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EOR AR R A F R ZFA L m. Co-IPL R 2 7: Tac-P34E 24 A /R Sre, ik
RGTH 7| #& %k #9Tac-B3ATS9N| R 5 A Rt Srcss A, ik M M 3R Tac-B3 49 Sress 466 7 B vl 2
M dat o &) A5 545509 b 01 20, i R B 2 0-FB3ERRGTA 7| 5 Srcty A8 ZAF ) 23X —

http://www.cjcb.org

125 45 B3 T AR MR .
KHEia

/N AR T O FE R R S 53, 14
B 2 olIbB3VE N M /MR T % MR R B, 24
)3 ) 70355 T NG A 3R A 11 e 228 [ ¢
HE A ZLallbB3 2 H o Ib NP3 P R 5 JEKE £ 11 LAk
LS 2H B ) SR 2R AR, HoBh = sl e AN 4T L
30 /MR LE LD B8 52 B AS [ R B 1 sg e, IR B
PR /NG J3EN e 35 FRallbB3 H | # A h 2
PUIMLAEE YT I BRACEE i, DALtk 485 FRallbB3 2 3L
FHIR 31 BLAI BRI FEAE ML N AR DG TR BT 76
SEAIELAT )z R Y R

ARGy BT AT 5 B B3 N B IE R 7 Y1 A
R e b (B NI o8 S Ay N (N 5 | RN
— FRRE R B AR LA, e A0 A%, DRI AR xS Lk
ATHEEN AR . H k3 B — i 40 R ASE R ASE L if /i
IR R 2R B3I D e AR A pl HL b 2. e [ Bl
Y[ S 41 il (CHO)JE il _E 8 37 () IbIX/1bITTa-CHO4 it
PE, Wl 48 GPIb/IXif 5 3 4 2 allbB33E 1L, Bifl o
HER )i 5 5 e ]l 5 [ A A 41 4 B2 11 R
(AR FAE AL 8 40 AR5, IR G 5

AR B R allbB3; SEMERE S I B U AR I (R S @

olIbB3yH Ak 5 Hh (15 5 3% 2 1) 7> AR A4 it T
B T B, AR5 ZEIbIX/IIbIITa-CHOZH ok J i
b, A g AR A IL-2R (1) B A B RS 5 B (Tac) LA A
BB ZE B3N I Bk A A (1) S 1 A A B AR 2T, W e
BEPIME B IL S WA TR EAE A R
alIbB3 /M5 54 S IEH .

1 HR57%

L1 ##4

1.1.1 #H4A&A4k  pCMV-IL2R, pCDMS-B3 i
5 [ PR K 27 B 27 e P 24 FE Y

112 @mietk AR AN GPIb/IXA
#4 ZallbB3 I CHOA il £ (IbIX/1IbIIIa-CHO) 1 35
B I P N A e AN o G g VI

WA 1 4: 2011-10-12 5% H1: 2011-12-09

R i BRI A S 1K1 (863)(N0.2006AA02A245) . [H 5 H AR
2255 4:(No.81070414) A1 _1- i 1 B 22 H PR & 1 10 H (N0.09410706800) %% B
TiH

*HIRMEE . Tel: 021-64370045-610616, E-mail: xi_xiaodong@shsmu.
edu.cn



136

BRI -

1.1.3 3344 4IMEEIEIEF12. R4 1iE (FBS)
It 5 Gibco A 7] .

114 £ ZX#A  SrcH H{ I A Cell Signaling 4
], Zr WAHTIL-2R [ B0 TG TB6 I 4 A2 I8 41 ff Kk HB-
8784l [ ATCC 2 7], IL-2R ] B4 (3% H T Western
blot)ly] FHR&D A wl, $t & % P31 HLAKSZ-21 LA J
Pr & A Zallb(f) P AASZ-22 1 V1 757 48 1L W 7 BT e
kA WY, UG RPN IR BOR R i fi A Ab
TO2RIPLHE G 25 P3 TSI AR H AR BT AARAD 7594 A 5K
B3 A, Sehn R 98 0 2 (FITC) sliBR i 6 )
fig(HRP) A5 ic (1) 29t il IgGIl H Biosource A wl, 5
Ji 414657 Cocktail FIPMSF % H Roche /A A .

