 5 %JU 

±0fl=||W|14;g:Wt~'i>7$ y 111390s JkTf (3) ±§E (1) 07$ 7111390^ 

33l^T 1 X&iH®07$ y M&Xtett"2JQ3*i7c7$ 711139001^ 

mxfiz (4) !390#-§-7 1, 

73, 75, 77, 79, 8 1 Xte 8 3 0 2 1 7511 2 8 #@ 07 $ J WM 

SAN£>ft'i>7$ y 111390s (5) ±IE (4) 07$ y l£l390tc£t < 

ti9 5%JU±<Dffimfe£HTZ>7$ SMEZTUs RXf (6) ±§E (4) 07 

$ J1£I390 ̂ 331NT 1 X&iH®07$ yit^^, M^Xti{\l"iP^ti/c7$ 

y 111390 0 IN t tifr--D ft b ft 5 $£tl ?:tt;ij|0ffil0l^t £ 

mfZ>Z£1f-£^& o 

&33, *0£lffl»4nc33tt5 r||j 17511 OR 1 7519im, 175 

18ft 1 7517 im, 17516ft 17515ft 1 7514 ft 17513ft 

Xtt 1 SL< 2j®^EP*"T5o 

S/c, *0£lffl»4nc33tt5 7$yi£0M^«>: LT^#^7$yilM^^f 

SLIN0 ^#^7$yilM^^ti, 7$yiliiyiltc^^0fe5 7$yil^u 

$?>g&7$yityu-7°&, ^©^y-cfc 

5 : Ilttyu-7°=7XA^>1|, yu? $ >11 ; 7° = 'J 

, 7;U^r->, ; #®ttyu-7°=7^->, A''J>, P^>> 

, -fVP^:>>, 7°P 'J >, 7xzjl/77->, K 'J 7° K 7 7 
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> ; 7 $ 'J- = <? 'J *>>s $ X 

iz'J>s xu^-ys 3-n^y0 tibatffj&ftyssMfjis-y 

te)k(D£&i'J-£fo£ : Mttfct KP*i/7')ls-7°=-lz'J >RZ?X\/J = > ; 

7$ ; EsE&iiyu-70=7^ 

/<'J>s UJ S/yRZfJ VUJ *>> ; P=7 JL~ 

jb?7-x h 'J 7° hy 7 yRtf^-P:>>0 frfr5 7$ yi£M^&7u07$ 
JIII391J £Mt Z>^ff0f#14£ffiT 3 ttft1^1513TO 9 0 1fft£ L l\ 

[0113] UTti, 1390#^ 8 5 02 07511 4 

1 #@07$ yi£aSfr^&57$ 

7 1 02 1 7511 2 8#@07$ yi£$ISfr£>&S7$ y®£ 

1390#^8 5 02 075 

11 4 1 #@07$ y II^SANy I£l39lJAN 

#frttfl&t/l39l]#§ 7 3 0 2 1 751 1 2 8#@07$ yi£$ISfr£>&3 7 

$ 7111390^1390#^ 8 5 0 

2 07511 4 1 #@07$ yitaSfr£>&£7$ 7ItI39!Jft5fillqT^ 

$mz<a&nmRxfmmm 502175112 8#@©7$y^gisfr£ 

&£7$ y I£l39yfr^&£gfI^^I:ii£#tJNgflAN£&£ftfts l39US-§-

8 5 02 07511 4 1 #@07$ yitaSfr£>&£7$ yi£l39lJfr£>&£tt 

702175112 8#@07$yita 

gfr £>&&7$ y i£i39yfr£&£gfI^^l:ti£#tJNgfIAN£&£ftfts 13 

9l]#§-8 5 0 2 0 7511 4 1 #@07$ y It£§SAN£>&•?>7$ y 111390 

te&nm^$m%:<a&nmRxfmm^7 902175112 8#@07$ 

y It^Sfr ̂ cC'57$; III39U <? & 5 SII qr^Tlii £ # £ ft 

ftN |39lJ#§"8 5 0 2 0 7511 4 1 #@07$ y It£§SAN£>&•?>7$ y Itl3 

1 02175112 8#@ 

07$ yitas^^^57$ 

^•Sftfts !39lJ#§"8 5 0 2 0 7511 4 1 #@07$ y It£§SAN£>&•?>7$ 

y 111390^^^5ttllqr^lii^#^ttll^t/l39y#§8 3 02 1 7511 2 
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8#@07$ yi£$ISfr£>&S7$ 

llfr£>&3ftft^ I39l]#§9 1 0 2 07511 4 1 #@07$ yi£$ISfr£>& 

1 02175 

11 2 8#@07 $ y I££§SAN£>&'i>7 $ y 111390 •SSil 

#fr$£llfr^ft£ftft^ I39l]#§9 1 02 07511 4 1 #@07$ yItaS 

•frbt£Z>7 $ yi£l39yfr£&£ttlI^^I:ii;&#tJNttlI&0:l39l]#-§-7 3 0 

2 1 751 1 2 8#@07$ yi£$ISfr£>&£7$ y I£l39lJfr £>&£$£!! qT^ 

ii:ii£#fr$£llfr^&£ftft^ I390#§9 1 0 2 07511 4 1#@07$y 

It^Sfr &£> 7 $ y III39U ft b &£ttlI^^Iii£#tJNttlI&0:l39l]#-§ 

7 5 021 7511 2 8#@07$ yitaSfr£>&£7$ yi£l39lJfr£>&£g 

MOHCI390#§910207511 4 1 

#@07$ yitasfr£>&£7$ 

S.t/l39lJ#§" 7 7 0 2 1 7511 2 8#@07$y I££§SAN £> &•?> 7 $ y Itl3 

90 -fr b tz %> ft ft 
[0114] tsibiztmmZG-GtLTte, I390#§8 5 07$ y 111390fill 

S.t/l39lJ#-§- 7 1 07$ y ItI39lJ^:;^"3~'i>iIIHAN,3&'i>ftftN I39l]#"*§"8 5 

07$ y 111390^^1"£ttllS.t/l39U#§ 7 3 07$ y 111390^^1" 

AN <O ^'Sftfts !39lJ#-§- 8 5 07 $ y ItI390^W"^£ttlH$.0,I39!]#"*§" 7 5 

07$ y 111390^:l39!J#-§-8 5 0 7 $ y III391J 

W"^"'i)ttlMS.O'I39lJ#§" 7 7 07$ y ItI39lJ^:;^"3~'i>iIIHAN,3&'i>ftftN 13 

9U#§ 8 5 07 $ y It 13 90 ^^"3"•i>ttlMS.O'I39lJ#§" 7 9 07 $ y ItI39lJ£: 

W~t£gllfr£>ft£ftfts I39U#§8 5 07$ y 111390^Wt/13 

9U#§8 1 0 7 $ y ItI39lJ & •Sift ft % I390#§8 5 07$ 

y 111390^^1"^)ttllS.t/l39U#§8 3 07$ yil!3911^^1" 

•i>ftft% !39lJ#-§-9 1 07$ y ItI390^W"^SttlH$.0,I39!]#"*§" 7 1 07$ 

y 111390£W"TSUllfrbt£Z>ftft% !39lJ#-§-9 1 07$ y 11139!]^:^"3"•§> 

ttlMS.O'I39lJ#§'7 3 0 7 $ y ItI39lJ & •Sftfts I39lJ#"*§' 

9 1 07$ y 111390^^1"£ttllS.t/l39U#§ 7 5 07$ y 111390^^1"S 
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gfI;6N£>&-2>ft;fts MOHClB9!J#-§-9 1 CD 7 $ J ttll&t/IB 

90 #"*§• 7 7 0 T7 $ y It IB 90 & •Sift ft •?> ill t. ifX $ •?> 

o 

[0115] ±§ECDjfifI;7$ y ItlB^yS-t/SIlT7$ y IIIB90 

iz£ ^ Xs z> 

fcwzmiRt&zttfvimxfo&o -jssw^tt8o% 
U±(Dmm*&Xfo Us $?£ L < 9 O %J^±0ffi|W|tt-efe Us cfc L < 

9 5 %U±(Dmm>&Xfo U s £=&$?£ L < 9 9 %J^±0ffi|W|tt-efe^o 
£tcs yitlB^U^ 1 yitaS^M^s & 

yitlB^fl^tot^dh^^Tts ±§E©£-ft 

ft £ II # (D «1IS'I4;£14 %GTZ&ito%MlRTZZttf-pIffi-e$>&o 

[0116] —SII077 $ y ItlB9lJ^0ffilWltttis Blast algorithm 

version 2. 2. 2 (Altschul, Stephen F. 

, Thomas L. Madden, Alejandro A. Schaff 

er, Jinghui Zhang, Zheng Zhang, We 

bb Miller, and David J. Lipman (1997 

), TGapped BLAST and PS I — BLAST: a ne 

w generation of protein database s 

earch programs], Nucleic Acids Res. 

2 5 : 3 3 8 9-3 4 0 2) 0^'7 * JU h/^ P< —* — £> d £ IZ <£ 

o T & Z t ifX Blast algorithm &N -f > ? — 

K"e 
1334907992153 0 

IC 7 7 "tz X t £ Z t IZ J; o T t, & f -5 d £ T? $ £ „ 

[0117] &fc\ IB9U^0IB9lJS§8 5, 8 7, 8 9 X& 9 $ y 

itiB9U*-es 175H 9#@CO:P$y$ jitiB9iKi:>7"7-

JUIB^lJT'fe lJs 2 07511 4 1 Sg©/'^ y y ItlB^lJti 

Rr^uare&ys 1 42751471 #@®:p$yi£$iSfr£>&£:p$yi£iB 
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s/c, i390H©i390#^ 71, 73, 75, 77, 79, 8ix&83^ 

7l£l390^t:\ 1 7512 0#@©7S 7^g|gfr£>&.57$ 

2 17511 2 8#@©7$7^sigfre>& 

71113901 2 9 7512 3 3#@©:P$ 7l£$|Sfr 

7111390 

l390^CDI390#-§-8 5, 8 7, 8 9X&9 1 7111390 

s ^tl^'tll390l^CQI390#-§-8 4, 86, 8 8 Xte 9 0 tl£ 2 ? 

51 KI390tCd; ^T=l-K^tiTl^o 1390#^ 8 4 St/8 5 ©1390 & 

13 3 4 tc, 1390#-^ 8 6 St/ 8 7 01390fctiS 3 5 tc, 1390#"^ 8 8 St/ 8 9 

©I390&lil3 6 tc, l390#-§-9 OSt/9 1 ©I390&lil3 7 tiT 

^£>o £-2? b:*?1 K1390CD 1 7515 7#@©2? b:*?1 Kfr£>&£2? b 

^51 K@390©ttfl^>?'^H390?:P-KLtfcsU, 58751423# 

@©2? b:*?1 Kfr£&£2? b:*?1 KI390tiftft©ttlIqr^Iii;&=i- K 

LT 33 U, f LT4 24 7511 4 1 3#@©^^b^f Kfr£>&£2? \sJ 

51 KI390tiftft©ttlI^^Iii;&=i- K LT^£0 

I390H©I390#^ 7 1 , 73, 75, 77, 79, 8 1 X&8 3 IZ^Z tl£ 

$£II7$7111390^ ^tl^tll390^©l390#^7 0, 7 2, 7 4, 7 6, 

7 8,8 0X8 2tC^3tl£2? KI390^cfc o T =1 — K3tlT^£0 

!390#-§- 7 OSt/7 1 01390tin 2 7tC, 1390#^ 7 2 St/7 3 ©S3 

90&HI2 8tC, 1390#^ 7 4 St/7 5 ©1390&HI 2 9 tC, 1390#^ 7 6 St/ 

7 7 ©1390till 3 Otc, !390#-§- 7 8 St/7 9 ©1390till 3 1 tc, 1390#^ 

8 0 St/ 8 1 ©1390till 3 2tc, !390#-§- 8 2 St/8 3 ©1390till 3 3 IZ& 

#2? K@390© 1 7516 0#@©2? Kfr 

£> ft£ 2 0 \y ̂  51 KI390©$£fl^> ?'^H390 £ =1 - K L T 33 U, 6 1 

7513 8 4#@©2^l/^f Kfr£>&£2? l'*^1 KI390&ftft©i£fIqT^ 

$1^=1- K L T 33 lJ, f LT3 8 57516 9 9#@©2? 

£2? b:*?1 KI390tiftft©SII^^Iii^=l- KLT^^o 
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[0118] KWU £ 

B last algorithm tCct & Z t ifUx* ~b 

o 

[0119] M3 Oftfth|W|-0xto K-70tC^"T 

Z>, L ftB 7-H 3 L thlfe 

t: IrCB 7 — H 3 

t: t: £#£jNt: hlfefeftlfr 

t: (Tomizuka, K. et al. , 

Nature Genet ics (1997) 16, p. 133—143, 

;Kuroiwa, Y. et. al. , Nucl. Acids Res. ( 

1998) 26, p. 3447 — 3448 ;Yosh i da, H. et. a 

I., Animal Cell Technology:Basic an 

d Appl ied Aspects vol. 10, p. 69 — 73 (K 

itagawa, Y. , Matsuda, T. and I ij ima, S. 

eds. ), Kluwer Academic Publ ishers, 1 

999. ;Tomizuka, K. et. al., Proc. Natl. A 

cad. Sci. USA (2000) 97, p. 7 2 2- 7 2 7f^#E 

[0120] >tt 

fttakHCgSAllfefett (Yeast 
a rt i f i c i a I ch romosome, YAC) ^ —1£ IX 

LTL h&^P7"'J 

Aft^Ss J v OT^ hft^&t/ h7>X^'i-v ̂ m^KD^Ms JktfZtl 
^ (D ft m 11 ± £ & ft ^ *) •£ £ Z. t IZ J; y fF y ai t Z 11f-1? $ £ o 

[0121] s/c, 

^?£p- K"t£ cDNA, L< &§£c D N A * — tC cfc y^& 
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[0122] ^fSKttCHOiE 'J >/<!£ 

^ $ x • - v ̂ 0 £ d t ifX $ £ o 

[0123] ttcs t 7"^ 'J —J: U 3130 U/c7 7-i/fV X7°U^ m$k(D\l 

(Wo rmst one, I. M. et. al, Inv 

estigative Ophthalmology & Visual 

Science. (2002) 43 (7), p. 2 3 01 - 2 3 0 8 ; Ca 

rmen, S. et. al., Briefings in Functio 

nal Genomics and Proteomics (2002), 

1 (2), p. 18 9 — 2 0 3 ; S i riwardena, D. et. al 

. , Ophthalmology (2002) 109 (3), p. 427 — 

4 3 1 

[0124] t (s c F v) £ LT7?-^ 

X7°W 

/£ (Nature Biotechnology (2005), 23, (9 

), p. 1105-1116) 

[0125] 

T, t" £ t: hftftCD =1 — Kt~ •SDN £ 

[0126] s c F v®D N 

(WO 9 2/0 1 04 7, WO 9 2/2 0 7 9 

1 , W093/062 1 3, W093/1 1 236, W093/1 91 72 

, WO 9 5/0 1 4 3 8, WO 9 5/1 5 3 8 8, Annu. Rev. Im 

munol (1994) 12, p. 433—455, Nature Bio 

technology (2005) 23 (9), p. 1105-1116) 

o 

[0127] hftlW, M3 0»^-T§^^f h'XttS 
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mti hWM3 Oftfth|W|-0xtoK-7o^^ 

-STZt^feTZZttf-eZZo ttcs M30»B7-H3C^t5jS 

M30Sfth 

B7-H3 (Dm-stem-fz) z.t%femtzztiz£?t, nft^&xtfh 
-7<D&mx.teMi£tf5kfe3tlT^ti:< Tt, hWM3 OftfthlW] 
-ffli tf K - -fizm^t ztnfetzzt tfx $ So x tr s - 7# n-*e& 

MLT^Z>Z.£tf&<^i$tiZ>0 

[0128] J*Lt©£&lc:J:oT?#£*i/c + ̂ 7^ t: Mbfttk Xlit: Sftftteu 

^»J3K^3ftfc;&£#KJ:oTftJIKttt-£>^1f£MU $?ig&ft 

[0129] LTti, ftft©££1f£Ptf 

ZZ.ttfXt*Z0 P'J * MJ - (DSC) 

(Tm) ttzmmzmfetz 
Z.ttfXt*Z£WX$>Zo D S C^ffllNTT mfii£>fJJ£U 

&z.£iz&?Xs $*£^1f©g^£tfc&-r£>c:£tf-c$£o ftftaM£#££ 
teau tt^sgt©ii^^tc^titsy (Lor 

1 Burton, et.al., Pharmaceutical Dev 

elopment and Technology (2007) 12, p. 

2 6 5 -2 7 3) N 

o LTti, 

(i'Ki© rn t» i% IN ft W tfrn t» i% IN ̂ ££14 £ m11 & rn b ft ^ (DX\ VL± IZ 

jStfe T •§> !&W IfifoZ) o 
[0130] s/c. 

