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B SCPE . AR 1% 07 KR C5TBL/6 /N BUFE ik
ECL &40 L JE 2 11 oDNA SRR 8 57, T Ik o) 1% 3L PR gk
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— PRI AR (1 cDNA SCIEERI i, AR LU PR -
T R B TR IR BRI 2

:cDNA R IASCIE IR

:cDNA SR SC AR T i Y N4, $RAF A8 R IB % ST B 40 J g

D IR %R B A MR 28 58 6 18 , SRS AL 1 RE 57 1 DNA SCFE

JR 2B A T 0 e i 8 3 ) S R R B R A i 46 DL R PR DU R 3
& pcDNA-DESTA7 SRR, i ik PCR 97 14 3R 13 €075 FR il Pk N DI Hind 111 5 Xho 1 fEED)
PR, 2 AR AL 5T, attR AL S LL K H R cedB W5 B BH 14 58 1%
PCR 243 1 v Be &2 PRI Y DIl HindI1T 5 Xho T XUEEYI 5 RIS, 5 [RIF: 22 0 R il P P U7
B HindI11 5 Xho T XUEGDI RIS H T 5l RE ARG 5 IK Tgk 17 B2k
pSecTagB M4z, H 4 ™ WA Kk i, 0 18 BH Pt B4 73015 FH T B R A i R A
1K pSecTag—attR,

2. UIRUR)EE SR 1 BT IR (R ER B 8T 11 cDNA STRE 770, SLRRAEAE T BT il (19 K AT B A J&
=4 DB3. 1.

3. WIRURESR 1 TR A AR (1 cDNA SCHE I 7%, SLRRHEAE T Tk i 25 9 cDNA
KB 2 M ESES FIR pSecTag-attR RIEEAL N IR AKRE 7 EAL A attl
5 attR #47 LR EH RNV

4. WIBUREE SR 1 BTIA AR B I 2 19 cDNA SCJE 1) 5 7%, LR IEAE T Irid IF 2 RIE1Z
JE B A0 AR R i I A 11 cDNA SR SCE & IR AR A S48 NI FLB ) 40 i, S AR 250 i
IRAFAATE 1K cDNA SR R4 i v [ 12, 4 B ve 8 JE 22 90 2 SR A 2 B B bm i, T X 4 i 4
A% YTk » SRAF R 7 M R IA MR AR A1 cDNA SCIE, SRR 2 RIS T %40 e

5. UIBURIE SR 1 BTIA A B (1 cDNA SCRER U7 v, SLRRIEAE T BTk i85 9 cDNA
RIK SR NI ZLE 40 il COS—1 4Hi .

6. WIBUFEER 1 BTIA IR 2 I 2R 1 cDNA SCIE (1 J5 v, HRR HEAE T2 (1 SCE IR i e b
WAPLE BHARN DDA

7. UIRUR)EE SR 1 AT IR R R BT 1 cDNA SCRE K 5 vk, LR AEAE T8 1 SO R I 1B 1
T3 A i A M B AR

8. —PIBCRIEESK 1 il i I B 2 ) DNA SCIEM AT, HARRIEAE T 5 attl BN
SSFRT /I S 96K EL 0 . CDNA. 5 9 S PR A i N 3R IR B, (KA BRI 2SR 1 ik v, Sk
IHEEST T /) BT V0K E 40 PR S 25 19 eDNA R ST, 28 RT-PCR 55 U4 O AR 43 B 6 5 5 1% 3C
e LA il A Ry e

O W o= =
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— M IZER TR H oDNA LERI A3 R E R A

F AR Gt

[0001]  AKEHMS & —Fh i M A IR EE 11 cDNA ST 5 v, B 46 A Tk R A B %
IR AR 2, i 2 EIE”%?LZJJ%QHEIH@ COS—1 R AR 1A K 5 i ik s I H N A+ B
FHEFRE 9K B 400 i 2 1 e S e vl = O