1.2 &%

1.2.1 Tac-B3#bh kLB RegME  HIIPCRE;
AR MpCDMS-B3 Jifir 47 3 Hh B3 M 9 v Be, I Inl G A
P Z2 B3I BURF e B LR 1) AH N, cDNA [ AN [R] 437
SINE Y K A A (CMV-IL2R Tac-B31E [ 5 | 4):
5-GGA AGC TTC TCA TCA CCA TCC ACG ACC-3’,
1A 5 14 5°-GCC TCG AGT TAA GTG CCC CGG TAC
GTG A-3’; CMV-IL2R Tac-B3A7591F [i] 5] #): 5°-GGA
AGC TTC TCA TCA CCA TCC ACG ACC-3’, |75
¥): 5°-TAC TCG AGC TAG TAC GTG ATA TTG GTG
A-3%), 1 RIL-2RE IA B ARpCMV-IL2R 1, B KE G
IL-2R [ JI52 40 B A5 i B (Tac) i cDNA L 2 fith B2 15
FB3M I BLF 51 1cDNAJE £, 15 2 Tac-B3 s N 4= K
J1 BUR G AR(LL T ) FK Tac-B3) M1 Tac-B3 il BL759 46k
Jod S AR A PR(LA R T8 BR Tac-B3AT759)R 14 Ji bz, I
DNA JF 41| 830 FPAIE S

122 #swmlopreyEafelir  FAHMEE PR
UG ek, P ik G A8 BTk (Tac-B3 Tac-B3A759)
53 7 5 it Hygromycindyt - & PA] 1) )5 R (pcDNA3.1/
Hygro(+))3L %% JLIbIX/bIa-CHOZH il % 4% 548 h
BN i % it 4= ZHygromycin(400 pg/mL)Zk 4L £ 77
DL ST R 4l i Bk . W ZEIBIX/TIbITTa-CHO.  IbIX/
1IbI1Ta-CHO/Tac-p3 }% IbIX/IIbIITa-CHO/Tac-B3A759
B, IMAPB3HUA(SZ-21) L HUIL-2RFTK(7TGTB6),
37 °CHiF & 1 h, FIPBSEEE G IMAFITCHRICL T —
P, T-37 °CEGHF &30 min, ZPBSPER G 70 X
1 M ASC A U AN P SRS o i Bk SRR BH 1
0 M A AR M B 77 B 2R A58 RSk

1.2.3 % J5 B ifF 3% 4 M Tac-B3+k A 4k 49 R 34
LA A 20 W 2 O B 1, A AH A6 1R i Tac 44

(7TGTB6) 5k Bt #& & ZEP3HLAA(SZ-21) P TiE 41 i 24 it
W, FPUES #B3 CAR UK (AD 7T62)FIHTHE & 2 p3
TSN AR FLAABTAR(AD 759) K M YTTE 5259 ¥ Tac-
B3tk £ 14:(Tac-B3 M1 Tac-B3A759).

WAL RGN (L 10741 ), ZPBSYLS G H
200 pL ¥4 FIRIPASL fif ¥ (Sigma s &, 771 mmol/L
PMSF. 0.1% Protease Inhibitor Cocktail, 1 mmol/L
EDTA)E &40 Foyiie, vK bk & 30 min, H:[A]4£10 min
BRIk, 12 000 t/min, 4 °CE.(»15 min, Y £E
I E A M R R (S R ) B E B
—80 °CLRAF. HUE500 pg 1AM I ARARAE, IS0 L
i 2% 4 RIPAYE ¥ (K] Protein GEE JI§ KH Bk 1 (sc-2002,
Santa Cruz Biotechnology), 4 °CHgd ¥ & 1 h)5 &L,
BEA BEEER A EOE . K Tachifk
7GTB6(10 pg) A FALHEE (4l i 82 (4 i, 4 °C
JiE VR AT B 1 by N S50 nLZERIPAYE %% it (1)
Protein GERFHER T, 4 °Chefs i G il [ HER
B4 °C. 1 000xg 05 min, YAE B IR HE R Tt
JR PR AW, LRIPATE I J5 % fi# {ESDS-PAGEFf
i ZZ MR, 100 °CRE W10 min, B0 5 B EE M
e B AS «
1.2.4 F5 MR %5 0% YN 2 el & 8 R &
1= (DR IgGRE AL . BB A AZERZHr4l
AR IE 3 /N B IgG I 0.1 mol/L. pH9.6{) NaHCO i
FE(ZUE /250 pL/L), LL200 pL/fFLIA 964U,
4 °CHuMEd . Yk H I PBSYEV 5 LA 20 mg/mL Y
BSAZ U E A2 hy ()W N L 4% %
I8 W ] 5E (1) 40 e 100 pL 55 H41 (7G7B6EL SZ-21)
100 pL T =055 7 3 h, H£0.05% Tween-20[#]PBS
VRV 3R, VMBS AR S 22 2x10%/mL . K 41l LA
100 pL/ALINA a8 A7 B IgG AL, RIS 4L
OB 231 R IgG(1:10 0005 %¢) 100 pL, F37 °C
1 hJ, FH+50.05% Tween-20{ PBSYE L 61K o
FUIIATMB (435100 pLFF L2 mol/L H,SO. 11 Jx
I, FEIAA50 nmil s IR bRt 2 iR &
FALE S 45 LUARRR (112G 4l i ((16~8 000) ng/mL)
PA100 pL/ALINA S A B IgGHITAL . BRI DT
IS Pedk. Bt WE SR, HhlbriE
M2k . A 40 M~ X bR R 4 B 4 LR A5
L