—A7yP7*'J> (single chain immunoglo 

b u I in) •2)^';i:fc^[] (Lee, H — S, et. a I 



°<2<$ 

v»0)l.^]/f v##0>l.g 
Kmmm 

co xmmmcotmm ̂  ?i x*m co & §g*# c ? co 2 0 <2 n % & 21 ww co m 
yC<L "tmrn^ ^nn^g Tim KCO^ 

~m$mm w~i <z 4- -1 mi* 3ni*r ?ix E$<2>?ix*mco urn* ^ £ 
0 <2:1+ ¥ £•& m CO % -y. n TO# WB < - •£ •£ * 21 ¥ N (i T 21 :? 2 <2 A- £ £ii£ 

^CD%^mz {^mcDK-^-^y: ^mmcoM^ 
vqhH \6K^r»i±ujlCD^DT)-J-^n vTO|£|$aw 

Tim) mmmm °£ 
n^^mmm^\cDmmm^m-ox'i'j-^m-N 
qK2w§*#ll A > Z Tinwi»w^q> o24^m3G0$<2:#ii*£ir# 

TI^ 

tmmm ^n^^^tmmco^mmmmcommm^mm^^^ 
°(^ 

CD1 IT ° (8 - 9 17 17 (82179) £ 9 £ (£661) e J n i e N ' • | 

B -1© -Q UBLUJ 0 1SBQ-S J 8UJBH ' Q £ - 6 2 I I '(6 

) L (17 6 6 I ) "Bug u ! 9!OJd 1 'I e 'S sueiu 

ep | An|/\Q 

i|aA^?1X^^^riid¥ Kh&XUTm? (Apoqoueu) y±#r 

-A^IXCqVPS^P00!!!11® UjBLUOp 0 I 6 u i s) 

O^.H-ltr Tl^3/f^^TO)2 
vnj^&S^i^BCB-itr K?wy$cDfo&¥ v--/£ 

4 ^i-s 

fi .£•.£ AV>Ii^-^^T0)2 ° (17- L "d (L) '2 ' 

(0 L 0 2) s q V w ' ' I B '19 '1 'UUBWJJ !MS: LZ.-L 

9 'd ' 9 £ (6 6 6 L ) A6o|ouniuw| JB | noe | o^ ' • 

t06090/ZI0Z<IfAL3d 617 ZILLmZIOZ OAV 
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% $mi&m 
mxfozo fcwommiimmmmvtLTte, W09 9/54 34 2, w 
O 0 0/6 1 7 3 9, WO 0 2/3 1 1 4 O^ft] £>tlTlN-g>^\ 

HIIMfr£11153 ©JStiteAftJn t a ̂ tl^o 

[0131] ^tem±izm\[.TM*tkwmtz>m'£ 

LT^ ^0^lffl»^IEi6^ti/cftft0ttlII39y^=l- K 

XS'J* 

©fgii^ ? ? - izmxz tix IN £ c £ t Rrtg-eS) £0 

^izmtoimmt isTtes pffLiiifflR whites *f)\som 

J^-efe£COSM (Gluzman, Y. Cel I (1981) 23, p 

. 1 7 5 —1 8 2, ATCC CRL-1 6 5 0) , V ^ XW^-M jfe N I 

H3T3 (ATCC No. C R L - 1 6 5 8 ) ^ * -f — -X • /\AX ? 

-#H« (CHOft ATCC CCL-61) KPliM 

(Urlaub, G. and Chasin, L. A. Proc. 

Natl. Acad. Sci. U. S. A. (1980) 77, p. 412 

6-4 2 2 0) CI 0 

o 

tCcty^ALs in V i t r o T'ipUt" £ CI ^ tC cfc 

U ti'So <j3lNX tiftft®IB9y (-C, J; o T 
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x/mzx. 

?# b ti £ ^ S ti -g) o 

&fc\ >J *jy 

•?> Z £ <o tlT 33 lJ (Journal of Chroma 

tography A, 705: 129-134 (1995)), ttz, H 

U < fill t})\s7$**/)\s3$i&<DVl) 'J ¥><D2T$ L* 

$fftclzt)Ji'tf*i/Ji'^mlZ'iiLWT£7°n 'J FlkZtiZZttfto 

^tltl^ (Analytical Biochemistry, 360: 

75-83 (2007) ) 0 LfrU dft 

71^ -&tg 

X(i2 907$;H^l/fc^, RtfTS ($| 

A.I& -h)lt^iy)lMmuUtL(Dyu 'J Mb^ti/cttfl) 

IfZZttf-CZZo fibs ftJli^t£&t/x7x??-^t^WctlTlN£ 

2*©tt$|teN 

t>\ *%miZi%Z>$LW(D±j&fit LXte2^(Dmmmjy5X'tl)[yt^iy)^ 
m(D 1 *fg 

7?^ 7°£ LT0«&&<^ g G (I g G 1 N I 

gG2N I g G 3 N I gG4) , I g M, I gA (I gAI, I gA2) , 

I gD&£Wil 9Em*&tfZZ.ttf-et*Zt>\ 1kt£L<&\ gGXttl 
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g M, 3 blzftt L< I g G 1 Xtt I g G 2 

Ja\, 
IIt~ •Sfr, LjiS^&in 
S« tc 33 ivT m% 3 t± £ d ^ £ J; o T, mK W (D Iff ft £ ?# £ d ^ "C $ £ 
o C©J;9^ftlT^©9t>T\ 

IN z> witt t c t #-c $ £<> 

s (ADCC) Ste&rflf 
(CDC) *mmzmzfo 

foRxfznmffi&mfrtftitzmffites B I - H 3 ictt-ra^sirc&y 
, $?£ L < (ADCP) SttT-feUs 

L < 5 A D C PS'I4£^ L/cii^IiiStt (tfEffiiHStt) 

T? £>£>«, Hid, A D C P^tt^jQxT, ADCCMW 

/XttCDCSMitjtoT^TtS^o 

5 K^ ivr &^ mmmmKit®wizm $ &?±ji'%&mTzz 
t, mmMtelzm&Kllzffl$frVMB&5E*>?1-Jl'ZmmT&Zts MW%T£ 
*nUtZ>Z.£s N KmmZftLTADCCfc&Z&ZtZt, JkZfffifo* 
ITLTCDC mt zztiz^v Mmmmoimzmn % z t 

(J Clin Oncol 28:4390-4399. 

(2010), CI in Cancer Res; 16(1); 11-2 

0. (2010)), «10|Cf5 jfi B 7 - H 3 Sfttflt § A D C P® 

£ d ££'>&<£ t,*fP£#lift]£ 

[0132] m*(Dmfr£LTte, Fab, F (ab' ) 2, Fv, X&ttfl 
RX?m&(DF v£ig^&'J ytl-X-m^^tciyy^J^JL^ >F v (s c 
Fv), diabody (diabodies), JkZftfLfoffljfc 

%tcs F (ab' 
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[0133] $>bizs £*>2mm<Dmte&iiimztt[sTftmfe.* 
MTZ>mnc<D&9«2mmofcrn.iz 
ftnnT £tjCO~C'fc£fi< (IP^N —(bispecific a 

nt i body) ) N r#f#S<|4ftftj &N ^tULt (0U 

[0134] 

(flUfc^ F (ab' ) 2-fif#Sttftft) T?=fcJ;lN0 =ttf##l14ftft&2 

(H L>ct) U 

j o 7'J ~ttf# 

Millstein et al., Nature (1983) 305, p 

. 5 3 7 - 5 3 9) 0 

[0135] gftft (scFviit)lESt"£) —^11 ft 

'J ^7°^ K0 'J > 

$n ~3~ •§> il ^ cfc lJ t# £> tl •?> ( P I u c k t h u n , The Pharmac 

ology of Monoclonal Antibodies, 113 

(Rosenbe rg S.t/M o o r e HN Springer Verlag 

, New York, p. 269-315 (1994), Nature B 

iotechnology (2 00 5), 23, p. 1126—1136) 

o Ztcs 2-30 s c F K'J >£—T-^3-&TfFi^tl£B 

i s c Fvi^^zlifittft^h 

[0136] — (#!Jx.W^ 7K 

mmmi, 9 4 6, 7 7 8^ xmmms, 260, 203^ 
tms, 091, 513§, xmmms, 455, 0 3 0^^#B§)O 
^©scFvcfiiNT, =iyv^f- h£ 

Sft L< K'J 
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til) (Huston, J. S. et al., Proc. Natl. Aca 

d. Sci. U. S. A. (19 8 8), 8 5, p. 5 8 7 9- 5 8 8 3) 

o s c F viz&ijm-o^mzm^L 
<U\ 

z>*°i 2~ 1 9as 

ffig©7°^ KIN bft£o 

[0137] scFv^-htSDNAtt, =1 -

KnDNA, h*t5DN Affi^, ^ft 

£>®I390<£>9 ^©^SBX&PirM©7$ 7111390^=1- Kt~ £> D N A£B#££| 

mt u 
M^X\ K'J >£-^:fr£=l-K"t£DN A, M,;e©fi 

T iff ~$~ Z. £. hz cfc y t# £> ft •?> o 

[0138] S/c, -IscFv^p-KtSDNA#fFl^tl§^, ^ft£>£#W"t 

oT?#£Cl£tf-C^ tztc, 

cFv^ItmSo dft£>©ftl«m^ tulE^IWia^ LTJIIE? 

£lXt#Lfgii3t^ TsitCJ: yg£3 

[0139] ^mitLX^K^z^t^W^^m^tc^jO-^h-oX^j 

ctlNo £. LTtis 1 ID—(D$KWs(DWL 

££® xtfh-7°£Sgfit"I)*f i((£>JrEftT?S>ft ft%%wikt& 

fetLXi^ I g G C H 3 KP< -f > £ 2 offi s c F v t(D^> X h l> 7° 

^'J v<7X-$-y - ^'J v —7©#A#£ 

Ptf£Cl£tf-e$.5o 

[0140] *fP£©ftftfciU 7 $ y III390 AWc££*f$«l0ft B 7 - H 3 ftftCDM 

£•!$]"?£>£>s *°'J ? p-tibfcift'eS>9Tt Ja\, tf'J ?•—fJl/ftft©— 

mt LTtis c D R z.ti?x*^z> 
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004/061104o 

[0141] T, P-JU (PEG) 

^ LTZ z t i v$ £o 

[0142] ^%U,yVD-f— K^JFML 

(Immunoconj ugate) T't cfc lNo d ©<£ 9 

©0!l^ LT"t £^LTIN 

•?> <1 £:$ (Nature Biotechnology (2 

005) 23, p. 1137-1146), $IJPL -f yV^b, (1 1 1 I n ) 

7° P V 7" (I nd i urn (1 1 1 I n) Cap romab pe 

ndet i de) N 0 ^ 51 ̂  A (99mTc) 7 7 x ̂  V 7 ^ JU^ > $ 

y (Technet i um (99mTc) Nofetumomab merpe 

ntan) N -f yV^ A (1 1 1 I n) -f 7" '/> V 7" (I nd i um (1 1 1 I 

n) I b r i t umomab) N -f y h 'J ^ A (90Y) -f 7" '/> V 7" (Y 

t t r i um (90Y) I b r i t umomab) N 3 — K (131 I) h^'Vf 

?7* (I od i ne (131 I) Tos i t umomab) =f ~b Z b ifU 

S50 

[0143] %btitctfiWit, JSJ—ilt§!U£ 

WMJ5ttlteJa\, MPitetl 

7A^P7h^77^- 7-r;u^-)tii, ^ UM 
*°'j 

•& CI ttfTtzZ) (Strategies fo 

r Protein Purification and Charact 

erization:A Laboratory Course Manu 

al, Daniel R. Marshak et a I . e d s. , Co I 

d Spring Harbor Laboratory Press (1 

996) ;Antibodies:A Laboratory Manua 

I.Ed Harlow and David Lane, Cold Sp 
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ring Harbor Laboratory (19 8 8)) if, Ztlb 

[0144] 0 PV h?'^7 -f —t LT^ 77<-T<-^P7h^77^- -f t 

>3iI^P7h^77^- l7Ktt^P7h^7 7<- P V K 

^77-f", lll^P7h^77<- P7 h?'^7 -r 

ZtifX^Z o 

p v h ̂ 7 7 -f — teU H P LC^F P L Cf©^^P7 h ̂  

7 -T — ZttfTZZo 

[0145] 77-r-^-rPV h?'^7-rLT^ 7°P7M> 

At)^As J,nT'f>GJj:7A%gtfZZttfV$Zo >A 

Hyper D, POROS, Sephar 

ose F. F. (7?Jb7N>7) 

£fcftJI£@^bLfcJSft£ffl^'C ftJI^©^1f£fijffl LTftft£*tl[ 

TZZtbpIffiV&Zo 

3. ftB 7-H 3ftft£##-r£g££ 

—13izECD r 2 . ft B 7 — H 3 ftftcDS^jisJ ©lit^EE®^ ^ tl& 

ftftfciu WMtLX, 

iztttz tLxm^zzttfxzzo 

[0146] in V i t r o T'0ftfttC <£ «fflflS©J^5S©J£Pf VS'&X 

Mfet&ZttfXZ&o 

[0147] B 7 -H 3£}§§iJfgi!LTlN£^«^£iMU 

©jfJtT'ftft^JP U 7*-*JXMJ& ^P--MM'X7XP^ Ki^ 

c tttxz&o 
[0148] in V i v o Lfcftft®^Cft"t ®| 

B 7 -H 3 £i^fgiiLTlN£Efi^«^£#ffiL/c2- Kv7XtCft 

ft £ & L <D mt £ )il tZ Z t tfX $ £ o 

[0149] mommtLxte, j^ mm, JSE&±&^ ±mm, mtnm^ &WM 
mm^Ms mmm, im ?L^ sm s^sm #31 m 
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B 7 -H 3£fgiiLT 

[0150] LTti^M 

JtK331NTN £££$!/£$]£ 3 ti £ L T#m&<0 t»(DTW 

£ IA\> 

[0151] *fP£©g2£Sfi/£$|tt, P H% ;1^1J±N JteJt, ^B£j£% fe, ^S'lt 

'It }§®^s m{^L/clJt§ 

§!&!lffl©$]M£ LTJ*rF©t>©£ 
mi%>Z.£1f-Zl*Z>1fs : Sfij *>yN 7^->s ^U 

T)\,*r-yyj&wy^(bTKJmm* StSSik 7 
x=uutf>gt K u ^Axttiisi^it K 'j obmommtm, u 
>1|N % ^x>!£% /1N^I|/<>> 7 7— N ^IITK^^- K 'J 0 A, h'JX-i^It 
(T r i S-Hc I) V > " h ~)\s*? V <J *> 

% Xf (EDTA) 1)710, *°'J 

tf-jutfp 'J /3 -*>? PT^T, K 'J >^p t KP^>7°P tfju- /3 -*> 

^PT^X MJ >#©t^b£!k ^UP-X, VW-XX&T^X h'J 

©iMSlk itfeftk ?L 
Ib^*0 'J tf-jutfu 'J SJy^omzK*° 'J -?-> 'J ^7°^ K\ ±M 

M/SfcNtfX £,t^St yj^JUM* ^tnv-
-M y JI^^JUTJUZI-M 7°P ^Pb 

v;u^>llxtiiiI^b7K^©M^J, ^'j-tz'jx 7°Ptfb> 
• ^'j P-JUXM'J Ji^uyyj zi-j^omMs v>-h-JUX&VJU 
tf'h-Jbf©i7J^-Jk 5&>S£!k VJb^ViXrJk tf'JVJl/^-S 

2 0 >p7is 'J VJIy^<— K 8 0=fCDtf\ 'J VJIy^<— K K'JK> (t r i ton) 

% hP^^$> (t romet ham i ne) N b^-^VXtiPbTv-^P — 

z?u-zJPVJi'tfh-Jis!§(D£fc1kmmiL ikiki- K 
'J ^ A, i^b£ 'J -7 A^v>" h-JU • VJUtf $Sli£ 
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, iB7-H3®IiCj[tLT0. 00 1~1 OOfe, ^:0. 1~1 

otegsjn-rIA\, 

[0152] 

£>tiT 

^•SffeCDtlM-et, Ja\, 

Z ttiXtf &o p H 7 . 0-8. 50Tr 

1 s^777- pH4. 0 — 5. 5 CDl^HA" y 7 7 —. p H 3. 0 — 6. 