dbE‘?S'Uk
[0002] T 1 0 M ) 2 R O, A U R AR AR S D) RE RO R R Ok R A o0
EE%W% Pl iz B, R i A LA RSB BESE O3 A 40 ) ) s i B AT, A
SRR R e DA S e ) 7 A RS S AR S R IR IR . o, 2R B
N RIBEZHERE B, YR A4 A7 KT P ANT] 2D  JF HARM 40 M A 35 A7 1)
RERS R A A JUE MEAE R -
[0003] ¥k E 40 A2 WL AR PA — P T2 ) S P A ., AEATLAA ) S B 480 L Ao e A e 5 e e i
AR ¥ A EEAE o EERIAE ARG B0 S S A 4 R e ), T B4 Bl 2
(Y240 B, 24457 L AR BP0 1 Dy BB DA S RO IR 3 1 A HH BRI A A L, o7 b e A= e o R 2
0 0 2 T R B 1 52 A RORE A A i A5 DR 9K, X Ik E2L L 8 v I 52 AR PRI 50 5 I i 1
A 22 NI ST Ll i D e, HERP LA S e P A R X
[0004] R, X bk 8 40 0 36 0 J 25 O A — e i, — 2858 i A R IR R F T
Xof VbR E 4 T B AT 9, AR T AT AT K R ) RE IR E*ﬁﬁméﬁfﬂﬁﬁﬁ
CAnEE ) ROV C2 400 i 5 v s 2l 3 o ) i i A T8 5 LR AR i KTk v D R RS v 1
"R e R 2B M £ 9 B R T
[0005]  H Aif, X i & 0 vk S B LA 7 e S B U I T VA S HROR AN R B Y
5 7 ¥ (Seed B, Aruffo A.Molecular cloning of the CD2 antigen, the T—cell
erythrocytereceptor, by a rapid immunoselection procedure.Proc Natl Acad Sci U
S A1987 ;84 :3365-3369. ) , R A H —Ff & 1 i) O AN P A4 sl 44 55 1200 B B BRS¢ A L
YEFIAZAR JE B AT R I S 0E o« AR, B T 55 288 H O AN BT AR A4, s 120 7 22
RKH R R ETeER, — RS 5 PRI RO M A 2 B i iF 53 b (Tashiro K,

Tada H, Hei lker R, Shirozu M, Nakano T, Honjo T.Signal sequence trap :a cloning
strategyfor secreted proteins and type I membrane proteins.Sciencel993 ;261 ;
w0w3>ﬁﬁﬁﬁTuﬁﬁMﬁﬁﬁﬂﬁ%%mﬁmﬁﬁ PUAE FI 1K) cDNA, 2R 1K A7
LE 73 W A i TSR XS T A O 90 AR AR KT8 E AT, 5 8RR 2 — ol v 2 Ry S
LI E%ﬁ&

EZBERAE

[0006] A BH ¥ H A2 37— PP 2R () cDNA ST 77 v, 08 0N T T/ BURTF A bk
E2 40 o J A P e e M e T R I

[0007] HARGTZE .
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[0008] A% R EEIEHE 11 cDNA SCIE [ 7325, 5 UL R A5

[0009] A :HH Tk O AR R BRI ;

[0010] B :cDNA KIASCEMIMEE ;

[0011]  C :cDNA RIASCIFERRE 56 G N4 M, SRAFAR 8 R IBZSCEI 41 f bk

[0012] D :FRIKIZICE A MR 5B 1L, 1T B8 L RE 7 1K cDNA 3L,

[0013]  HAFrid (i H Tl 2 O M B RIS B A R AR LU PR DR RIE

A& pcDNA-DESTA7 g A5, 18 1L PCR 47 38 3815 60 & PRI N VI Hind T 1T 55 Xho T [1JRG

VI m3, 2 A A BRI NAL A, attR AL UL A B AR R cedB I F B PHPE Tk,

PCR 43 1 v Br & PRI 1% A Ul Hind 1T 5 Xho T XUEEYI 5 R, 5 R 22 0 R il v U7

B HindIIT 5 Xho I XUEGVIFRI A &AM T 5 FEBFEKE 5K Tek K75 W R 21k

pSecTagB 4%, 47 WA K i w1, 0 P Pt B 21 - 3015 FH T B IR 8 A i A R A

4K pSecTag-attR,

[0014]  JITIR K it B oA JE 52 25 DB3. Lo

[0015] Pk (¥ EE 9 cDNA R IESCFE 2 tH Fi % S0 5 BB pSecTag-attR RILFAL A

Wik B R e e AL A attL 55 attR 384T LR B4 3RkAS

[o016]  JITIA AR I8 1% S e B 40 MR 2 Bz i 8 1 cDNA 3RIA SCE & IR AR S N

ﬂ%ﬁﬂﬁm@%?iimLﬁ%ﬁﬁﬁﬁdNUWﬁﬂmmﬂﬁﬁ%@ﬁ@ﬁ%?%

A R PUAbR I, WX 2 L 4l B AT OGIT 1E , SRATHR: 5 PR R IS 8 1 (1) DNA S, 1% 3

FERIETZ40 .