AL B TG () < B AR 2 3 $(6.023% 10%/mol)
FRIgG7> 7 H(1.5%10° g/mol)<45 FL41 M i A\ &
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125 e fe BlABfuer 4 &8 R b og b . BT
I H420 pg/mLI¥) £F 4k &5 [ i (fibrinogen, Fg)LA
50 puL/AL A6 LR, 4 cCu b it 1. £ PBSYE S
Ji H120 mg/mL[¥)BSAZ i £ 412 h. YA IbIX/IIblIIa-
CHO#4 Jfid . IbIX/IIbIITa-CHO/Tac-B3A75941 i Az IbIX/
IIbIlla-CHO/Tac-B341 fitd, LAPBSIE4:2ik, LL8x10° /mL
[ 2 J & 7% T 1xTyrode’sZ 1 (137 mmol/L NaCl.
2 mmol/L KCl. 12 mmol/L NaHCO;. 03 mmol/LL
NaH,PO4. 1 mmol/L CaCl,. 1 mmol/L MgCl,.
5.5 mmol/L glucose. 5 mmol/L HEPES. 0.1% BSA,
pH7.4)rh, ‘SR HH &30 min. B B, LL100 ul/AL
N4 A R g i fL, & 137 °C. 5% CO4H
MoBE F2A TP E 1.5 h, 85 F S0 B 4LIbIX/TIblTa-
CHOZH i f 2 [ 47 I ¢ 1199 7, PBSTEIR3IK, LL 22
PR AT E RGP B4 . A ik h, H1%2 R H
s /PBSIF & Fh A 7EAR E 141 i, ZPBSYEYS 5 78 il
BENULES. f. ERGPRE h, PBSTRG L BRAR RS
B P 4 0 i, LS & B 1 40 i 28 1S PNPP(3 mg/mL
PNPP. 1% Triton X-100. 100 mmol/L NaAc, pH5.0)
JEW) LG AT . 7 B FR 4405 nmi K 13 BUDAE,

bt o

1.2.6 Co-IPF=Western blot#s MRGT /5 7] 5 Srcéy 48
AR R FH200 pL ¥4 [RTRIPA SR fife 75 24 i 40 i,
YK _E#-E 30 min, ££10 minf2 5 9%3% — K, 12 000 r/min
4 °CE0 15 minj s B . BLS00 pg B3, IIAS0 uL
i 55 4 RIPA VL 4% [F) Protein GERJIE M Bk 1, 4 °Clight
A1 hJE B, B AR A SRR B AN I O
i, ¥ Srei k4 pg, Cell SignalingZ 7)) 550 pL
Protein GELAEHEER T £ IEF M A1 h)5, 500 uL
Bl 54(0.2 mol/L, pH.0)F &, hi AAZHLFIDMPE 4
ZORE 20 mmol/L. Hf FIRTR G H IR mE
30 min, 5 000 r/min.(»5 minZ= Fi, JIA0.2 mol/LZ
BENGAIE RN o 1F SRR 342 b, FHRIPA
PEPR3E, Hak 150 uL RIPAH, BISE T PLik i
[t FHAL (P44 E Protein GER A SLA A 1) o K5 Tl Ak
B A B3 S B A St TR TR 7, 4 °Cliekk i
B2 h, WETENER 2R PRtk B &9, &
HIRIPAYE ¥ )5 %5 fif 7ESDS-PAGEFF: i 2% i i (A 75
B-ME)H, 100 °C7#10 min, 250 Ji5 B _F 75 i West-