2 0^7x>!!/<>;/7 7 —£#"£$£>«, £tc, Ztlb<Ds<y 7 7 — tZ 

V )l> tf K -)V^ffe©d ̂  t, T? $ I)o 

[0153] *fP£©g2£^£$KCttft;B 7 - H ftB 

7-H3ftMt/'M< £=&— 

T, /1i^S£&nnn&£ LT3Mi3tl£0 ftB 7 - H 

HHUMMOHC, jSB7-H3SMt/'M< 
EMIJM lZX<?n-X(D£? &>g^ &EMSU £ ffl fc/^fSJtFn t L T 

[0154] ftB 7-H 3 

% ftB 7 -H 3ftft,>:|W|0t^ SU*^ 

^y^LTs abraxaneN carboplatinN cisplati 

n s gemc i t ab i ne, i r i notecan (CPT-1 1) , p 

acl i t axe I, pemetrexecL sorafenibN vin 

blast i nXtti^HlWO 2003/0 3804 3 K 

ld§B<6©2i££!k ICLH-RH7tP^ ('J ZL — 7° • b 'J X =f"tzb'J>^ 

)N lXh7A7f>-7^X7xO, XX hPyx>M 

7i>, 7P + i/7x>f) % TU V^--tzPlS^iJ (7tXhPV-Jk b 

K • V—Jk x^p-tzp<X^>^) 
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H£!l V&tll£s ±§EGOIZmfe$ ft& 

PtfLSM^ 3 bizftz L< tit \*Zmf2>Z.£tf-CZ2>o 

[0155] u mniz& 

£^T&fetZ>ZtifT:-^Z> U *fP£©g2£^J$$KC#i:ft.S, ft B7 — 

H 3ftft0B 7-H 3tCtt"t££M]1t BP^ B 7 - H 3 tCttt 

(Kdi) tCttU (Kdliltf^) ti£\ t 

'>&< d®^iitcg-3VT*fgBG 

MftB 7 -H 3ftft£L htCttLT&^-t£Kti, #50. 00 1-100 

m g/k g £ 1 |I]£>£>l,Nte 1 ~ 1 8 0 SH^C 1 0©FaiR§"e^f|&0&-^t"*U£ 

<n\ LTti, ^ m& 

[0156] J^T, *mmzn 
MJlCll^Sftatamifc^o &fc\ 

r^ \s*^-'9u--yy (Mole 

cular Cloning)] (Sambrook, J. , Fritsc 

h, E. F. ̂ .t/M aniatis, T. 1, Cold Spring H 

arbor Laboratory Pressi'JHS 9 ̂tC^TU) tC 

§Ei6<OT;£tcJ; ytT9A\ Xteu Tfr|£©t£££^3f v V 

PP®JB7I\® tC^ o L/Co 

[0157] uTs mmmiz&^-c*m%zmzmMizmwtzt>\ *mmz.n*>w& 

[0158] &fc\ TftmMmiz&^-c&fc?&mzMtz&&m*ftizwm<tM& 
lJN rf |/^n.7-^p-z>y (Mo I ecu I a r C I on i ng) 

J (Sambrook, J., Fritsch, E. F. S.t/M a n i a t 



WO 2012/147713 60 PCT/JP2012/060904 

is, T. 1, Cold SpringHarbor Laborator 

y PressJ:yi9 8 9^fgT0) 

*§"• t,Z ti TtTO tCo 

1)-1 t K B 7-H 

1) -1-1 K B 7 -H 3 A''J yy K 1 

L N C a P ||$U (American Type Culture Col le 

ct i on : ATCC) total RNAJ;iJML/cc DN A^liMtC 

5' —ctatagggagacccaagctggctagcatgct 

gcgt cggcggggcag — 3' (I390I^COI390#-^1 ) 

JkXfs 7°^V-2 : 

5' —aacgggccctctagactcgagcggccgctca 

ggctatttcttgtccatcatcttctttgctgtca 

g -3' (I390^©I390#^2) 

^ffll^TPC R tl hB7-H3/'\|J7>h 1 £ • — Kt§ c D 

N A ^r±ii)l L/co 

tCN tl'stl/cPCR^MagExtractor PCR & Ge 

I cleanup (TOYOBOtt) tCTltMLtco W.IZ, «l#Sl (N 

h e \/N o t I) L7c?j|N MagExtractor PCR&Ge 

I cleanup (TOYOBOtt) tCT WMLtca p c DN A3. 1 ( 

+ ) 7°^X$ KDN Azmvmmm (Nhel/NotI) -zmtLtzfes 
MagExtractor PCR & Gel cleanup (TOY 

OBOtt) [ZXmWkLtco 

±§E*ii^DN AmfcZM&L, Mtc Ligation h i gh (TOYO 
BOtt) 1 6°C-e80#rPM h U >a>L/c0 
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±§EJ5M)£*J]iaDH 5 a=l>L0^> h"tzJU tCjQ 

IIlEtL/co 

±IE"et#^tl/c=l •— — PCR^7^7-^BGH rever 

s e Prime r"e=IP— — K PC R£*TI\ — >£"tz 

b ̂ 7 a > L/co 

(LB/Amp) tipiL, Mag Ext 

ract o r — P I asm i d — (TOYOBO }±) K D N A ^ 

MtJH Ltc o 

?# ^ tl/c 7°^ X $ K D N A 

1/7^7-3 (CMV promote r^'fV-) : 

5' — cgcaaatgggcggtaggcgtg — 3' (IB9lJilC0 

IB90#^3) 

IkZfs 1/7^ 7-4 (BGH reverse 7°"7^7 —) 

5' — tagaaggcacagtcgagg — 3 ' (IB 90 CO IB 91]# 

"*§"4) 

m<D^-'ryxmtfitkfi^\ %m<7u-yt$mcDSMm*bm[.tc0 

f^tlfc^p->^2 00m l0LB/AmptSMiL 

N V i oGe n e|i Plasmid Midi V — lOO^fyh^r^o 

T, 7°^X$ KD N ACOl&tJH^fT'^/co 

p c D N A 3 . 1-B7-H3 Ltc0 • 

--yyisntcs 1 -H 3y<1 j yy v 1 iisfooR 

©IB^lJS"^" 5 (D 2 0 K#-^-1 7511 6 0 2 tlTlN^o S/c„ B 

7 — H 3 A" 'J T7 > K 1 COT7 $ y IIIB9UtilB9lJ^C0IB9lJS-§-6 

o 

1) -1-2 K B 7 -H 3 A''J T7^ K 2%l%s<W-OWWk 

LNCa P«t o t a I RNAJ;iJML/cc DNA^tiM^ J-M~RC 

IEt"7°^-r V--tz>> K : 
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5' — ggggacaagtttgtacaaaaaagcaggctt 

caccatgctgcgtcggcggggcagccctg — 3' ( 

5' — ggggaccactttgtacaagaaagctgggtc 

ggctatttcttgt —3' (IB 90 CD IB 91]#-^ 8) 

PC thB7-H3/^J7>h2^p-Kt5cDNA 

[0159] ^»J1) - 1 - 1 i»PCRg^^Gate 

way B P Jx J/5UC cfc lJ p D 0 N R 2 2 1 vector (> tf h • ̂ "i 

>*±) izmfr&fr. AHHi T 0 P 1 0 > tf K • y X >*±) L 

tc0 

^%%i.M^zmbtltcO U-y^Z-D^X^U~-P C RtCT^ h+M 

ttittis -f h®S3£56§IL/c8-3®^ •-> 

iZ-D^Xs y+t— hcOTfq]^ 1 Kl&flCDis — tJLyXK 

^>nt-K0 3' RXfB' 0^MMDN IB 

90 £561$ L/ci> K'J— ̂  • — >^Ga t ewa y 7^X7^ * —*> a 

^ — pcDNA — DEST40 (> tf hP">'x >tt) t'Gat eway 

LRs^^tT^/co ^IITOPI ommni.mmzmbtitcou-y^z'D 
INT=IP--PC RtcT-r >+t— K+f-r X05Sii^tT^/co -f y+t- KGQS 

^^5SIIL/c^P->tCOlNT, ^>nt-K03' &tf5' 0^DNA 

IB^MT^TIV gftK yV— W 

WkLtcC U — > CD 7°^ X $ K > tf hP'yxVtt PureLink H 

iPure Plasmid Megaprep K i t 1 m g iU~h 

WMLfco 
pcDNA-DEST40-B7-H3/\°'J7>h2 L 

tz o ^^^7 $> — izt> U—~y f 1$ tl/c B 7 — H 3 A" 'J J7 > K 2 mfc^CD 0 R 

F £B#©IB?!HilB?!l^©IB?!l#^ 9 (D 2 K#^ 1 7519 4 8 
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tlTV^So S/cB7-H3/<U7Vh2©7$ J 

1 0 tC^3tlTlN-g>o 

D -2 B7-

1) -1 -10B7-H3/^J7>h1 izm&B 7 - H 3 £S7°^X 

$ K£^>7°u-h£u 

o gft£t-£^$#^ttBB^J#^5^;**i.5B 7 -H 3 02? KS 

7°^7-&G a t e wa y a t t 3' ilHi 

Stop] K>£#frJ;9^!£ftL/co 

TIED , 2) N 3) PCRtML1ffi^a/c„ IP 

%, 1 ) &7°^ 7-7&OM 2 £7°^ 7- 1 5&OM 1 -ei^SU PC 

Rjt^£M^70^ 7-7&OM 1-ei^SL/co 2) &7°^7-8&OM 

3 £7°^ 7-1 5 J&Zf 1 IT'l^SU P C Rjt^£M^7°^ V-8 

1 1-ei^SL/co 3) &7°^ 7-9&OM 4 £7°^ V- 1 5 &OM IT 

i^SU PC Rjt^£M^7°^7-9&OM 1-ei^^SL/co 4) &7°^ 

7-1 O&OM 1-ei^^SL/co 5) &7°^7-8&OM U'i^§L/c0 6 

) &7°^7-9&OM 1-ei^^SL/co • 
1) B 7 - H 3/^'J 7> h 1 ORF : 79-4 1 7 RXf 1 3 6 9-1 6 0 

2 (5 7 3 b p) 

2) B 7 - H 3/^'J 7> h 1 ORF : 4 1 8-7 3 2 RXf 1 3 6 9-1 6 

0 2 (5 4 9 b p) 

3) B 7 - H 3/^J 7> h 1 ORF: 733-1 071 RXf 1 3 6 9-1 

602 ( 5 7 3 b p ) 

4) B 7 - H 3/^'J 7> h 1 ORF: 1072-1602 (531 bp 

) 

5) B 7 - H 3/^'J 7> h 1 ORF : 41 8-1 6 02 (1 1 8 5 bp 

) 

6) B 7 - H 3/^J 7> h 1 ORF : 733—1 602 (870bp) 
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•-#^&o^si590 
- 7 

gggacaagt t t gt acaaaaaagcaggct t 

ccctggaggtccaggtc — 3' (15901^01590# 

-8 

ggggacaagt t t gt acaaaaaagcaggct 

ccctactcgaagcccagcatg — 3' (15901^ 

1 2) 

-9 

ggggacaagt t t gt acaaaaaagcaggct 

gccgtggaggtccaggtc — 3' (15901^01590 

gacaagt t t gt acaaaaaagcaggct 

tactcgaagcccagcatg — 3' (15901^ 

gaccactttgtacaagaaagctgggt 

atttcttgtccatcatc — 3' (15901^0 

aatgtcataggctgcccggccacctg 

cggcag -3' (15901^01590#-^1 6) 

aatgtcataggctgccctgtggggct 

g t g t g - 3' (1590 ̂ 01590#^ 1 7 ) 
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5' — gggaatgtcataggctgcccggccacctg 

caggctgacggcag — 3 ' (IB 90 CD IB 91]#-^1 8 ) 

5' — gggcagcctatgacattccccccagag — 

3' ^ 9) 

1) -1 -1 * t e w a 

y B PJxJ^UCcfc lJpDONR221 vector AJjfjiiT 

OP 1 0£Mff$E^L/co P->tC^lNT=l 

PC RtCT^ >+t-

-f >+f-

hcOTfq]^ 1 —•?x>3>jxJ&;£fTl/\ -fy+J-—S©3' S.t/5 

' 0^MMDN ABB9!l©5ls&£ftofco 

P —T§E7°^-f 

h©^DN BB9!1$#T©*^ 

@ ^13901*# t^±lZ-%LLtcZt tfmmZ tl/co 

IB^SSIIL/c&xy h'J—?• —>£pFLAG-myc-CMV-1 9 

— DEST U>t"hPyx >tt) T' Gateway L R /cQ 

*JISDH1 OB U>fhPi/'x>tt) ©Mff &&&£?#£ *lfc?P-y 

tC^lNTP Px — PCR tCT-Y >+f— h+M 

-f >+*-—S©S3£5ls£Lfc&£P —-fy+J-—S©3' S.t/5 

' O^D N ABB^J©$#r£fTl\ >"t— K^'IE L < JfA^ti/cCl £: 

£56§IL/c0 HIT, ±§E1) 6) 

B7-H3 I g V 1 N B7-H3 lgC1N B7-H3 lgV2% B 

7 — H 3 I g C 2 N B7-H3 I gCI -V2-C2, B7-H3 I 

g V 2 - C 2 £§Ef o 

^^^-(:^P-z>^/^tl/cB7-H3 I g V 1 N B7-H3 Ig 

C1N B7-H3 I g V 2% B7-H3 lgC2% B7-H3 IgC 

1 — V 2 — C 2 N B7-H3 I g V 2 — C 2 mfc-fCD ORF p|3^CD 2 ? b 
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^ o, 22, 2 4, 2 6, 2 8, 3 

(HC^3tlTlN-g>o tztc B7-H3 I gVI, B7-H3 I gCI, B 

7 — H 3 I g V 2, B7-H3 lgC2, B7-H3 I gC1-V2 

— C 2, B7-H3 I g V 2-C 207$ 7 1590110) 1390#^ 2 

1, 2 3, 2 5, 2 7, 2 9, 3 H^StlT^-So ttc, IB9lJ#^2 0& 

Xf 2 1 ®IB9lKiHI 1 5 ic, I39US^2 2RXI2 3 ®IB9lKiHI 1 6 ic, I39US 

^2 4&t/2 5®|B9lKiHI 1 7tC, 1390#^ 2 6 RXf 2 1 0IB91J&M 1 8 IZ 

, |B9US^2 8M2 9®IB9lKiHI 1 9 £, IB9US^3 ORX/3 1 0IB91J& 

HI 2 0 £&*§Bi63tiT^£>o 

1 ) — 3 B 7 77$ 'J— 

B777$'J-I£;fefc5B7RP-1, B7-H1, B7-DC^1 

l/<^-pCMV6-XL-4 ? -s P C M 

V6-XL-4-B7 RP- 1 , pCMV6-XL-4-B7-H 1, pC 

MV 6—XL — 4 — B7 — DC & tit Or i geneft^J IiA Ltz0 

[0160] B7 77$lJ-illE?tfe§CD8 0, CD 8 6, B7-H4^Mt5 

^<<7$-imT(D<£?lZftmLtc0 

CD80, CD86, B7-H4^i>h'J —/<$ ?—pENTR/22 1 

7c? p E N T R/2 21-CD80, pENTR/ 

22 1 - CD86, pENTR/22 1 - B 7 - H 4 > tf h • >*± 

i)^PIALfc„ 
K P C DN A3. 1-DEST (>r > 

tf K • ̂  x >}±) T Gateway LR o 7c „ AJiijii D H 1 0 B 

(D:BMMM^z%bntcOu-y^Z'D^x^u--PC Rizx^ >+t— K+f 

-f X©5ls££fTofco -f -f 

>nt-K0 3' &tf5' 0^mDN AIB^MT^TIV htf 

IE L < JfA3 tl fcZt L/Co 

•-->?'3tl/cB 7 R P- 1 , B7-H1, B7-DC, 

CD 8 0, CD 8 6, B7-H4ilfe^a)ORF^^0^?b^51KIB9lJti 



i i avisos 

:i9iB i r,.£>\/ °y)m&w- vn 
Otfsg I I 9M/-|7/ 0 8-19 * B I d I I 9 M 9 6 Z. zl O 

^MflXWdBONi:i^T?^?1^0 8/s I I 9OOOOS:I@BO 

>^^zoao^<--fi^^ e- (3 

3 A < - •- fi £ * £ r 21 > 2]- /r. <L O a O 0 A - .H f, A > \ iOEifs 

T#^A-.H (\Ay^'~wbM °-yn^^A-.H UA y^'CDK-ut, L L 

9 £ (l T * 6 I Od s V v<-a^/Sl70l7riT^6 

Z.dOI/\l v<-n £ 6 £ 9 6 4i(i d B O N 1 [L9L0] 
°^n 

(fgflna i) ooo^ogd^ 

3 (ooiv) Mi "n 8 6 v e 9 x e d 

1#0A-„H UA M' Z~ (Z 

°:^i:iPA-^ r, 

Ay\nftM%mfflxo±?mBi?£ i^s 

^wniMinss L s o±/m%9o i^s 

% (0 0IV) MlOdsv?1X (OOIV) Widow ^Ideo 

Niyi&mz. <3-irvn@0 17 3 V@SS L V@S 

L v@s 0 °-yn Ofto ! U96SUBJ1) YC>±d N V0£1X ( 

ny6od * (li-w, • 

^ir-4-^^B) *C.A r | j o | JON"Wa i v a a>$l® 9 ~ f 

L- (z 
Af^--uoori -3ri«¥ 

si7 v L 

17 V6S VZ.£ VSS VS s^#fi^3l0^fi^3l?1fi^3lll^ ^^017 H - Z. a 
v98ao 'osao voa-z.a viH-z.a U-dy za-^i 0<2r 

2.1^^^213 17 V017 V8S V9S >£ v3 S^#fi^3l0^fi^3l^.ar^i 

t06090/ZI0Z<IfAL3d Z9 £UZ,H/Z10Z OAV 
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#n$£'J#nn (Cedar I a n e}±) IZ 1 TJl/fofcV 1 m L 

±XmU Ltc0 1 M SLtc(D-tb, 19mL0O. 1 % B S A/ 

R P M I 16 4 0 mm ( B S A Si gmaft) L7c0 3 7 °Ct 1 

7c0 

[0162] 7°b- h£^-e3 OtfMtMU ^tCML/co Ce I ITiter-

G I o UM ( P r o m e g a}±) xjUtC 12 0 ju, L;^jQ Ls iSt' 1 

0£f^J5JfcL7co 7°b— K 'J—y— (A R VO HTS Prekin E 

I me r*t) lZX%%m^M\ £L7c0 xjl4i% 

£ifm u 7c £ ¥omz n/co ^ © <£ 9 £mm L 
7ciM±;*£jt£1-£/W7"'J K-v£HJRL7c0 

ifnLNCaPMfi^^P-VJ:^ 2 4?P->, MC 

F 7 •-><£ y 3 6 ? •->, AsPCI • -><£ y 

3 ? n — y(DX<7 'J • —>tf?#£>*l7c0 

^»J3. 