[0017]  PTiRIIE SR 1 cDNA FRIASCIEH NI FLa) 4 id ol COS-1 40 L.

[o018] A/ BH A T b £ I B AZ R IR AR5 T IR Tek, 2 R AR IR AL LA

N attR BT .

[0019] AR BHMEER (4 cDNA SCEERIN L, & attl BN A /N BUTF AR bk B 40 i cDNA 3,

i SC A e NRIB A, KR Bk 53 B 2 e DN 1 /0N UM VK L 40 RS 4 11 ¢DNA 3%

K3, 28 RT-PCR 5 X 40 Mo AR 73047 %8 08, 100 oA mil = A s ek

[0020] Ak BRI A 11 cDNA ST [ 77 7%, IR 1 SC R 0 1 A id A Pt 2 R A & R 1)

FOLPUM, B E [ ST 37 126 16 7 A i N 4 B i e B R

[0021] A aizkR

[0022] 5 A VAL, AR BHAE T — Rl lAss 3K 16 77325, BORI FH S0 A% R 7L 30 40 40 A

NRIEEAR, UL Tgk e RMAE A E A BEIE K L2 R A IRAE A 26 Rbrid, %

cDNA SCPEmAS EE 1 M) B AR5 15, 245 G K B T e 47 1) 2 1 2 ok 40 PR o, B A 40 B P dy

SRIF I s TR T, bl 5 1K 26 40 fa gk bt 2 B8 A SR B AR 2 An id, H U 0 e 40 e v 2504%

Ay, WIBRAE T — A ke S 2R 19 DNA SCJEE o %S0 PR I FUbR 2 & A PiA M & A

zﬁﬁ%iﬁTmﬁﬁ E%#%?%&E%“?Fﬁfm?ﬁw VR A B K

f#E“ SCEEFR AT HERR 73 W B R 1 T s ROR & i T 0 10 258 3 R e R e A, 2 — P AL
E%%%ﬁﬁﬁ Eﬁ%ﬁ%

M (&35 AR
[0023] & 1 &y attR BT & v BEA PCR 34 1) MK B0 , i 7 BY L & D)L i, 258 4
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AR FRNAL A, attR BN m DA H ARZE] cedB BZE Ry B, ¥KIE 1 24 DNA marker, JK 18
2, 3 AP B

[0024] & 2 Jy pSecTag—attR B FAKHIFI B

[0025] &1 3 4 /)> Bl JHF VAR L2 40 S 2 1 <DINA 3R IR S [ 5t i e it

[00261 ] 4 /)~ BUFF AR bR 20 40 a5 55 17 eDNA 838 SCE IR S s o S YL 43 17, A, B, C, D 4%
A AL B COS—1 20 e, %% % I 40 I, 5 — S8 Jat o 40 B (3 75 30 i 40 T A B 5 — 4 05 1B s 4
Jiioe

[0027] &1 5 24/~ BRUFFR VbR 2 40 i B 2 1 cDNA R 15 SCEE 1K) RT-PCR 437, UK 18 1-8 73 51l A
XfHEER] TLR2, TLR3, TLR4, NKG2A, NKG2D, Be1-2, Bel-x1 & b-actin f¥ PCR #:3

[0028] &1 6 &y /)~ sl JHF AR C2 40 S 2 9 < DNA R IASCIE R 40 i AR 73 A

BAXHEA

[0020]  SEjfs] 1 - FLRL R ISR pSecTag-attR %

[0030] DA L% 3R 15 254k pcDNA-DESTAT g #5418 ik PCR 4 14 K43 40 7 B il 74 P D) il
HindIIT 5 Xho I WIEGVIAL A, 2 R AR FONAL A, attR T f LU HRIER cedB [
SRR B, TS E 1800bp, 4l 1 7, 2, 37 AN SAL W BRI ME se e . S 40k :94°C 40 75,
58°C 30 F»,72°C 3 73Bh, AR 30 IR, KIRZEM 7 73%8h. pSecTag-attR HZH & A [ F IR AL
WK 2 Fros :PCR FRAS I v B 22 PRI N DI Hind T1T 5 Xho T XUV JG MWL, 5 FIME& T
PRI DIRE Hind I1T 5 Xho T XUEE IR & A H 51 S EAFREE S IK Igk 147
WAL AA pSecTagB HEHE , TR W AL KT B B2 245 DB3. 1, i e Bt B4+ o 1R 1A 3K,
R HA MR 7246 DR AV EARA R AR, 8553 537556