ern blot,

2 R
2.1 BERFIXEIKRBIHZTN

T AECHOA i Hh 6 ik Tac-B3 itk £ 44, A2
DATL-2R (1) Jf A1 B3 R 3255 56 B F) L A% 3R 1k 3 A4 pCML V-
IL2R A BEAi, 7r 2 P IL-2R &1 BRI % 5 B 2 S 1 P
18 Y. FRIDNA )3 S 43 31 4 N Gt B B2 74 784 1759
7 A8 i S AR Y A L FR B3 IR B S L IR JT 41 [FIDNA,
4% T Tac-P3 ik A 44 1) BLA% 38 TORL, JF 07 %5 e
(K1), 858, TATHI T (1)gifSIL-2R AL
A0 BRI 5 T B 2 L TR P 41 LA i Y A R AR 31 B3 i
W BUR TR R iR, B Tac-P3 ik 844, (2)%ifi5
TL-2R V5 1) i 4 BRI 5 5 B B8 S R 1 471 LA S 759467
IR A T M X B3 M S B B IR s A 1 Bk, B
Tac-P3AT59FIEHAK .

2.2 FREEYHARPRATIE L

R AR 7 1 Ul B 5 2R B3R FR T(SZ-2 1) My
v PE PUAITL-2R (B Tac) 1) B $1(7G7B6) A I £ 4% 4t
bk b 385 B3R Tac-B3 MR IE . Yt 204 i A AR I
45 HL(E12) & W], IbIX/IIbITTa-CHOMYI fitd 2% ik #4545 25 p3
WV AH AN 3 GA Tac-B3 1k 75 44; IbIX/IIbIIla-CHO/Tac-
B3 K IbIX/TIbIITa-CHO/Tac-B3A75941 iy I 4 5 45 1)
IbIX/IIbIIla-CHO4H iy I 3 15 (1) 48 45 B3 IL AL, 18
AEAT R IE Tac-B3 Mk A . ek, R 2 40 i A AS
B 5 BRI 7 (1 i S R 40 i e 784, 2 BH i 4
PR H 1 008 1) — 1) 5 o 2 40 PR R
2.3 SIZENIREG N AR R BB RIE(EE)

FH T H P2 B0 A N ) e 3 5 32 B3R 5 K i 1)
PUAR(AD T62) PTG 25B3 75907 # K A& BT 7R (Ab
TSI A A T = il 4o A TR SEPUAR AT b,
EIBARR T ER PR BRI 5% A [ GSThR i
A5 2K B3 ML A F (GST-B3AT59. GST-R3) s
B4 B, 45 R0, Ab 7620 Fr S PE R 4 & %
B3 B 5E B INGST-R3fk 5 4K (1 (WIGST-B3), 1M A
BE 75907 0 58 A8 L I GS T-B3 il &5 4 I (R GST-
B3A759); Ab 759 W] 5 M TR 5 75907 A A AR Y (1)
GST-B3#l 2 2 I (RIGST-B3ATS9), 1M A fE P 51l 1 &5
F P3N BLE M GST-P3 R A H 1 (RIGST-B3).

h T ARG T K558 ORI 3 3R IA B e 3
WL F B3 K B ¥ Tac-B3FNT7S9T 4 il 58 4% Y [ Tac-
BIATSRE A bk, S5 it FH BUIL-2RHT14(7G7B6)
43 59 NIbIX/IIbITTa-CHO/ Tac-B3 F1IbIX/IIbIIIa-CHO/ Tac-
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E1 Tac-p3FNTac-p3A759F A RDNAN = E
(I BRPIRE K iR)
Fig.1 DNA sequencing of recombinant constructs
expressing Tac-B3 and Tac-B3A759(C-terminus of B3)