3) -1 

3) -1 -1 %>mm 
MC F 7mm% 5-1 0x1 08Mi£SL7co dtl£>0«&-tzJUX? b 

-^-xm^ 0iRL7c^ - 8 omzmmfezftr>tc0 4°ctc;^ L7c 
1 % N P — 4 0 (:> ? V /'JU K 'J "V (^Protease inhib 

itor (Ps>ift) AlJ®Ly s i s buffer 10ml 

7K±"efe^biiT^iNd:9^t0^>> K-e^b>> K^;^?L7co ^ 
±IZ^< b «> h L7c ^TK±T\ 3 0 L7c0 RT^b L7c^ > 7°JL4i 

% 4 °CN 10000-15000 2 0 U ±1^1 5ml 

Protein G sepharose 4FF beads (77s>t 

A 7 Tv/UV'v/'tt) 5 0 0 ix I 3 [g]}^}# LN Lysis buffer \,Z 

W.$k LTco TK-tT protein G sepharose 4FF be 

ads 5 0 0^1 ̂ pr;mbL7cHt>7°;U±;*tC^iP U -0ft4 °Cxmm 



21 (ft^<x>-fr-4-<./T, fr) (S^M/SW) 
£/ (on) ->£^H AQ^^¥LH ̂ 0£vq>^pyn^ 

9 u:iai£m (##*V<r> H .H y*-c 
) CH i2i^q>^if^ 

^[Mi^]/{£r-i¥^K£»Si z-i- (e 

^sV-1C-f4-^-1 s — i — (ea)iLKi^iro£<4+a)2 
O^t^iro£<-fr0 i ri o o i 

°-nmaJ^La?i0oooo L vn^SH£f^ vnnri^v^ 0 

-.nra^S "8 H d 410H-s ! U I/Ml I^OL 
®u LU | n o ujds | LU g m [ °-./n X3'WI^X 0 1 I ° A ( 

0 '2Hd I OH-8U I oA | g |/\|iuoL)'|9J-J-nq uoj; 

n I 301^06 V$^K?#|^T vfWWOol7 vgU# L i?$[S] 0 0 0 9 

°-.n^fiil 

0 3^02 °^nX|T[S]^s p B e c\2l/L-T=r£r I wg L vn.£<>^ 

<. a J Q j-j-n q S|SA-| ITTOOS vxn ̂ ^riafp0v^¥ 
o-yn^ri^[°]i7^^0 2 o^nD?sg^j © ± ± n q 

s ! s A-| I UJ g -g ^21/1 —Elf* C I UJ g L ¥ 

°^n^if?$|5]H#0S "0oP 1DTOSPB9 

q s p e e q 

#If?$[°]£lj£0 9 I I X210O17 v (9 q n 1 I "J 9 I) Dljpsgri s 

p B © q zldl7 8 s O J E l| d 0 S 0 UI8}OJd0|7/og-/ 

1 ii:i (sad) >m¥IiWItll< fi 3 6 ^ sM^viSriiW 
^"ir0£<-A-

— 1f^ — • •£ C VH ®21 (H:pB J o ! g) sumn | oo A 

i]dBj60iBLU0ji]0 uiun | oo d9J dA | oj 

t06090/ZI0£<IfAL3d 69 ZlLLMUQil OAV 
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(Mascot, "7 h 'J IZ £ <>J frtff Lfc0 — — X 

ti International Protein Index ( I P I ) 

o ~^(D$nW:s 3 4 AE.^ tl/c0 

H£3tifcStints©*frbs sn-e&zztzmfaLfc SSKtiNg 
B7-H3 (CD 2 9 6) tftJI ( B 7 — H 3/\* 'J 7 > h 1 ) tC 

#@U £TF©3) -2RZ?3) - 3 ©^g^fjofco 

3) -2 

N I H-3T3M (ATCC) £5X1 0 4«/ c m 2 IzftZ J: 9 c o 

1 lagen type I Z| — K 7 ̂  X • (IWAKI }±$!0 tcMffi L 1 

0% £i>Spfulfil/# (FBS) ttDMEMiS±te (>C > tf K • Vx >*±) * 

-e 3 7 °C, 5 % c 0 2 ©MTt 1 L fcG 

IS, HWJD -1 -1 tfFl^tl/cpcDNA3. 1 - B7-H3, 1 

) - 1 - 2 tl/c pcDNA-DEST40-B7-H3/^J7>h 

2 N $--£$>& pcDNA — DEST4 O^tl^tlN I H — 3 

T 3 $|#U tCL i pofectami ne 2000 (> tf hP^'x 

) h7>77x^i/a>Lv 3 7 °CN 5% C O 2©^'f^T:TlltC 1 

^iLfco 

10, h7>X7x^>a >3tl/cN I H — 3 T 3«£ K 'J 

, 10% FBS^DMEMt«MUm 5%FBS#^PBS 

tc^L/co KP< Mj-Mftc^fflu/co 

3) -3 yn-V^( KP< K 'J —Mtff 

MSTB7-H3A'J7>h1 

»B 7 -H 3izntu-v^( KP< hu-^tc^ussn 
L/c„ ^»J3) -2-ePiiL/clfflM;l^^M^L, ±;*»£L/c^ 

h7>X7xnifcN I H-3 T 3«tCttL/W 7"'J K-
4lCt?mri#iLfc„ 

5%FBSttPBSl?2 [•]&}# L/c^ 5%F BStf P BST1 000 

in tC^lR L/c Fluorescein — conjugated goat 
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IgG fraction to mouse IgG (W hole Mo 

lecule) (ICN Pharmaceuticals #554 

9 3) 4°C-ei 

5 % F B S PBST2 Ltc^ks 2/ig/ml 7-aminoa 

ct i nomyc i n D (> tf hP^xV (Mo I ecu I ar Pr 

o b e s ) #M) 5 % F B S P B S Kif 5SS U 7 • -+M K 

— ? — (FC500 : BeckmanCou I te r}±) /cQ 

T1-— ?$?#rt£F lowjo (TreeStartt) Tfro/c0 

7 — ami noact i nomyc i n 

M0F I TCMJl©^ h^7A4MLfc„ 

P>hP-JraS^^^-^#AL/cN I H-3T3|fflM«L 

X K^AtCttLTB 7 -H 3 y <1J K 1 fgiiN I H-3 T3iMt)«B 

7 - H 3 A 'J T y V 2 fgi! N I H - 3 T 3 tXh Atf 

imziyy i^Lx^&y-yy?i) K-7^B7-H3S# 

jt£/W7"'J K —LTlXt#L/co 

[0163] L 7 N L 8% L 1 1 N M30N M31 0 5 ?P->0ftB 7 -

H 7"'J K-7aMMB7-H3K'J7> h1M'B7 

- H 3 A 'J T7 > h 2 £ d £: tfBR £ £ & o tc0 

3) -4 <7n-±j\sm*(Dmmm^ztttz>^i&(Dmm 
3) -3tB7-H3/^J7>h1M'B7-H3/^J7>h2A 

(D$$S tfW-MtS tl/c^E J 0 • B 7 - H 3 A ij T7 > M RXf B 

7 - H 3A'j yy K 2 -

3 £|W|*§0 7P-+M h;< K 'J —>£Xt$MLfc0 

h7>X7x^>a>L/cN I H-3T3«©^yCt: ( 

MDA — MB — 23 1) (ATCC) N t (NC I - H322 

) (ATCC) HHiLLfc^J 0 

ftLt, d tl ̂  £ d t tl/Co 

3) -5 7°>££ 
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ty ̂  • —^JUftifcCD V ? 7°^ Mouse monoclona 

I isotyping kit (Serotec }±§!0 tC cfc lJ tl/c 

o tomm, K-7 (L 7 N L 8N LI 1N 

M 3 0N M 3 1 ) &$t(D%iW(D74 7*>C 7°&, I g G 2 a o 

tCo 

3) -6 ty ?P-^Uftl*®Pl[ 

t y ? p-^juftt^ /N-ryj 7"'j K 

(JU"F rfti«i^jimj ) frbnmLtco 
[0164] -?0 7>m&&yLT<D£?lzm$kLtco %t\ 7-8»BALB/cA 

Jc I—nu/nu (S^^UT7) 7° 'J X ? > (S i gma tt§!0 MH L 

s 7"'J ^-7^7^7 1 IZHfe/cU 1 

x 1 o^mxm.wmzmmLtc0 ^ - 2mmmz.m.mmz.tfrmLtzm&*n 
IXLO. 2 2 ixm(D7 J )[s$-%mLT}J$mL#LWWMWsUt LTffll^Co 

[0165] /\>T 7" 'J K-Vi£S±;*&C ELL i ne (BD Bioscience 

s \±m LrngkLtco mmzc I onaCe I l-HY Growt 

h Medium E (S t emCe I I Technologies %±M 

#03805) „ mis 

3tl/c±M±;*&0. 4 5 Mm7-r;U?--e;JiiiL, 

l^/Co 

[0166] ftifcti Recombinat Protein A r PA50 (Rep 

I i Ge nftl) £;tfxJl/$Jl/--|zJl/P7 74 > (^b^ItittiSD tCHI^b 

Ltc77 -f (J^T r/lNjU^jU-tz^UP? 7>f > P r o t e i n 

A J ) XttH i t r a p MabSelect S u Re (GE 

Healthcare Bio — Sciences %1M) tl tc0 

;U$;U-tz;UP7 7 4 > P r o t e i n A*ettN ft£&•"£•/<«;/ 7 

7- (3M NaCI, 1. 5 M Glycine pH8. 9) T3 

U 7 7—0. 1 M ?x> 

II p H 4 . 0-e;#aiL/co 
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—Hitrap MabSelect SuRe (G E /'tt) 

ft^iiiJim^^A^JPLP 2 M Arg i n i 

ne-HCI p H 4 . OT^aiL/co 

;#tJH3 PBS tcA"y 7 y titc0 

[0167] ftfr®;fJt& P 0 R 0 S G 20/itn Column, PEEK, 4. 

6mmX 100mm, 1. 7 m I (Appl ied Bi osystems 

) U (0. D. 2 8 0 nm) £>fjj 

fetZ>ZtlZ£V>frlsbtco UtTOCte, ¥tt^'>7 7- (3 0. 6 m M 

'J >m2 7kMj~ K <J ^A • 1 2 7K 19. 5 m M 'J >I| 1 tl <J 0 A, 0. 

1 5 M NaCI, p H 7 . 0) t¥ffbLfcPOROS G 20/AmC 

PBSTflKL > 7°JU £ » L, ¥«/ <y77-^7 A £ && 

^ ^ A tC L 7t ft /#H/S (0. 1% (v/v) HCI, 0. 1 

5 M NaCI) Ltc0 ;#tJH>S(£>P&71DJt (0. D. 2 8 0 n m) 0 tf 

&5£-C)lJ££WaiLfc„ 

[0168] ftl*Ht>7°JU;fJt (mg/m I) = (ft**-? > 7°JU0 fcf-? ®f*) / (tl 

iSnn (t: K I g G 1 ) COtf— ?Sifj!) X^I^pnp©}i^ (m g/m I ) xHt> 

tf^ti/cftfr^-aS ti£x> K KX^:> — E S 

— 5 0 M -tz y K (^b^lH #0 2 0 15 0) ^lyKh^VMC 

S E - L-tz «> K (^b^lH #0 2 0 0 5 5) £ffllNT>D£U 1 EU/ 

m g £ «>: Ltc0 

^»J4. ftB7-H3ftft©'iI 

4 ) - 1 ADCP ;£<|4 

Ba I b/c — n u / n u?1)^ (£N 6—1 Owk) (El^-^l7 — Jl/X 'J 

/<-#) IZ1. 5 m =l b-h£SfJ]£ft&^L/co 5 S&Kfltflg 

tfi(D 0 • 7 7 — L/co 5 00/xL/we I I (1 x 1 05 c 

el l/we I I ) £ 2 4 wel I plate LN 3 7 °CT 1 0& 

eiLfco M?:i7i^^-*^L/co 
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N C I - H 3 2 2«0^ 'J P K H 2 6 d 

ye I abe I i ng k i t (Si gma}±) f 

V h«£ TrypLE ('fV^hP i/'iVtt) T?i!lSI U PBST'2 0gfc 

/#• L /c0 i luent CT'1 x 1 O7 eel I s/m I 

9 il/ii L/co P KH 2 6 dye stock ( 1 m M) £ D i luent 

Ct8 AIMIC^IRLN f d y e L7c 

o ^£C5^ML/co 111ml M^lfll;*A1'J±^£iPx2 

itz0 Ltc0 

[0169] ^MJ3) -Qxm^nt^m^mm^.x2oix9/^ \ izmRLtc* :x 
- 1 - 1 2x i oe/i oo/i i 

/t ubel^au fe&Ltzo 7K±T3 O^iLfco ±;*£J£T, i£ 

2 [•]&}# L/c0 tStlSOO/iLClSL/co 171^-iB^ 

±;t £ m $ s ft 1* £ MH L ±M>S £ X ̂  > K L tz« £ mw L, m&L tz 
0 C02^ >^zL^-?^-e30|^±ML/co Tryps i n-EDTATl 

Jfe£iynu «£0i|XL/co 0i]XL/c«^F I TCtlfiftv^XCD 1 

1 bftl* (^? KVT1/ y*>7>*±) £jbD^ 7K±T3 O^^lfML/co 

±;*£J£T, 2 [•]&}# L/c0 m%Ltcmm%:3 0 0 IX \ (Dim)®.-? 
HU FACS Ca I i bu r (^? h VT1/ ^ > 7 >*±) iZT'Mfe 

£*T^/C0 CD1 1 PKH2 6P§1f 

LTlM^lro/c ( n = 3 ) 0 

[0170] M iz^n&k^iz, L 7 N L 8% LI 1N M3 0, M3 1 

&^tl^tlV?P7 7-^CJ:£NC I - H 3 2 2«ffl]&©£&$£4 8. 0 

±0. 9 %s 52. 3 ± 1 . 1%, 57. 1 ± 2. 5%, 61. 9±2. 1 

%, 5 7. 7 ±3. 0%I^L/cC«>:^^, L 7 N L 8, LI 1N M 3 0, 

M 3 1 ftfa&NC I -H 3 2 2«^ttLTA DC 

3tl/c0 

[0171] miM^ftB 7 -H 3ft<*£A#U fffiADC P;£14£>fJJ£ L/c 

o 7l> hftLhB7-H3 ftfaM I H 3 5 (eBioscience*±K 
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7^XiLhB7-H3ft fa185504 (R&D Systems *±) N 

MIH42 (Serotec }±) % DCN70 (Bio legend }±) £ 

^ti^tiA^L/co 7 — H3-

3 £H*§(OT;£--e56!IL/co Cft ±§E(OT;£tCT A D C 

PMfe£>fJJ£L/c0 

M I H 3 5, Ml H42, D C N 7 0 £ 

1 ix g/m I mWLtc^ 0 • 7 7-V iZ £ Z> N C I - H 3 2 2 

«®m#£4. 2%, 8. 2%, 10. 8%mmLtc0 Z(DZtfrb, M 

I H 3 5, M I H4 2, DCN7 0 (5 £: A/ £: A D C P ;i§'|4 £ ̂  ̂  

M b t)s 11£ -? tc0 

Ztl 'J ——> V\Z ct lJ t# £> tl/c B 7 — H 3 SIH? 