[0031] S5 2« /) BRI V6K 2 40 B FE 2 1 cDNA R0 ST R A 3t R i ik

[0032] 2.1 /> GRAF A9k B2 400 S B 1 cDNA R IA SCIE IR 2

[0033] /)N U VAR E2 40 . cDNA S SCIEARAF T3 attL B4 A7 231 pDONR207 2 i,
28 N VSR AR IR EAA S attl 5 attR M7 LR B SN, 7o S0 RFE R E A R
HAZFRIKEAK pSecTag—at tR, 15 2k LA A 52 88 ) cDNA FRIE SRR, SCEERFAL KT B
JESZ 25 DHA 1, SCHE ¥ E L B 10°pfu/ml

[0034] 2.2 FRIXSCPEAE COS—1 4B (KR 1A

[0035]  cDNA Rk SR It fig AR A S 1 5 1R Y 28 COS—1 4l . B 4%, COS—1 4l a5 774
B 10 % /N I3 () DMEM K572 B b, 45851 3 X 10° gl M i) B0 /S FLAR FP b Fe B0 KR
COS—1 4L, 37°C 5% CO2 B FRAMML A4 80 %V F o ik SCERR AR K R I 4iAL )5, LA Sug/
FLIILEBI T Tipofectamine2000 I #5YL 4 COS-1 4L, 48h JHE4T I R 9 , ik Pk 2
zeocin WFEA 1000mg/Lo — Fi 5 , SRAFHUME IR 40 Mogle T8 88 1 SO ) 56 12 o

[0036] 2. 3 /)> fHHE A VbR 2. 400 i i 55 11 cDINA 3R 08 SCRE I 9 St i ik

[0037]  FKIAAE /) BT MR IAK E2 400 i cDNA SCRERY COS—1 41 a4 7 4k » T WE S5 FH 9 Jebric bt
Z R RARPUAIATIG , RIAH R A 140 Mo 50 1 Mo db i i A 2 B8 A R IRARZE, 98
FRPES . Wikl 3 Bros, 299 5% B4 o v 3R A iR 8 KR IE, 2 i 43 1 4h A3 4y
E, F T8 R EE 1 O 40 B va B PH PR Sk B 98 % LA L. P2 AL @B PUIARI Sz 72 e e (W
Kl 4) [FIFEIE B PR A TR o 5, 98 % UL 4 R i A s IRt A o %S0 — Fh R R e ik
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(7 7) ST FFE 9K EL 400 i cDNA ST

[0038]  SEjfs] 3 <)~ B VAR E2 40 MO 2 11 DNA R IE SR 28 58

[0039] 3.1 /> B IBR 2 40 i 55 11 <DNA 3R 38 SCE ) RT-PCR 43 #7

[0040] X ERAAA /N BRUFFHE V0K ELL 40 M 85 11 DA SCZE /Y COS—1 4 e g AT H 815 9%, Trizol
TEFREAN NS RNA, T8 5% J5 1 cDNA FHAS R BRI 5 14032547 PCR %5, 25 Rl 5 Firow, fir
AR S A (TLR2, TLR3, TLR4, NKG2A, NKG2D, Be1-2, Be1-x1) 3475 3L A iR i, iF
ISR A mol E, AR E E —actin WIWA RIS IEINZOCE BA SR .

[0041] 3.2 /)5 B IRR C2 40 M 55 11 cDNA R 38 STt X 4l AR 3 A

[0042] X ERAKAT /N IR0k ELL 40 M i 65 11 cDNA SCZE Y COS—1 i e g AT 4 38 55 7%, Wic B 4
J s KRRy 31 P14 COS—1 45 B 6F /I Bk B2 40 Jfa 3R T A RS2 AR I Bk sk AT i i, )
6 FT7, 5 RT-PCR 43 A7 45 S — 50, BT kS 1) 4 78 9k (0 41 o FEE 2 (1 32 1R 70 1 A B 4E SCE P
ST 1 5 I BH A2 SC N7 1) g 33 R 5 2 11 1 el O
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20275p ——» 1800bp
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A B C D
mock Cycle 0 Cycle 1 Cycle 2

- 541 37.18 . 9831

anti-his
K 3
-
-
K 4

Kl 5
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0 0.28 0.3

Isotype NK1.1 NKG2D

0.62 0.14 0.21

CD3 CDh4 CD8

Kl 6

10
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