B3AT594H Jd % fif# ¥ %) Tac-P3 ik & 14 (Tac-B3 2l Tac-
B3ATSNHEAT Gy TVE, I 73 il HTRE S Pk HUn 25 &
FPB3IR B K Ui BT AR (AD T62)MIEE S vk L ) e 4 %
B3 7594 AL FEAL A (R HTLAR(AD 759)%) Gt e UL TE 1)
Tac-B3 kA AT S o EI3BIF) Ho 9 B R 45 SR B
IbIX/1bIIla-CHO/Tac-B341 il #% |- AN & ik Tac-B3, I
AN 3 ik Tac-B3A759; IbIX/1IblIIa-CHO/Tac-B3A759 4
ik AN ik Tac-B3AT59, il A ik Tac-p3.
24 THMBRKEEEIEENTAREER

S T2 I A2 W 5 ¥ A LR S 4 I N, e s
PO PR P55 0T 15305 ) TR A R 8 B0 A8 DG AL
I, ARSI IR AU A BRI g G A e Ak 2 R AT
TREAEAL, Fc R 1:10 000F7R J& I BEAR P14

1 2 3
100 —A~A—~L 100
B0 '1 |T 80
| |
= I8 | | 6l
= J
= 404 | .’ 40
20 i1 20
\ 4\ /
0 0 - 04
L T U LR [ U 1S [TV U L [ O (1S
FLILOGFITC FLILOG:FITC FLILOG:FITC

IblX/Ahla-CHO

1. Control{mouse 1g(3)
o
3. 7G7B6(antibody specific for Tac)

LI/ Ta-CHO Tac-f3

ILIXAMbTa-CHO Tac-RRATSS

. 8Z-2 1 (antibody specific for integrin B3 extracellular domain)}

PRSP Tac I HLAA(TGTB6) 5 M IR A 22 B3 WV A A M B (R BLAAR (SZ-2 1) 28 = 0 A MU A% % 40 i 3 1 Tac-B3 Hk A (AN BF AR RUB3 (1)

Feik . AR RIgGYE A Mt

Expression level of Tac-f3 chimeras and B3 was examined by flow cytometry with an antibody specific for Tac (7G7B6), and an antibody specific for

extracellular domain of B3 subunit (SZ-21), respectively. Non-specific mouse IgG was used as negative control.

&2

AR AR N Tac-p3 X & (R FNEF 4 BUB3FEFREE M REME L YR IX

Fig.2 Expression of Tac-f3 chimeras and B3 in stably transfected cells by FACS

(7076, Cell Signaling» &])F1250 uL/LErAEIgG(5415, Cell
Signaling 2> =) )AL S o AN ST i g EEG e s
ERIR RS PR SAHNERRE B . [l 7 S
RS UE 2R R T 250 nL/LISFUAA Bk R, £
96-FLAR HH I A% EUARRE 1) ZR 813k B2 (16~8 000 pg/L)I
U B PR FNT:10 0004 % 2 (i bs — P, WOGE
(BBl A PTG I AR A St T A
SRR SE S A S b — 91, EH S8R
S5 HIlEE — ARG E U A6 T 2 5 B A
SIS, BRI Bt A S PO BB I, MR EE AR SR B0 B

fadhe, M AT [ B il 2% T 40 10413 bR B
(16~8 000 pg/L) )it 25 A ik ERIgG W] 5 BUR O BE A
7£0.10~1. 755 H N A4k, HA116~500 pL/L AN
YO A RO BE A AR et R A

T L R e 4N i B B3 RN Tac-B3 1) 2% 14 4L
i, ARSI L T PR RGO TR 45 1 B R
HE A, 38 A W A S T o R 4 S B AR (SZ-21 8K
TGTBO) WA &, 1t 540 i 2 [ o ) R AL (B3 EKIL-2R)
M. W ST BETERE — i B0 0 40 M A i = e Ak
FLIRI07 &, A0l it 2 i P A PR R A IR e R S S
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‘_\C\ & o ol
Blot & &@6\ -}5\@\\\ ‘9\@\\\ 4‘\\@\\\ LP.
& I Anti-p3 antibodies & & Ab 7GTB6
A: P EAZRIE IGSTHRIC M4 A R B3I R 1 2 P& SR B3 NI B ER 759 8 B (I UK (AD T59)FIHTHE & 3 B3 ML IR BURFE A Ui (R i 44

(Ab 762)A R, B FUF G e S YTEAN G BNV T 73 7 B e 40 ML b 1 Tac-B3 B Tac-B3AT S K I o
A: identification of the cleavage site-specific antibody (Ab 759) and an antibody specific for the COOH terminus of B3 (Ab 762) by using GST-tagged

integrin B3 cytoplamic tails; B: analysis of the expression of Tac-B3 or Tac-B3A759 in stably transfected CHO cell lines by immunoprecipitation and

Western blot.