• — >M 3 OttmifcB 7 -H Sftti^tfc&LT^K&^ADC PS1f£#f 

•S Z t. tl /c 0 

4) -2 ADCCM 

4) -2-1 X7x??— 

7— K7^X-efc5CA nN. Cg-Foxn 1 nu/C r ICr I j (0 

'JA'-tt) MxL/cS^l£2 

${(DX 7^ XL, BD Pharm Lyse (BD 

Bi osc i ence s #555899) 

tco % b Fetal Bovine Serum, Ult 

r a — low I g G (^f > tf hP^'x >tt$^) £ 1 0 %# tjN7 x y —JU b 

yHTtRPMI 164 0 (4 >tf hP^:L>*±§i) (WT TADCCiiS 

it!2J m"to ) i:liL, izJUZblsJi— (tfT+l-4 X4 0 ixm : BD 

Bioscience s QM) K 'J ^ > ~/)\s— 

Jt-e 1 . 5X1 onm/m I J: 9 A D C Cfflt»« 1x7 x ̂  

$-MB£ Ltco 

4) -2-2 



WO 2012/147713 76 PCT/JP2012/060904 

^WJ3) -3«hlU^0^)±-e^U/cB7-H3^Ji2 9 3« (ATC 

C) L tz 2 9 3 mm* h 'J 7%> >iiu 1 0 % F 

BSttRPMI 1640 U>lfhpyx >*±) 1 o % 

F BSttR PM I 1 6 4 OtCliiljlU &»4 X 1 06f@£0. 2 2 fx 

m7^b^- T/$&j!§ L 7c Chromium — 5 1 (5550kBq)h /Hn" 

U 3 7 °CN 5% C02OiftTt 1 0tP^^UL/co 7^iH/c»1 

0 % FBS RPMI 1640 (^ > £> • T? 3 [S]>$fe># U 

ADCCffliS±tet2X 1 O^tt/m I J; 9 UIMJ^ L/c0 

4) -2-3 51C r'J 

2 X 1 05»/m I ©*IMJ^£5 0/i I /^iJH?9 6^UjgV^?P 

7°b-K^^>EL/C0 5/xg 

/m I J; 9 A D CCiigiftt#iL/cM3 0N 74 V ? -Y 7°P > K • 

—JUtrEfa (ml gG2a) (eBi osc i e n c e }±) £50^1 L 

, 4°Ce 1 0^ifML/co ^££1. 5XlOWml0i7x^-i 

KlOOixlllilU 3 7 °CN 5% C02©Hm-teSL/co 10 

, -h/# £ LumaPI ate (Perk i nElmer %±M) ^C[g]i]X LN 13 

y V £ 0 V ? -•T?®cdi3 tltzXLtzo A D C C *£<££ J; £ |ffl 

Ltzo 
[0172] «;#» (%) = (A - B) / (C - B) X 1 0 0 

A : ^V^JbOxJbO^^V S 

B : (ftfa • X7x^^-lK;ij)0^xJL') £ ̂  > hCQ^^Mit 

( n = 3 ) o ftft^jbP0$£i7x?*HfflJ&^P0$K^ft^*lA DCCfflig 

M5 0 A u 10 0^ l^iPL/co ^ft£Wi+f>7°JU^xjU£|l*§0}# 

7c0 

[0173] C:Jt*$di ±)<yy 

£Mii ( n = 3 ) o ftl»JP0ttCA DCCffliSM 5 0 M I, I7x^-| 

»JP0#tCT r i ton—X1 0 0^2% (v/v) # A DCCffi ±p ±fe £ 

10 0^1 
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[0174] 3[g]0^i£0¥i£ML!T\ PittSt ud 

ent' s t-testCJ:^ Mth L 7c „ M 3 L 7C0 

=t(DM3 0&, B 7 -H 3fgii2 9 3«tCttLT3 1 . 6 ±3. 3 

M 3 0ftfate B 7 - H 3 fgii 2 9 3 M 
miZttLT ADCC)fr&%:^tZ>Zt1f^ntc0 

4) -3 CDCM 
^»J2) -3-MZrntl5fetmm<D^fe-eMmZ?7?tzo 
NC I - H 3 2 2«ffllN/c0 Mfa^JP^©$t;fJt"e2 5 ^ g/m I 

1 0%FBSttRPMI 1 640 (ft^ffAy : X 

Xhb7°hV^>>) -e^L/c^»iJ3) - 6Tl#^tl/cftB 7 -H 3ft 

fa ( L 7 N L 8% LI 1 N M 3 0 N M31) Rt?74 V ^ -f 7°=l > hP-JU 

ftfa (ml g G 2 a) U 4 °Ct 1 L/c0 ^CtCRPMI 1 

6 4 0T3 0°Mzm%RLtc7^^mW (CEDARLANEftl #CL3 

0 5 1) JtT 5 %IZftZ> £ 9 SsiP L 3 7 °CN 5 % C 0 2 ©MTt 1 

BtPeM >^TZL^- K U 3 O^iifL/co 

&tc&)s ipS/S<^^MCOC el ITiter—Glo Luminesce 

nt Cell Viability Assay (Promega %1M) 

zmnu isti 7°u-h u-y-T-fg^M^tt^JL 
tco Ltc0 

[0175] (%) = (a-b) / (c-b) X 1 0 0 

a : y-yzf)\s7±)\s(D%%w. 

b : Ay 0 V=i*?y K (JfflflS • ftfa^^ip^ x;u) ( n = 

3 ) o "J 10%FBSMRPMI 

164 0 (ft^KAy Xhb7°hV^>» U ft 

fa;»ttCftfa^$^^M© 10%FBSMRPMI 1640 (ft£$| 

KAy :"*-*>'J X Xhb7°hV^>>) £^JPL/c0 ^tl^ti+f>7° 

[0176] c : ftfa^jbP^iJl/©fgftM©¥*IMii ( n = 3 ) 0 ftfagsjbP&Kftfa^ 
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10%FBSMRPMI 1640 A <J : 'J 

X Xhb7°hV^>>) ^ftJ^i+f>7°JU^:LjU£ll*§© 

rfifE^TO /"Co 

[0177] >|JJ£^Jil£|i|4^L/co 3[g]0^i£0¥£MLiT\ tl^MI 

=l>KP-;Uft^ L 7 N L 8% LI 1N M3 

0, M 3 Hi, I -H 3 2 2«^ttL 1 0 1 . 

5 ±3. 3%s 6. 3 ±4. 2 %s 13. 6 ±9. 1%, 7. 2±1. 4% 

, 7. 5 ± 1 . 8%, 12. 8 ± 2. 0%(Dmm^^(DigT^mmLtcZ 

tfrb, L 7 N L 8% LI 1 N M 3 0 N M31 N C I - H 3 2 2 MB 

IZMLCDCfSfeZ^tZZttf^-Ztltco 

4) -4 ^KPW>©>££ 

M 3 0 if B 7 — H 3 ©if© K* -f 3 ) -3 tmm 

©7P-+M KP< K 'J ->£?-miLfc0 ^MJD -1 - 3 tCT!J^3ti/c 

#B7-H3 p|3^^ S 0 ̂  — ̂  h7>X7i^>a >L/cN I H-

3 T 3 ^tl/co 

^©^^ HI5^^-rd:9^M3 Oti, B7-H3 I gC1N B7-H3 

I g C 2 N B7-H3 I gCI -V2-C2, B7-H3 lgV2-

C 2 IZfa-StZZ t tl/co B7-H3 I gVI, B7-H3 I 

g V 2 iZ tilpn* L o tco 

ZOZtfrb, M3 OtiB 7-H 3©C 1 (BB?!l#^ 6 (D7 < JII 

#^1 4 0 75M2 4 4 tC^tl^;7 $71113^0) WC2 (BB?!1# 

6 ©T7 $ y 11#-^- 3 5 8 Jbm 4 5 6 tl£> J7 $ 7 IIIB^lJ) tCilnn' •?> 

mmzLXs L 8% LI 1M'M3HC1 

C2 yiZ^tZZtif^Ztls L 7 tiV 1 (lfl^!J#-§- 6 © 

77$yilS^2 7 7bH 1 3 9 $71113^0) WV2 KPW > ( 

IB^lJ#^6©:P$ 7I|#^2 4 5 7}^ 3 5 7 £^3 *i£ T7 $ 7 IIIB^O) 

"n"^- •§> Z. t fofCo 

[0178] M30liB7-H3©WW©h7'fy'efe5l gC1 K 
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I g C 2 KPW >tC£tt£xL>-7°£§IfiLT, I gC 

1 l g c 2 KPW >XtiM^tc^t£££^3ti/c0 

4) -5 ftJl^##l14 

M3 0©ftj^#si4£^»J3) -3 £|W|*§©7P-+M h;< K'J-^-e 

L/co 

1 ) - 1 -4KTII$l;**l/cB 7 7 7$ 'J-m&M-ZfoZ CD 8 0, 

C D 8 6, B7-RP-1, B7-H 1N B 7 - DC, B7-H4ISli 

^ $ ~ h7>X7x^>a>L/c2 9 3 T ^ titc 

o 

M3 0ttB7 77$U-^tS)§, CD80, CD 8 6, B7 

-RP-1, B7-H1, B 7 - DC, B 7 - H 4 d £ if^tS 

tl/Co 

5 . in vivo 

5) — 1 ft B 7 — H 3 ftfa© in vivo ftS 

N C I - H 3 2 2 h 'J 7%> >mm LT^i7 ̂  X =l <£ y ty L 

1 0%FBSttRPMI 1 640 (^VfhP^'xytt) L 

s ±%%ffi£Lfc0 ^n#±^7j< 

MJimm) C1SL, 6|®0BALB/cAJcl-nu/nu (0*? 

td XI 07M/v^XTlt^j£TtC#ffiU/co ftlS^OBI 

^LTI 0, 1 7 , 24, 31, 3 8 0@tCL 7, L 8, LI 1, M3 0, 

M 3 1 ftfa£ 5 0 0 (ft25mg/kg) Tit J]£l*l&^ L7c0 

P> hP-JUtC&ftfa£|WM« (5 0 0 jot I ) ©P BS£fltfl£fc&-£Lfc0 

mmwmtf\os 17, 24, 31, 3 8, 4ssg^uj^u ftfa&^tc 
•& ftlfii®^]^:^k. L/Co 

^©^n, M3 0, M31 p Bs^^tchb^, 
mmizntc (4 5 0@0t£©jMfafmc-^-rp Bs&-£$£©tb&-eM 
3 0, M3 1 © Pfittedtl^tlP<0. 0 5, P<0. 0 1-efe^/co Pffi 

ti Student' s t - t e s t (C<tlJ JStJH) 0 S /c, 4 5 01 
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(=100- /(PB 

xioo) &i_7, I_8, LI 1, M30, 

M3 1 Tttlttl- 1 6. 1 %, 0. 2 %, 2 5. 5 %, 4 7. 2%, 5 8 

. 2%-Zfo-otco M 3 0, M 3 1 i n v i v o 

(06) „ 

[0179] y, M 3 0 RXfM 3 1 B 7 - H 3 U ftll 

Z. Cbfrtfe-otco 

5) -2 L/cif-n CD i n v i v o 

£fal*i©^:tlfflJ^;&P&£1~£/ctf), KP^- K±tA'J *°7-A£fEii 

L/co IPt), ^P KP^- S^A'JtfV —A££ftF»gic:&-£t-£>££££ U 

, £fal*l©^:tlfflj^ (7^P7 7-y) 

(Journal of immunological methods 

1 9 9 4^ W. 1 74#, p. 8 3 -9 3) , <? U 

KP*- K^A'J^V-A^^LT, MTOmmzmLtco 

[0180] NC I -H 3 2 2«£ K 'J 7%> LT±«7 ̂  X P J: U L/cti 

, 1 OroFBSttRPMI 1 64 0 (^ > tf h P >*±) 

u ±;*^P^L/CO mmmzmim-z2mm[.tc&t, ^n#±^7j< ( 
PBS, AHi^I*!^) C1SL, 6»BALB/cAJc l-nu 

/n u (s^^u^tt) tc i x i 

mm* - 1 401^: LTO0@tc^tt£tT^/co 

-? 7 7s^_Wfa(D^ 9 P7 ^ p Kp*— KitA'J *° 

7-A£0, 4 , 7 , 1 1, 1 4, 18, 2 1 , 25, 28, 3 2 0 @ tC 0 

. 2mL/7^^»JIft>ittL/c0 S/c, P=im0,^C&P BS£|W|0 (0 

% 4, 7, 11, 14, 18, 21, 25, 28, 3 2 0 @) tC 0. 2mL 

/7^7,btzo 

±§EM¥tCM3 Oftfa£ 1 , 8, 15, 2 2, 2 9 0@C 5 0 0/i g 

/7^7 (ft25mg/kg) Htzs 

3 (500/xl) 0PBS £110(1, 8, 15, 22, 2 
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901) 

8, 15, 22, 29, 3 6s@tc>fjj£u 

istc. ( n = 8 ) o 

^C0i|p^£^1N ^ 2 7 tC^fo 

[0181] [^1] 

0 as 8B@ 1 BBS 
m&m ^{6 IP# we 

(mm3! •®S (mm.3) flK (mms) mm 
PBS+PBS »f-p 104.375 6. 491581086 149 10. 60828517 227.5 18. 20027472 
Clod iip.+PESS#« 114. 625 4.862162585 159. 375 7. 676349346 318. 625 26. 37567704 
PBS.+M30 103.5 7. 221001118 123. 625 14. 88958952 145 19. 58497967 
Clod lip+MSGg^ff 104. 625 5. 47049717 143.375 10.46753058 247.75 24, 44947414 

2 2 a i 2 9 B g 3 6 0 B 
HH#« WM flip mm gif§ 

(mm3) UM (mm3) ftf'-'n (mm3) MS 
PBS+PBS.&J3-M 394. 75 25. 77772433 601.25 43- 17065389 827 50. 82S38516 

Clod lip+PBSK#P 443. 625 23. 52653327 619,75 40. 9550058 1002. 75 78. 18493415 
PBS+ffiO^-S 186. 25 25. 920036 301. 75 47. 13610612 415. 25 79. S4.1751.97 

Clod lip+M30fg-%--|$ 384. 25 40.10644319 641.375 80.12176838 837. 25 121. 349223 

[0182] P BS#I^+M3 (PBS+M30^) 

P BS#I^+ P B (PBS + PBSf^ 

ao Mmzmmmnmm\^titc0 IP*>, 3 eagBt^iMfaft 
C91NTPBS + PBS &**&£ 0 hb$J-e P B S + M 3 0 &^m<D Pfitti P 

<0. 0 5 T'fe o 7t ( P -fit ti Student' s t — t e s t (C<tlJ HtJH 

) o ttz, 3 6 0 g0#^-e©ffi^5SPM$ (=100 - (PBS+M30 

/ (PBs + PBs^n®iitt:i©¥^i 

) X 1 00) ti 4 9. 8%-Zfo-otz (H2) 0 

-15 s 0 • KP^— h±t A 'J *° V - A + P B S fltfl* ft (C I 

o d I i p + P B S £-§3¥) RXf<7 • KP^— KMX 'J *° V - AHM£-£ 

+ M3oftfasi^^^?¥ (clod 1 i p+M3o^si) -zmmm 
^©^$ytis£#£*l&ANc>fco IP"^ 3 6 a P B 

S + PBSJg^^Oib^-eC I od I i p + PBS&^£<fct/C I o 
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d i i p + M3o^m(DPmttn'e'np = o. 52, P=I 

( P-fit&S tudent' s t — t e s t JStJH) o S tz^ 3 6 01 

(=100 - (Clod lip + P 

ttC I o d I i P+M30 / (PBS + PB 

xioo) 21. 2%, -1. 