E3 G&ENilx L EIR MR L Tac-p38 Tac-B3A759RI FRi%k
Fig.3 Identification of expression of Tac-f3 or Tac-B3A759 in stably transfected cells by Western blot

20 ¢

1.5 F

1.0

D-ISII

05 F

0.0 1 1 1 1 L 1 1 L 1 J
16 31 125 500 2000 8000

Standard IgG concentrations(ug/L)

B4 THEBRKRLEEENSE MR EIEGRETEE A
16~8 000 pg/LBIFR 4 fh 2% (n=3, x£SD)
Fig.4 Standard curve obtained with standard IgG concen-
trations ranging from 16 pg/L to 8 000 pg/L by competitive
ELISA(n=3, x+SD)

FARLHUAR, AR5 R DU R AL AN 45 5 JUAAR 1K) 4 g An
1:10 000 ¢ J5& (1 I b T 44— [A] I A250 pL/LoiL A

B PR S R, EAT IO FE A I o AR WA P R
O BEAELRA ) £ e N AR E it 2k, TF 5 AR o BT A Al
TS AT 45 A BB I S EE . AR 38 S B A
o RONARER L IgGIARHES> T35 B AR AN AE 20 £
R O (R A A B, B RT o 55 e R 4
ERPURRALE . AW E AR CNE I S
S M 7 1) DT R FE 43 il A SZ-21 50 pg/mLA
7G7B6 16.5 pg/mL. S5 EGLIT 5 140 fu 43
WS s FEE AL A 2 PR YL TR P o 5 400 Tk i 2492 10%/mL
AN[A) BBL(SZ-2 1 RN 7TGTB6)AE Ao b 4l i bk L iR
73+ IL-2R)ME 25 iR 1 fron . g5 W EoR: 7E3R
A Tac-B31k & 14 1) F2 %% 4 Jiw (IbIX/1IbIIla-CHO/Tac-
B3A759 K IbIX/IIblIIa-CHO/Tac-p3) I, Tac-p3 ik & 14
Pk e KT P AR RS B3R Rk &, XA b
(1) IEA 5 Tac-B3 ik & 14 15 B 4 B335 4+ T Ui fa
GOy iR T AR

R IRRLAREMR T R EHIK(SZ-21/7GTBO) IR R AL E £ 5 1 (n=3, X +SD)
Table 1 Quantitative analysis on epitope amounts of different antibodies (SZ-21/7G7B6) in the stably transfected cells(n=3, x=SD)

P IbIX/1IbIlla-CHO IbIX/1IbllIa-CHO/Tac-B3A759 IbIX/1IbIlla-CHO/Tac-B3
Antibody IbIX/IIbIIla-CHO IbIX/1IbIIla-CHO/Tac-B3A759 IbIX/IIblIla-CHO/Tac-B3
SZ-21 (4.548 2+2.098 8)x107 (5.579 4+2.376 4)x107 (6.395 8+2.936 9)x107
7G7B6 NA (2.147 3+0.759 4)x10° (1.701 2+0.318 3)x10*

NA: JCvEAm.
NA: not available.
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2.5 ‘MREEMRLAHEERIRE ERIRAM . BRIK