4 %-^h^tz (^2) „ 

[0183] [H2] 

CM) 8 01 1 5 0 0 2 2 B B 2 9 .as 3 6 0 @ 
Clod lip+FBSt£M£ - ©,. 6 CO 1 - 1 2. 6 -3. 5 - 2 1, 2 : 

PBS+M30 tS^lf I 7, 5 3 6. 4 5 2. 8 4 9. 7 4 9. .8 
Clod Hp+M30^« 3.2 8. 6 2. 6 — :6, 6 -1. 4 

[0184] ^ M 3 0 0 • K • *- K±tA 'J *° V - A 

}x-§^C <£ y JCpftl 3 tl/c d ̂  tltz Ztfrb, M 3 0 

iEiz*"? ny 7—is%:D-{s tz$]^.~z&z> z t tz0 

^IMJ6. V^XjrEfaM 3 0(D c D N A©£ • —-

6) -1 v-7 xftfaM 3 o (Dmmjkxfmm N^MT7$ y 
v -7 xftfaM 3 o (Dmmjkxfmm N ^MT7 $ y HIB^O z>tz#>\,zs 

3 ) - 6 -zmmLtz^V XftfaM 30£SDS-PAGE fML/c 

0 ^PVDFI 0 . 4 5 fx m ; -f > tf K • V 

^y&m) lZ?J\,*(D*>rt<7n.*&W[s, ( 2 5 m M N 

aC I , 1 OmM/tv^ith'J^A^-^?- pH8. 0)-e&&L/M£ 

s M (5 0%^^y-jk 20%MI, o. o 5%<?uyy 
K7";U-) tC5^;tLTlfefeLTfr^ 9 0%^7-jH:ffeLfco 

p VD FM±"eqr^b^ti/cttii mm&i?>\^^(D^y K) jkztmm. ( 
K) IZte^tZ'O 

m&izm^tz>/<y '>M©O. 5%*°'j e-;ut°p >j K>/ 
1 OOmMSiilMt 3 7°C-e3 O^rHSfiLm 7R-e<£<;£;f u 

P f u $yilT7^y^7°5iy--tz>>> K (^^A'-r ̂  
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*-Z%tftLtz.®.mgLLtz0 Pr 

0 c i s e (Iliii^tflO c LC^Pr'f o d e I 4 9 2 c 

LC (App I i ed Bi osystems) Ell&x Kv >;£ 

(Edman et al. (1967) Eur. J. Biochem. 1 

, 8 0#B§) tCd: y ^tl^tlCQN^MT7^ y Itlfl^lJCDIWI^^i^/co 

tomm, -?vztiifoM3o<Dnmz.fc%t2>'<> K©N^©^^® 

EVQLQQSGPE (B39!J^©B3?!]#^4 4 ) 

-efey, K0NK7$ 71113^ 

1 VLSQSPT I LSASP (I3^]H©I3^J#^4 5) 

-Zfo-otz o 

6-2) V-7Xftl*M3 Ojt£/W 7"'J h*-7if)^0mR N A 

3 0 Kt§cDN A £^7 p — - y?'t 

Z>tclsb, 7^7^M3 0g4/\^7*'J K-7j;yQu i c k Prep 

mRNA Purification Kit (GE Healthcar 

e}±) m R N A Ltc0 

6-3) 0 © c D N A©^7 • —- >^^13^0©}^^ 

7^^iftM3 0©fifI&t/gfI©;M 7^7° 1$ r 2 a £K-Z$>2>Z.£ ( 

^»j3) -5K mmmi-i) 
ItI3^lk ^t/ftifc©/7 $ J ItE^T1-$ *<• — X (Kabat, E. A. et 

al., (1991) in Sequences of Protei 

ns of Immunological Interest Vol. I 

J&Zf I I, U. S. Department of Health and 

Human Service s #B?J LT, HiR^I^© 

5' ^wtm±=\ K>^#^3' &&&ttiz;zn?n'\4 7ijfr4Xtz> 
^'j=f^^u^5iK70^^v-^iN<o^j55cL, ^»j6-2) -emmL 
fcmRNAihT aKaRa One Step R N A PCR Kit( 

A M V) MI^3-ht5cDNA 
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KtScDNA Z> Z t $ tc o 

V--tz>> K 

5' —aagaat t cat ggaat ggagt t ggat a — 3' (13 

6) 

5' —aagatatctcat t tacccggagtccgggaga 

a-3' 4 D 

5' —aagaat t cat ggat t t t ct ggt g c a g — 3' (13 

8) 

5' —aagatatct taacactcat tcct gt t gaagc 

t -3' (13^013^#^ 4 9) 

PC JkXimkO c D N EF6/V5-

His TOPO TA Expression Kit (> tf hP">'x 

>*±) 
^ ( TAB I PRISM 3700 DN 

A Ana I yze r ; App I i ed Bi osystemsj Xtt l"A 

ppl ied Biosystems 3730x1 Analyzer; 

Appl ied Biosystemsj) L/C0 

CDJXJ^A&N GeneAmp 9700 (Appl ied Biosyste 

ms}±) o 

0®fifl£=l- K"t£ c D NAQ^^U^f KI3 

^^i3^^©i3^s^5otc^u 51 iz^Ltc0 
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MbM3 OfifI£ TM3 0 -H4 * 47MM 

J 

M 3 0-H 494 7°mm(DT $ 7 It 13^1] £13^1]#^ 9 1 iZ^L fc 0 

9) -3 M 3 Og|I®t Mb 

9) -3-1 M 3 0 - L 1 * >T 7°SII : 

S3^lJi^(£)I3^l]§:"^' 5 9tC^j\^tl'i)cM3 0 T7 $ y 2 1 (-^ JU-57 

$>) N 25 ("tz 'J y) N 29 (Xb^->) , 30 (^VP^i/y) N 3 

3 (7=7 —y) s 3 8 V)Vy) s 3 9 (A'J » , 41 (p<^^-» , 

4 2 (Xly^-y) , 6 1 (-tz 'J y) N 6 2 (-tz 'J >) N 6 4 ('J^>) N 

6 5 (7°P 'J y) , 6 6 ( K 'J 7°K7 7>) , 7 7 (/\*'J >) N 8 9 (-tz'J 

» , 90 (^Uisy) N 9 1 (-tz 'J >) N 9 7 (•< 'J y) N 9 9 (T7^" 

>) N 102 (?7-» s 1 04 (XW-» ,119 (XW-» 

% 123 (P 4*sy) s 125 (P 4*sy) $ >11^ Xb 
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P^>>s TJly=¥->s 7^->s P<*> 

x iz'jys 7)i9$y, 7z>-y, 7ju=¥~ys • P^>X 4 

vn-fvx 7X/<^^ym, 7x-ii77-X x\sJs~ys p^>>, 

7n >jys 7nii/77-X y<u>s 9*JU9<y, s<'jy, 4vu4^y 

£#1^1+3 tlfcfc: MbM3 Ogi$: rM30-L1^-f 

.h^U/Co 

M3 0-L 1 *>r 7tgM<D7 5. yitlB^IB^#^ 1 

9) -3-2 M3 O-L 25'/f 7°^ll : 

IB?!jacDIB^S^5 9(C^^tl^cM3 Og|l077$y|t#^2 1 ($MU* 

$» N 25 (-tz'J» N 29 UW-» , 30 (^VPO>>) s 3 

3 (7^~y) , 3 8 ('jy>K 3 9 (/<•;», 4 1 (*^j-y) s 

4 2 (Xb^-» % 6 1 (iz'jy) , 6 2 (iz'jy) % 6 4 (')Vy) s 

6 5 (7°P 'J >K 7 7 (A >J >) % 8 9 ("tz D » N 9 1 (t'J » , 9 

7 (A''J» N 9 9 (T^-y) s 1 0 2 (7^~y) % 1 04 U^i 

» N 119 (XU7t--» N 1 23 (PO>>) s 1 2 5 (p^>» £ 

"tn^nvjist $ >@t, PO>X T7 

7^-ys p^yX -tz U V. 7=j-y^ 7)l*f-

x u4^y, r;n^>x + PO>X 7 
p'JX 7iijb77-X A~IJ>S A'JX -fva-fi/x: 

S-fbM 3 0 m$KZ TM3 O-L 2947 

$£#|j t^Ltc0 

M30-L294 7mm 7$ J IllB^y ^IB^y#^ 7 3CiL/co 

9) -3-3 M30-L33K 7fe$k : 

iB^0S3?y#^5 9iz^$n&cM30111107$/sts-^29 uw 

-» % 3 0 (^VP-fy>) , 3 3 (7^-y) , 3 8 ('JiS» , 3 9 
0<>J y) , 41 (*^^-y) s 6 2 (-tz1; y) N 6 5 (7°P >J y) , i 

7 (A'J y) N 9 1 (-tz'J » , 9 7 (A"'J >K 9 9 (7^-y) s 1 0 

2 (7^-y) , 1 04 Ub^-» ,119 U^Z» , 1 23 ( 
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PO>>) s 1 2 5 (•<$/» Xb^X 

x 7JU+-X y^-ys PY*>X 7^-x n^^x -fyp^>> 
% Xb;*-X P^>X 7°P'JX 71-1177-X A''J X ?'){,$ $ 

X ^'JX -f vn4 MbM3 o 

rM3 0-L3^7^$tJ 

M3o-L3^<-fmko15^utc0 

9) -3-4 M30-L4*>T 7°gtl : 

IB^^0IB^#^5 9tC^^tl-g)cM3 Og|l07$yilS^2 1 «/)\y9 

$>) N 25 (iz<J» s 29 (X\s*-y) % 30 (^VP^y>) , 3 

3 (7=7-y) s 3 8 OJ^X s 3 9 (;<>J » > 4 1 * 

4 2 , 6 1 (iz'jy) s 6 2 (iz'J y) s 6 4 ('J^» N 

6 6 ( MJ 7° S 7 7 >K 7 7 (A ij y) N 8 9 ("tz M >) , 9 0 P *> 

>) N 9 1 (-tz >jy) s 9 6 (7;U+-» , 9 7 (A'J V) , 9 9 (7^ 

~>) N 1 02 (7^~y) s 1 04 (Xlyt-y) s 1 1 9 (Xb^-> 

K 123 (PO>>) N 125 (PO>>) X 

Utf^X 7^-X Xl^-X PO>X 7JU+=X 7^-X U4 

^>X "tz'JX ?Vl^$X 7^ = X 7)1,^-ys PO>X 'fVP-f^ 

X 7;U^=*r>S£, 7xzjl/77-X Xl/Tf-X -tz'JX P-f*>X 

^py>, 7I^77->, ̂ UX V)\s$<y, A'JX -fyp^>> 

MbM3 O&m* rM30-L4*>T 

7°SIIJ £^gL/c0 

M 3 0 — L 4 ^'f 7°$lfJl© 7 $ J ItlB^O 7 7 £C^j\ L fc0 

9) -3-5 M3 O-L 5^^ 7°gll : 

IB^©IS^#^5 9^3tl£cM3 Og|I®7$ yit#^2 9 (ZlsJ 

-y) N 3 0 (-(VP'f'yV) s 3 3 (7^-y) y 3 8 (>J*S» , 3 9 

0^'J >K 4 1 (t^l-y) N 6 2 (-tz'J >) % 7 7 (A"'j >) , 9 1 

(t'J» , 9 7 (/<•;» , 9 9 {7=j-y) ,102 (7^->) N 1 

04 Ul/^z» ,119 Ul^->) , 1 23 (PO>» , 1 25 
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= P^>>, 7)i^-y, 7 

=j-y. p^>>, 7=y~y, -YVPI'VX x^ii-y, P^>>, 7°P 

>; >, 7x-Ji/?7-X AI;>, A';x <<vn>(*>yizw 

$&*.&Zt%W^msi3tlfckl MbM 3 OH$H£: rM3 O-L 5^7°$£ 

mJ h^u/co 

M3 O-L 5 *>T 7°mM(D7< 9K^U7c0 

9) -3-6 M3 O-L 6^^ 7°gil : 

1B^U^0I3^1JS^5 9^^^tl§cM3 Ogll077$yil#^2 1 (?'JU^ 

$>) , 2 5 (-tz'J>) , 2 9 (XlsJ-y) , 3 0 (JVU^isy) , 3 

3 (?7-V) S 3 8 pjyy) , 3 9 (AUV) ^ 4 1 (* 31 = y) , 

4 2 (x\y^-y) , 6 1 (-tz1; y) , 6 2 (-tz1; >) , 6 4 (<;^>) > 

6 6 ( h •; 7°K7 7>) ^ 7 7 (/<<;>), 8 9 (-tz •; » , 9 0 (^P*> 

>) , 9 1 (-tz1; >) , 9 7 (/<IJ y) , 9 9 (7^-» ,10 2 (T7^ 

->) , 1 04 (Xl/^-» ,119 , 1 23 (PO>> 

) , 1 25 (p-f^>» 7=7-y, 

PO>X 7;u+->, 7^->, n^isy, -tz';>, 
$>, 7=7—y, 7J\y^~y, a^isy, -fvp^y>, 

71ZJI/77-X P-f^>>, 7°P U X 7I-^77-X 

A<;>, /<•;>> < vnj ̂ yizm^&PL&ztZiW^mtits 

tl/ct MbM3 0@g|£ FM3 O-L 6^^ 7°H$I] tft&Ltc0 

M3o-L6^^ 7°sii® 7 $ J 81 ̂  L tz0 

9) -3-7 M3 O-L 7 7°$lfl : 

IB^Iil©@B^J#^5 9 ic^3*l£> c M3 Ogtla);7^ 711#^ 2 1 (?Jl/* 

$» , 2 5 (iz>;>) , 2 9 Ub^z>) , 3 0 3 

3 (7=7 —y) s 3 8 c;y» , 3 9 (/<>;» * 4 1 , 

4 2 , 6 1 (Hz1; >) , 6 2 (-tz1; y) , 6 4 p;y>) , 

6 6 ( h U 7° h 7 7 >K 7 7 (/<';», 8 9 (iz U » , 9 1 (iz U > 

) , 9 7 (AM >) , 9 9 (7^-y) ,10 2 (7^->) , 1 0 4 (X 
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\s^-y) ,119 , 1 23 (• o>>) ^ 1 25 (mo> 

y) $>l£, x\y^-ys 7^~y, x\s^~y, 

>, yju^~ys y^~ys n^->ys -tz'J ys y^-ys y 

;u+->N njisys -fvcK^x :PXA^ + >I£, x\y^~y, •<f*> 

>, 7°P 'J >, 7 JL —)[/7 =7~ys A'UX AIJ>, -fvcK 

MbM 3 0$£tl£ TM3 O-L 7 

^7°$£tlJ 

M3 O-L 7 7°$£tl0 7 $ J It 13^0 £13^#^ 8 3 IZ^ L tc0 

(^MJI o) t 
10) -1 M30-L1, M30-L2, M 3 0 - L 3, M30-L4, 

M3 O-L 5, M30-L6, 3 0 - L 7 ^ -f 7°gtlfgii^ 9 ~(D 

7107$;its^2 17^ 1 2 8, 13^]#^7307 

$ yil#^2 1 Jbm 1 2 8, IB^y#^7 5 07$ y 11#^2 1 Jbm 1 28, 

IB^US^7 7 077$yit#^2 1 75M1 2 8, I3^l]#^7 9 (D7 $711#^ 

2 1 75H 1 2 8, IB^1J#^8 1 (D7< JIIS^ 2 1 Jbm 1 2 8, &t/l3^J# 

^8 3 (D7 $711#^ 2 1 75^1 2 8 tl£, M3 O-L 1 , 

M30-L2, M30-L3, M30-L4, M30-L5, M30-L6 

, M3 O-L 7^7°$£llqr^lii£=l- Kt5l<E?^DNA^ 

-hlET7$ y~b~Z9 KI3^lHc#'g>l3^l]ii 

^7 0, 7 2, 7 4, 7 6, 7 8, 8 OM'8 2 ^S"^5"nJ5c L (GENE 

A RTtt, AlHs?Mt-t'7) , «I#SIN d e I J&tfB s i W I T 

t^Utli^tl^DN A|fr^£, ( 

p E F 6 KC L) £«1#S|N d e l&tfBs i W I LtcWfftlzMX 

tZ>ZtlZ£Vs M30-L1, M30-L2, M30-L3, M30-L 

4, M30-L5, M30-L6, 3 0 - L 7 ^ -f 7°gtlfgii^ 9 

-zmmLtc „ 
Tp E F 6 KCL/M3 O-L 1 j , Tp 



WO 2012/147713 101 PCT/JP2012/060904 

E F 6 KCL/M3 O-L 2j N Tp E F 6 KC L/M3 0 -L 3 J N Tp 

E F 6 KCL/M3 0-L4J N Tp E F 6 KCL/M3 O-L 5j N Tp 

E F 6 KCL/M3 O-L 6j N RXf Tp E F 6 KCL/M3 O-L 7j t 

ft&Ltz „ 

10) -2 M30-H1, M30-H2, M30-H3, M3 0- H 

4 * >r * -®mm 
8 5 0 7 $ J2 0 7511 1 4 1N IB^US^ 8 7 ©7 

$ yil#^2 OJbm 1 4 1 N IB^J#^8 9 07$ j 11#^2 oihm 1 4 1N 

&t/IB^]#^9 1 07$ J11#^2 Olhm 1 4 1 *1^*1^3*1^ M 3 

0-H 1N M30-H2, M30-H3, 3 0 - H 4 * -f 7°ttfIqT^ 

=1 - K t & mfcT Z D N A £ ±§E 7 $ 7K# £13^#^ tC 

KIB^y tC#'i)l3^y#"^- 8 4 N 8 6% 8 8 Rtf 9 0 

$1=rJ$L (GENEARTft AlHs?Mt-t'7) , «I#SIB I p 

1-e^yai3*i£DNAiTtt£N t (PEF 

1 FCCU) £«I#SIB i P i -e®mLtcWfftizMxtzz.tiz£ y, M 

30-H1, M30-H2, M30-H3, 3 0 - H 4 * -f 

fpEFI FCCU/M3 0-H 1 J N T 

pEFI FCCU/M3 0 — H 2j N TpEF1 FCCU/M3 0 — H3j 

% RXf r p E F 1 FCCU/M3 0 — H4J t^Ltc „ 

1 0) -3 t Mb#L<*©££ 

1 . 2X10 9 l®0tt$^gS00 FreeStyle 293F MB (J > tf 

hP^'x >tt) 1. 2L0F reeSt y I e 2 9 3 expre 

ssion medium (^f > tf S • S/x >}±) L, 3 7 °CN 8 

%C 02^T > + —^"^9 0 r p mT—9±PSL/C0 Poly 

ethyleneimine (Polyscience #24765) 3 

. 6mg^Opt i — Pro SF (•< > ti" K • ̂ 'i >tt) 20ml 

LN /^ICP u r e L i n k HiPure P I asm i d+y h ( 
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(o. 4mg) & 