T AHIbIX/IIbIa-CHO4H i 22 18 A 2 ifiL /)5 B 8
A IL/IX & ) FHE 5 R allbP3, & 45 Zallbp3
P S SR, S NG5 2
B D) e A T 40 P 4 A S5 PR AR R B
. 4 IbIX/Iblla-CHO. IbIX/IIbIlla-CHO/Tac-
B3A759 ¢ IbIX/IIbIIla-CHO/Tac-P3 W4 AL it 4, LAAHIA]
1) 40 B 5 I N 21 4 2 1 R A AL AT IR .
I 5 21 EPBSUEG LA BR R R 41 i, &2 5
PR [ 2 I, DGBE I 8 40 i o1 T AR Ak 21 4 i 1 )t
R B A IR B . W B S BT 2R IbIX/1TbITTa-CHO
7 [ AH A0 £ 2 2 1 i b R0 B P At M i, i e
i RAF, BRI A INJE,; IbIX/IIbIITa-CHO/ Tac-
B3%H P 4l B %5 & #H {2 /b T IbIX/IIbIIIa-CHO4H g, H.
9 JLF AR, 2 B JE; 1 IbIX/IIbIIla-CHO/Tac-

B3ATSOLE [ AH A LT 4 2 11 JiR b (1) 385 B R e Rtk 34
E5 %] FAIbIX/IIbIa-CHOZH Mo AHAL, 5 B 4 o s v
LA R, 45 522 W]: Tac-P3 1K) L M IbIX/ITbIlIa-
CHOZ J A1 [# FH 24 £ 17 J L 1) 285 B R i 52 2140
i, T 985 1 B3 U S B A 7R 98 A% f Tac-B3ATS9 ik &
A R R FE AN 0 12 A0 PR AE ] AR 2 4 1 s BT
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Fig.5 Effects of Tac-chimeras on integrin-dependent cell adhesion and spreading on immobilized fibrinogen
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Fig.7 Analysis of the interaction between the RGT sequence of integrin 3 and Src by immunoprecipitation and Western blot
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Analysis of the Regulatory Mechanisms of the RGT Sequence of
Integrin B3 Cytoplasmic Tail in Signal Transduction by Using
a Dominant Negative Model

Tao Lanlan, Huang Jiansong, Lii Yuanjing, Zhou Yulan, Cui Xiongying, Ruan Zheng, Xi Xiaodong*
(State Key Laboratory of Medical Genomics, Shanghai Institute of Hematology, Ruijin Hospital,
Shanghai Jiaotong University School of Medicine, Shanghai 200025, China)

Abstract This study purposed to investigate the molecular mechanisms of the RGT sequence of integrin
B3 cytoplasmic tail in signal transduction by using a dominant negative cell model. Constructs encoding a chimeric
protein composed of the extracellular and transmembrane domains of interleukin-2 receptor (Tac) and the full length
or RGT-truncated B3 intracellular domain were expressed in CHO cells expressing GPIbIX and integrin allbp3 (IbIX/
IIbIIIa-CHO cell line) to establish the stable IbIX/IIbIIla-CHO/Tac-3 and IbIX/IIbIlla-CHO/Tac-B3A759 cell lines.
Competitive ELISA was performed to quantify the expression level of Tac-B3 chimeras in the dominant negative
cell lines. Spreading and stable adhesion of the IbIX/IIblIIa-CHO/Tac-3 and IbIX/IIblIIa-CHO/Tac-B3A759 cells
on immobilized fibrinogen (Fg) were examined to evaluate the transduction of outside-in signals. The interaction of
Tac-B3 chimeras and endogenous 3 with Src kinase was simultaneously analyzed with Co-IP. Competitive ELISA
showed that the expression level of Tac-f3 chimeras was substantially higher than that of endogenous B3 in both
IbIX/1Ibllla-CHO/Tac-B3 and IbIX/IIbllla-CHO/Tac-B3A759 cell lines that ensures the dominant negative effect
of the Tac-B3 chimeras over the endogenous wild type B3 in binding intracellular molecules. In deed, the ability of
IbIX/1IbIIIa-CHO/Tac-B3 cells in spreading and stable adhesion on immobilized Fg was effectively inhibited, while
that of IbIX/IIblIIa-CHO/Tac-B3A759 cells was not affected. Co-IP results demonstrate that the Tac-B3 chimeras
competed with the endogenous integrin B3 in binding Src, while Tac-B3A759 lacking the RGT sequence at the C
terminal of B3 cytoplasmic tail lost this ability. Selective disruption of Src-binding capacity of Tac-B3 is sufficient
to eliminate its dominant negative effect on outside-in signaling suggesting that the interaction of the RGT sequence
at the integrin B3 tail with Src kinase is crucial for this signaling pathway.

Key words dominant negative; integrin allbB3; competitive ELISA; protein interaction; signal transduction
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