9 $ — (0. 8mg) ?;20mlffl0pt i-Pro SFM 

L/c0 Po I yethy I ene imi ne/Opt i — Pro 

S F M;Fb£iS2 OmIC, *-/0 p t i - P r o S F M;Fb£-

S20m I W U 5 Ltc&lZ F reeSt y 

le 2 9 3 F««jQL/co 3 7 °C, 8 %C 0 2 ^ -T 7 0 

Peak 9 0 r p mTlSi:9ipSLtf ̂ tl/cipSli^D i s p o s a b I e 

Capsule Filter (Advantec #CCS — 045 

-E 1 H) XZMLtco 

pEFI FCCU/M30 — H 1 (h p E F 6 KC L/M3 O-L 1 t(D%.!£• 

t^Cj;^TlXt#3tl/cM3 0®L TM30-H 1 - L 1 j , pE 

F 1 FCCU/M3 0-H 1 (h p E F 6 KC L/M3 O-L 2 tCD^^lZ 

ct T IXt# ̂  tl/c M 3 O0L TM30-H 1 - L2j , pEFI 

FCCU/M30-H1 p E F 6 KC L/M3 0 - L 3 t ^ 

TlXt#3tl/cM3 O0L TM30-H1-L3J, pEFIFC 

CU/M3 0 — H 1 p E F 6 KC L/M3 0 - L 4 t ^ TlX 

t#3tl/cM3 0 GOL TM30 — H1—L4j N pEF1 FCCU 

/M30-H4ipEF6KCL/M30-L 1 t(D%.^ T IXt# 3 

tl/cM 3 O0L TM3 0-H4-L 1 J N pEF1 FCCU/M 

30 — H4£:pEF6KCL/M30 — L 2 t J: ^ TlXf§3 tltc 

M3 0®L TM30-H4-L2J, pEFI FCCU/M 30 

-H4hpEF6 KCL/M3 0 - L 3 £ ^TlXt#^tl/cM 3 

0 GOL TM30-H4-L3J, p E F 1 FCCU/M3 0-H 

4£ p E F 6 KCL/M3 0 - L 4 £^TlXt#^tl/cM 3 0® 

H TM30-H4-L4J N pEFI FCCU/M30-H1 £ 

p E F 6 KCL/M3 O-L 5 £ ^TlXt#^tl/cM 3 0®L K 

TM30-H1-L5J, pEF1 FCCU/M3 0-H U p E 

F 6 KCL/M3 O-L 6 tm&^lZj: ̂ TlXt#^tl/cM 3 O0L K-fb^rC 
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TM3 0-H 1 - L 6J N RXfp E F 1 FCCU/M3 O-H U p E 

F 6 KCL/M3 O-L 7 O0L K-fb^rC 

TM 3 0 - H 1 - L 7 j N Ltca 

1 o)-4 

- 1 ) rProte i n A77-f —=r -i — 

^P7h^77< - (4-61CT) v 0 t: KP+^JUT7/^^ K ( 

^T) ©2|^IfM-eltiiL/co rProte i nA77<-j^-^P 

V h 7^> 7 -f =7 $ '> ^ t: K P ̂ ^JUT7/1^ MiS^tCDAy 7 

7 L /c„ 

i£S±;t 1 100-12 00ml^ PBS t¥i{kL/cM a b S 

e I ectSuRe (GE Healthcare Bioscience 

H i T r a pfc^A : #f* 1 m I X2j||S) IZ77^4 Ltc0 

1ft)z7bt,ZikT\-otc(D~t5^ PBS1 5 — 30m I Ut) =7 A^r^t;# L/c0 

( p H 4. 0) 

^iB^^fi^i)7A (GE Healthcare Bio 

s c i e n c e }±|^N HiT rap Desal t i ng^j^A: #ffi 5 m 

I X 2 M$) T? 5 m M 'J yWcf V 'J 0 A/ 50mM MES/20mM 

NaC I / pH6. 5©/\°'y7 7 —7c0 

WlZ:£<DW&Lfcjnto1&fc%, 5 m M NaP i/50mM MES/20 

mM NaC I / pH6. 5 CD A" y 7 7 — tS tltciz =7 ^ ̂ 4 K 

P htJ^A (EI^A^f ^ KN Bio — Scale CH 

T 2 — 1 Hydroxyapatite Column: 2ml) tC 

77°^4Lfc0 ikiti- K 'J OAlZ£ZmmyMJ££}m)£tiiZ£ML, tfitoCD 
# S tl •?> ® ft ^ #) 7c o 

7A (GE Healthcare Bioscienc 

e }±|^N HiT rap Desal t i ng^j^A: #ffi 5 m I x 2 j^$n) 

TCBS ( 1 OmM^i 14 0m M^b^" K 'J 0 A, p H 6 . 

0) /cQ 
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Id Centrifugal UF Filter Device VI 

V AS P I N 2 0 (»?13 OK, S a r t o r i u s *±, 4°CT) IZ 

T)fisU I g GlJt^ 1 . Omg/m \ Hl±lzmmLmmV-yy°)\ytLtc 

o 

1 0) - 5 L MbSttt© B 7 - H 3 

hB7-H3^L hlbM3 0 fofo t 

>±±P,§ (SPR) mm (B I ACOREtt) IZ&VMfeLtco 

J/Eth I 9Gfafo%1zyV—3Lv70lZ®fe{kL, ^£^±§E1 0) -4 Tl# 

K^bM3 #»B7-H 
3A'J7>h2 'J ^7°? K ( R & D S y s t e m s *± 

M: #2 3 1 8 — B3 — 050/CF) U 7^V^'>77- ( 

'J 7 7—, 0. 05% S P 2 0) 

0t^C>fJj£L/co /UJAE! L/clnpi?:, lSV7h^x7 (B I A eval 

u a t ion) (KD [M] ) ^WttiL/c0 cM3 0 

T&kK t MbM3 OSt^ttlN-rtLt, B 7 -H 3 £# 

LTIN/CO 

[0188] 
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[^3] 

M30-H1-L1 

M30-H1-L2 

M30-H1-L3 

M30-H1-L4 

M30-H4-L1 

M30-H4-L2 

M30-H4-L3 

M30-H4-L4 

M30-H1 -13 

M3Q-H1-L6 

M30-H1-L7 

cM30 

KD [M] 

8.7E-Q8 

1.0E-Q7 

1 .OE-07 

1.6E-08 

1.4E-Q7 

1.6E-07 

1.2E-08 

1.9E-09 

3.4E-09 

2.7E-09 

7.3E-10 

[0189] ^fife0!J1 1. M3 0j/El*N CM3 hlbM3 7 -H 3 

^ PMS /[§'14 © }SJ /Ii 

M 3 OfaW(D & 7 - H 3A'J yy h 1 Rtfy<,jyy h 2^(D$£-£lZtttZ> 

c M 3 0 faw, n MbM 3 0 (M 3 0 - H 1 - L 4 faW) 0^PIi5S 

Ltco 

[0190] E Z — Link Sulfo — NHS — LC Biotinylatio 
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n Kit (Thermo scientific # 214 3 5) £ 

h P—?^f7^P-t«M3 OZ^tl 

(JUT, o^ti^tu rbM30j £ 

H§E"t£o ) o S/c, TIE EL I S A;£^ffllN£A'«;/7 7-&£TBD 0 

PT I E I A (BD Biosciences # 5 5 0 5 3 6) 

l^Co 

B 7 - H 3 'J 7 y K 1 'J ^7°^ K ( R & D System 

s *t§!l : #1 949 — B3 — 050/CF) B7-H3/<'J7>K20 

'J ^ 7° 51 K (R&D Systems ttl:#231 8-B3 

— 050/CF) ^Co a t i ng buffer TO. 5 ju. g/m I 

%RLX 4 A 7 7° b — K (Nun c*±§^ #442404) C 1 0 0 ^ I /O 

xmiiU 4°CT-^lfM-r^C(>:T70b-

10, "7 xJU^; assay d i I uent^200|iil/1) L 

, iST4^l»iLfco 

5/ig/m I ©(0/xg 

/ml, 1 |ig/m I , 5|xg/m I , 25|xg/m I, 5 0 ^ g / m I N 

1 25mg/m I ) assay diluent 

100^1 /^i^au, 1 ^riifi-eMLfco 
Wash buf fe r T 2 [•] "7 x. JU ̂  $;}# L 7c?j|N assay d i I u 

e n t T 5 0 0 jp tC^rfR Lfc St reptav i d i n — ho rse rad 

ish Peroxidase Conjugate (GE Health 

care Bio — Sciences # R P N 1 2 3 1 V) ^10 0 

At I /"7 U ISt 1 

•7 bs wash b u f f e rT2|5|^iJI/^mL/dl 

N Subst rate So I ut i o n^1 00|i I/1) LM 

W Lfelf tc0 blocking buf fe r^ 

1 0 0 VL I /^xjUT^JPLTfgfeJ^£±tf\ 7°b — K 'J — y — T4 5 0 

n m0P»jt£>lJJ:£L/co 
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[0191] ^0^1Is bM3 7 -H 3'J yy 

K 1 ommMm*° 'j^7°^ K&t/B I - H 3A>j 7y v 2 

K£tt#3"&/c7°b-K-e^tl^tl2. 3 6 ± 0. 0 5, 1. 9 0 

±0. 2 0 (¥£Mii±tmi^ ( n = 1 2) ) „ 

[0192] HI ( n = 3 ) L 

Tl^'So =1 > K P-JU I g G&, bM3 0®B 7-H 3 

L&fr^/co 

bM3 0®B 7-H 3^^"r-g)^tiN B 7 — H 3/< 'J 7 > h 1 (DM 

'J * 7°^ VAXf B 7 - H 3 A 'J 7 > h 2 'J ^ 7°^ 

7°U~ K^-ftUCfc^TtMS 0 

WXfoZ> c M 3 ofttt&tf t: Mb^T^M 3 0 - H 1 - L 4 tCcfc U PIS 

[0193] IPt>, cM3 OJnfa&t/L MbJ/Efr (M3 0-H 1 -L4SW &M3 0 

m*tm~(DB 7 -H 3^xtf 

1 2. L MbM3 0SH:©M 

1 2 ) — 1 L MbM3 0%iW(D A DC PM 

l^AP BMC^&tC^l^itL/co RPM I -1 0%FCS^(:HL 

% 77X^i:llLfc„ C02^> + zL^-^-e-^±M^tT^/co mm± 

77XPC^fLfcW:M-CSFWGM-CSF (Pep 

r o T e c h *±) L/c R P M I - 1 0 % F C S £ jQiu 2 L 

fco T r y p L E TiUII U [H]1|X L/c0 5 0 0 £i I /w ell ( 1 x 

105 eel l/we I I) £24 well plate Ls 3 7 

°C-e 1 teiLfco L/Co 

h»£&-g> N C I - H 3 2 2«0^ 'J P K H 2 6 d 

ye I abe I i ng k i t (Si gma}±) £ffllNTtT^/c0 

-J h«£ T r y p L E -etOH U P B S T 2 ®flt&Ltc0 D i I u 

ent Ct1 x1 07 eel Is/ml C^^lILfco P KH 2 6 

dye stock (1 mM) £ D i I uent C T 8 AJ, M L % 
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t~ dye ̂ |R>S£^iP Ltz0 Hl;ilUc: 5 

oiiimi £;^JPU 

[0194] M3 0#LttN cM3 OtfifoRXfil hlbM3 Ojjtfa (M3 0-H 1 -L4#t 

ft) £RPMI-10%FCS (^ > tf h P i/'iVtt) t' 2 0 /i, g / m I IZ 

mRLtco *-$*'> h« (NC I - H 3 2 2«) £.2x106 eel 

I s / 1 0 0^ I /t ube i^Lfco 7K±T 3 0 ̂ iiiL/co 

±;*£J£T, 2 [•]&}# L/c0 tStlSOO/iLClSL/co 

M3 0m cM3 Otfttt&tfH MbM 

3 0#L<* (M 3 0 - H 1 - L4ftW £ Mil L X ̂  > K L/c« 

£;^APU /Bplfco C02^ >^rzL^-^^|-e30|^±§SL/co 

T ryps i n-EDTA Tlffl^£iUII Ls lfflS^£[°]J]X L/c0 

0i]XL/c«^F I TCtlfiJ/EV^XCD 1 1 btfttt (^^K>T 

7>t±) £jbPa., 7K±T3 O^iLfco 

±;*£J£T, 2 [•]&}# L/c0 

01R L/c*?: 3 0 0 u l©il<uit« L, FACS Cal ibur (^ 

^T)UJ^£tT^/c0 CD1 1 bP§'|4©V^ P7 7 

- IZIS^X, P K H 2 6 P§1f ® #£m#P§14« ̂  L TM£ *T o fc 

o 

[0195] -?-®i|p^£IH 1 1 C^to 

L MbM 3 OJjtl* (M 3 0 - H 1 - L4ftW £SS2JP M 3 OJjt 

MtfcM3 0^£^JPL/c?¥^|W|«^, NC I -H 3 2 2«^ttLT 

ADCPM®^tlfc0 

1 2) -2 L MbM3 Ojjtfa® A DCC;£<|4 

iSAPBMC£^iCfl^lL/c0 RPM I -1 0%FCS^(:HL 

% 7^XP^^ML/co C02^ y^zL^-^X-m^^^tco 

;?®«£[°]J|XU yjm (PBL) tLtzo 

tl tz PBL£Fe t a I Bovine Serum (-f VtfhP^x 

M) £ 1 o%tC7xy-J^'> KT#R PM I 16 4 0 (^ > tf hP^i 
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y\±Wk) (JU~F rADCCiiSiftj tmto ) icliL, -tz;uxhb^^--
(^77Ht^T X40ju,m : BD Biosciences }±$!0 L7c?j|N 

4ifflwt2. 5x ^ \ CWJ;?AD 
ccffl mmx^m U7x^-»^fc0 

[0196] N C I - H 3 2 2«£ h >J 7%>>MHU 1 0%FBSRPM I 1 

6 4 0 10% FBSMRPMI 1 64 0 Kif 5SS U 

4 X 1 0 6 {HI £ 0. 2 2 /£ m 7 j — T/f&j!S Lfc C h rom i um — 

51 (5 5 5 0 k B q) tM&L* 3 7 °C, 5% CO20^Tt?1^fl7 

^JULfco ADCCmT3 0MU ADCCiigite 

T'2 X 1 05«/m I L/c0 

2 X 1 0 5MB/m I ©*IMJ^£5 0/i I /^iJbT'9 6 ft U ? p 70 

i>-^izft&Ltco ^ZIZJL7 jLtt-mmmmvmm&x ^, 10, 1 
0 0, lOOOng/ml C J: 9 A D C C L /c c M 3 0#L 

MbM 3 Ojjtfa (M30-H1-L4, M30-H4-L4, M 

30-H1-L5, M30-H1-L6, M30-H1-L7) (D&l 

5 0 M I L/co ^ Z t,Z 2 . 5X10 6$[|#U/m I ©I7i^i $ — 1 

0 0 ix I gsflp U 3 7 °CN 5 % C O 2 ©MTt 4 0|^±M LfcG ±;*£ L 

umaPI ate (Perk i nElmer }±§!0 ^[°]J|X LN # > ^ > 

L/Co 

[0197] (%) = (A - B) / (C - B) X 1 0 0 

A : K 

B : Gnfr • X7x^^-w»^ijb) ±><yy 
( n = 3 ) 0 Jnj»AP0t£x7x^-|fflKJp0ttC^ft^tlA DCCffliS 

M50ixi, 10 0^ i^iPL/co ^ti^ti+f>7°;u^x;u,x|wia0^ 

fE^T^ /"Co 

[0198] C ^H7>K0¥ 
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im ( n = 3) o 0^ I , 

KJPBttCT r i ton—X1 0 0^2% (v/v) # A DCCffi ±p ±fe £ 

10 0^1 

[0199] 1 2 

3[5]0^0^t^LlT\ x^-A-&, PffittSt ude 

nt' s t-testCJ:^ WHbl L tcQ 

M30-H1-L4cM3oADC 

Cy&'&lfmtbbntco ^©ffeot: MbM 3 Otftft (M30-H4-L4, M 

3 0 — H 1 - L 5, M30 — H 1 - L 6, M30-H1-L7) 

mmz A D C C btl/co 

[0200] [^4] 

1 ng/mL 30 ng/mL 100 ng/mL 1000 ng/mL 
Wfi 

(50 
«PP 
WM 

mm 
(%) #1^ 

w--ms 
i%) 

H2p 
iWM 

w-a-m 
(%) 

mm 

k M g. G 3.8 1. 6 6.8 1. s 3.9 1.4 6. 5 0. 5 
c M 3 0 ! 1, 1 1. 2 40,5 2.7 84, 3 2.3 81. 2 4. 0 

M30-H1-L4 11.5 1. 0 43. 1 0. 1 S3.6 0.7 84 7 1,0 
M30-H4-L4 7.6 I. 1 26.6 1.6 68. 9 2. 6 81.7 1. s 
M3O-01-L5 9.6 1. 1 30.5 2. 0 67. 8 5. 0 78.8 3. 0 
M30-H1-L6 9.8 1-8 32.0 2.2 74.7 4. 0 81.3 2. 0 
M30-H I—L7 8.3 0.7 29.4 0.7 71.7 2. 0 80. 7 0,7 

[0201] 1 2) —3 t K-fbM 3 Ojjtfr® i n v i v o 

MDA-MB-2 3 1 K 'J 7%> LT^|7 ̂  X =l £ y iUtf L/c 

II, 10% FBSMRPMI 1 64 0iSife (7^7T^7 P^'-Xti) 

£5&>S^/&U ±;*»£L/c„ BD 

V K 'J ^JUSjgJjil^' (BD Bi osc i ences }±§!0 tCil 

MLs (FOX CHASE SCID C. B. 17/1 

cr — sc i d/sc i d J c I, 3^2 1/ tC 5 X 1 0 6$[|#U/ 

-?OZ-em&&&TlZ&mLtco LT 1 4, 21, 28, 

3 5,4 20|Ct MbM 3 Ojjtfa (M3 0-H 1 -L4SW £ 1 0, 1 

, 0. 1, 0. Olmg/kg (^2 0 0, 2 0, 2, 0. 2/xg/7^ 
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x) mmwmz 1 4, is, 21, 25, 28, 31, 
35, 39, 42, 45, 4 9 HglCjflU^U 
tfkMLtco 

t MbM 3 Otftft (M3 0-H 1 -L4M) (D 1 0, 1, 0. 

1 m g / k g WHtCfjlSJIi 

mifmzntco 4 9 0@E|jS0liIi(:o^TlJl!!!illt0tkR'eb K 

jbM3 Ojjtfa (M3 0-H 1 -L4#Lti0 GO 1 0, 1£J:tf0. Img/k 

(%) (=100-

tm) / («S?¥©H^ttM©¥^Ll) xlOO) ti^ti^ti, 6 7, 5 

4, 5 1 %-e, p<0. OOOItfc^fco PiliDunn 

e 11 m^mttrnzk vwih Ltc0 

£ tzs 4901 M 3 0 - H 1 - L 4 (%) ( 

= 100- / m^mmommwrnfow-
X1 00) (J1 0, 1, 0. 1, 0. 0 1 mg/kg^-eftlf 

*18 4, 6 8, 6 1, 3 0%-efeU, L MbM3 OJjtfa (M3 0-H 1 -L 

4 tfttiO fciu M 3 0 c M 3 0 tftfls; t H*§tC, in vivo 

tc 7^11113 ti, (HI3 

8) o 

g£±a>fU0lRn!Btt 
[0202] B 7 - H 3 £# U W3K B 7 — H 3 fcfa 

frUllMt] ti J/E^iJ £&i<Jf#S0 

SBSM? h 
[0203] IB^US^I - PCR^7-f7-1 

B3?!l#^2 - PCR^7/f?-2 

13^0#^ 3 — CMV promote : ^7^7-3 

I3^S^4 — BGH reve r s e^7^- : ^7/f7-4 

I3^US^5 - B 7 -H 3-K'J K 1 0)Z<7 KWU 

13^0#^ 6 - B7-H3 A©7$/ 



iteas.H OKCD 
04 tillI 

IteaS.H T£-IM ££0 L 
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[143111 f ^JLCDZO-Z f\~ LQ6 
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[i43I.H T£-IM ^0206 

[i^till AiZ02A6 
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042111 L O 6 
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3 L -• 
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8--

L -• 
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[i43I.H ^^^1 ££0)3H<^fi.V£H-Z.a 

9-. 
S--

t06090/ZI0Z<IfAL3d 2U 

17 £^§0431 

£ £^§0431 

3 £^§0431 

L £^§0431 

0 £^§0431 

6 z^mm 
8 z^mm 
1 z^mm 
9 z^mm 
s z^mm 
pz^mm 
s z^mm 
3 3 ^§0431 

L 3 ̂ §0431 

o z^mm 
6 L ^#0431 

8 L ^#0431 

L I ̂§0431 

9 L ^#0431 

S I ̂§0431 

17 L ^#0431 

£ L ^#0431 

3 L ^#0431 

L I ̂§0431 

0 L ^#0431 

6 ̂ §0431 

8 ̂ §0431 

Z.^Sfi43l 

ZlLLmUOZ OAV 
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iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

iB^y 

m 
iB^y 
iB^y 

^y 

iB^y 

iB^y 

iB^y 

iB^y 

3 5 

3 6 

3 7 

3 8 

3 9 

4 0 

4 1 

4 2 

4 3 

4 4 

4 5 

4 6 

4 7 

4 8 

4 9 

5 0 

5 1 

5 2 

B 7 - H 1 (D7$ J\ 

B 7-DC©^^b^f KIB^J 

B7-DC07$y IIIB^y 

CD80(D^^l/^f K IB^y 

CD80©7$y IIIB^y 

CD86(D^^l/^f K IB^y 

C D 8 G (D77 Si J ItlB^y 

B 7-H4©^^b^f KIB^J 

B7-H4©7$y itiB^y 

Ogll^N^MCDT7 

PCR^7-f7-1 6 

PCR^7-f7-1 7 

PCR^7-f7-1 8 

PCR^7-f7-1 9 

M 3 0 itrEifc jfifH — K IT -2> c DN A0>!^ b 7l~ 51 K IB 

M 3 y 

M 3 0 itrEifcHfH — K IT -2> c DN A0>!^ b 7l~ 51 K IB 

15 3 - M3 y 

154 - PCR^7^7-20 

15 5 - PCR^7/f7-2 1 

§-5 6 - t K t: K K§Wfe1$T$M'JkXf\l hp o 

I y A{^Jpi>^^-;U£=l-Kt"2) D N AIB^y 

IB^S^5 7 - t K I g G 1 *> ^JUIB^y&t/^^Iii©;7 $ 7 Il£ =l 

- K"t2> D N AIB^ytjND N Alfr^r 

IB^S^5 8 - M3 0J/[1*^P<^^7O$£II£=I- K"t2> C DN A 0 2 
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KWO 

IB^y#^6 0 - PCR^7/f?-2 2 

IB^S^6 1 - PCR^7/f?-2 3 

IB^J#^6 2 - M3 0j/El*^p<^^7ottlI£=l- K"t£ c DN A 0 2 

KIB^U 

63 - M30»^7^^ 7°ttfl0 T7 $ J 

IB^J#^6 4 - PCR^7/f7-24 

IB^J#^6 5 - PCR^7/f?-2 5 

IB^lJS-§-6 6 - PCR^7/f?-2 6 

IB^J#^6 7 - PCR^7/f?-2 7 

IB^lJS-§-6 8 - PCR^7/f?-2 8 

IB^y#-§-6 9 - PCR^7/f?-2 9 

IB^y#^ 70 - M30-LH^ 7°$£tl® 2 KSB^l 

IB^y#^ 71 - M 3 0 - L 1 * >T -?mko7< J 

IB^y#^ 72 - M3 O-L 2^^ 7°$£tl® KSB^l 

13^#^ 73 - M30-L2*>T 7°$£tl® T $ 7 

IB^y#^ 74 - M30-L3*>C 7°$£ll© 2 KSB^l 

IB^y#^ 75 - M30-L3*>C 7°SII® T7 $ J ItlB^J 

IB^y#^ 76 - M30-L4*>T 7°$£tl® ̂ <P\y^^ KSB^l 

IB^y#^ 77 - M30-L4*>T 7°SII® T7 $ J ItlB^J 

IB^y#^ 78 - M30-L5*>C 7°$£tl® 2 0 \y^^- KSB^l 

IB^y#^ 79 - M30-L5*>C 7°SII® T7 $ J ItlB^J 

IB^J#^8 0 - M3 O-L 6^^7°SII®2^ KIB^y 

IB^S^8 1 - M3 O-L 6 ^ 7°glI©:P$ yitiB^y 

IB^S^8 2 - M3 0-L7^^7°SII®2^b^51KIB^y 

IB^y#-§-8 3 - M3 O-L 7^^7°SII®77$yillB^y 

IB^J#^8 4 - M3 0-H 1 ^7°ttfl®2^ KSB^l 
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IB^J#^8 5 - M3 0-H1^7°j 

8 6 - M30-H2^7°j 

IB^J#^8 7 - M30-H2^^7°j 

8 8 - M30-H3^7°j 

IB^lJS-§- 8 9 - M30-H3^7°j 

9 0 - M30-H4^^7°j 

IB^lJS-§-9 1 - M30-H4^^7°j 

IB^J#^9 2 - M3 0%iW(DC D R H 1 (D7 $ J 

IB^y#-§- 9 3 - M 3 0 ^KW(D CDRH207$y 

IB^y#^9 4 - M 3 0 ^KW(D CDRH3©7^y 

IB^y#^9 5 - M3 0%iW(DC D R L 1 (D7 $ J 

IB^y#-§- 9 6 - M 3 0 ^KW(D CDRL207$y 

IB^y#^9 7 - M3 0%iW(DC D R L 3 07$ J 

7< y 

2 0 KIB^y 

7 $ y niB^y 

2 o Kwy 

T $ y niB^y 

2 o Kwy 

7 < J \ 
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!t#©S6SS 

(a) B 7 -H 3 IZftmttllZlfe'&tZ 
(b) (ADCP) 

(c) i n v i v o 

MW] B 7 -H 1 0 KIE**©^ J 
xfoztmrn 1 »TM-O 

^113] B7-H30K7^ yxfoz> I g C 1 Rtf/Xte I g C 2 

tmm 1 x& 2 
5f<lI4] I gC 1 Q IZte^TT $ 4 07^^2 4 4tC|Ei6 

©T7 $ J KV'f VT'^UN I g C 2 ^IB^O6 tc<13 
lNT T7$ y Itli-^-3 5 8 7^114 5 6 tClESCO/'$ 7£>&•?> K 
p< -f >-efe2)I*^lI3 

^115] B 7 -H 3^0^tC^LTM3 
I11 7^4 (D^ftifr 1 

^ii6] mti&mmmim (ADCO 
(CDC) 2)li^in 75£5©l,vr*l*M lI^IEi6©^fr 

m, s^sm 1^ &Mmxtewm-?&z>mmw7iz^m<Diafax& 

mm mmiz&ttzfeffife&fe&mt LTi3^ys^9 2 iz^m<07Si J mm 
^Ji)S|3^l)C D R H 1 N 9 3 tCEES© ~7 $ J ItlB^y ~hs ^ & •§> 
C D R H 2&t/|B^]#^9 4 tClE®©;7 $ J ItlB^Jfr £C D R H 
3, LTIB^y#^9 5 tClEic© 
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7 $ J *b & •?> C D R L 1 N 9 6 tCgES© 7 $ J ItIB 

?!|AX|3^I)C D R L 2 9 7 tCEES© 7 $ J 1^15^1 ~hs ^ & 

5C D R L 3 2)1*^111 7^8®lN-ftlfr 1 IltClEi^nfrX 

ti ̂  §£il:;tffc©^tb14WT)dr o 

5f<lI10] IB^yii"^" 5 1 tC 33 lNT 7 $ y 2 0 Till 1 4 1 tCEES© T7 $ y It 

SB^y?bN £> RT^1iIi^$.t/IB^y#-*§- 5 3 tC£>lNT T7 $ 7 ItS-^ 

2 37^^ 13 oiz$mo)7$ 

2)1*^111 7^^9 0lN-rtl^ 1 

m^o 
30111] Ka2)1*^111 Ibm 1 0®lN-rti^ 1 II 

^f<iI12] IB^y#-^-6 3 tCHES©/7 $ y ItlB^y^•SttlMS.O'IB^yS"^" 5 9 tc 

lEica)^^ 2)i*^ii 1 1 tciEic^^x 
ti^^KW(DW,t&\%M\F\ o 

^1113] t K^b^tlTIN2)1*^111 75^1 2 0lN"Ttl^1 lItC|Ei6©^frXti 

^ o 

^f<lI14] ( a ) IB^yS"^" 8 5 tC33lNT 7 $ J 2 0 7bl£. 1 4 1 tCEES©/7 

$yi£iB^ (b) iB^y#^8 7tcfeiNTT7^yits^2 07^^ 1 4 

1 tCEES©T7$ y(c) IB^y#-^-8 9 tC33lNTT7$ y 

2 0 75^1 4 1 tClE®©^ yitlB^k (d) IB^y#^9 1 tCfc^T 

T7^ yil#-§-2 0 75H1 4 1 tClEtScCDT7^ yitlB^k (e) (a) 75 

^ (d) mmiZttLT'Pti:< t1b9 5%U±(Dmm'\£%:^tZ>7$ 

yitlB^ (f) (a) Jim (d) ©IB^tCfc^T 1 XtiM© 

T7$ y M&xtittJD^titc7< yniB^y&z&zzm 

$R$titc7^ yWM7?\\t>sbt£Z>W,$k(DRT^I^ Mt/tC (g) 13^]# 

-*§- 7 1 tC£>lNTT7$ y 2 1 7i^ 1 2 8 tCEES©/7$ y 

(h) IB^y#^7 3 tCfclNTT7^ yil#^2 1 7^1 2 8lZtm(D7 

$yi£IB^ (i) IB^y#^7 5 tCfclNTT7^ yil#^2 1 7^^ 1 2 
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8 \,ZaiW,COy $ J ItlB^k (j) 7 7 ~7 $ J ItS"^ 

2 1 7bH 1 2 StClEicCD^^yillB^y, (k) I3^y#^7 9tC£lNT 

77$yil#^2 175M1 2 stciEi^^yitiB^ (I) iB^y#^ 

8 1 yil#^2 1 75M1 2 StCfEi^^yitlB^k ( 

m) IB^yS-^- 8 3 tC <I31NT T7 $ y 2 1 75111 2 8 tCHES© 17 $ 

yitlB^ (n) (g) 75M (m) ©BB^yiCttLT'>&< £t,9 5% 

yIIIB^ys S.t/(o) (g) 75H (m) 013 

mztS^X 1 Xttii©7$ J 

ni3^y J ni3^y mm RT^I 
i&s 2)1*^111 3 

[I*3<II15] 13^S^8 5 tCfclNTT7^ yil#^2 0 7^^ 1 4 1 tClEic^T7$ 7II 

i3^yAN ^ Rr^Tii^S-t/iB^yS"^-71 

2 1 Till 1 2 13^y 

S^- 8 5 tC33lNT ~7 $ J 2 0 Jbm 1 4 1 tCHES077 $ y 1^13^!] 

7iN £> Rr^Tli^6S.t/13^yS"^" 7 3 tC33lNT T7 $ y 2 1 

75H12 8iz$m<ny$ ;mmQfrbtez>mm~*i^ms IB^#^-

8 5 tCfclNTT7^ yil#^2 075H 1 4 1 tClE®©;7 $ y ItlB^Jfr P> 

^2>ttll0qr^IiiS.t/13^yS^7 5 tCfclNTT7^ yil#^2 1 75^ 

12 8iz$m<ny$;mmQfrbtez>mm~*i^ms iB?y#^8 5 

IZ18^T7$ yit#^2 0 75^ 1 4 1 tClEic^T7^ JItlB^Jfr P> 

ttlM0 Rr^Tli^6S.t/13^yS"^" 7 7 tC33lNT T7 $ y 2 1 75^1 2 

8 tCEE1®60T7 $ y ItlB^yAN £>& •SHIM© RT^TI^N !B?y#^8 5 tcfo 

lNT7$ y 2 075H 1 4 1 tCEE®60T7$ y ItlB^yAN£>& •?> jfifll 

0 Rr^Tli^6S.t/13^yS"^ 7 9tC£>lNT77$y 2 1 75^ 1 2 8 td 

EEI®60 T7 $ y itiB^yAN £> & •SHIM© iB^ys^s 5tc£>iNT 

yits^2 075^ 1 4 1 tciEic©^^ y^iB*yfr'3&£tt$i©Rr 

^Tli^6S.t/13^yS"^" 8 1 tC33lNT T7 $ y 2 1 75M 1 2 8 tCEE® 

©T7^ y^lB^lA^^-S^ORr^^N 13^y#^8 5 tC£>lNT T7 $ 
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y®£S^2 0 75S1 4 1 

8 3 tCfclNTT7^ yit#^2 1 75^1 2 8tZlB®6©7 

$ yi£IB^Jfr£&N£gM©pr^Pl @3?US^9 1 y@t 

#•§• 2 075M1 4 1 tciEfc©:^ smmm^tezmmcovimimR 

t/|B^!J#^7 1 y@t#^2 1 Tbm. 1 2 8 tC§Ef6©7$ J 

IB^US^9 1 K33^T;p$y&#^ 

2 075311 4 1 K§E*6©7Sy$BB^yfr£&£tt^©^^J&RtfBB 

^y#^7 3 tCfclNTT7^ yil#^2 1 75^1 2 8 tClBic®j7$ y ItIB 

^0^)N "o RI^'PI^N lB^y#^9 1 33 lNT 7 $ y 2 0 

75M1 4 1 KIB*&©7£ 

^7 5C33lNT77$y|t#^2 1 75M 1 2 8 (ClBicCDT7 $ J ItlB^y^ 

qT^Pl Mt/tC@B^y#^9 1 £35^X7$ yS£#^2 

075^1 4 1 iztmny $ ;mmfr£bti:z>mm(D-pi^mRt?Mm 

mm 7 tcfeiNTT7^ yit#^2 175^1 2 stciEi^^yitiB^y 

fr b €> ^11© qr^iii^ e> & a an® qr^ii» 

t/glIO)qr^IJi£#-r2)I*^i11 4 £§E*6©*attXttfttt©#tg1£ 

WT )T"O 

[1*^1116] @B^J§^8 5^33^X7$ y|£3^2 0 75^4 7 UC1318©7 5 J St 

iB^y ^ e> & * 71 K 33^x7^ $#^2175^2 

3 3 iz iBiKD 7$.; stiB^y fr *> & 5 im iB^y8 5 tc 33 ̂  •x 7 $ 

yit#^2 075M4 7 1 tC§Si6®:P$ yitlB^fr^&^afmt/IB^] 
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