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[ Abstract ]
was constructed by PCR and recombinant DNA techniques and was confirmed by enzymatic digestion and sequence analy-
sis. TRAIL protein induced to express by IPTG in E. coli DH-5a. After TRAIL protein immunised rabbits, anti-TRAIL
antibody was tested by Dot blot and Western blot. Results: A prokaryotic expression vector pPre-TMHTb was constructed

Objective: To obtain the anti-TRAIL antibody. Methods: A prokaryotic expression vector pPre-TMHTh

and expressd in E. coli DH-5a. TRAIL protein was detected up to 11.8% of the total bacterial protein expressed and anti-
TRAIL antibody was tested by Dot blot and Western blot. Conclusions: The anti-TRAIL antibody was obtained that pro-
vides an experimental basis for the studies of TRAIL in eukaryotic level.
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MH-Th 5 TRAILeDNA Hi HP Rk g 40 it T $2 43t
1.2 5 EZRH
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TaKaRa 22 ] ; IPTG #2356 E 1) TRE A W) 77 i ; il BR 41 4k
RIS 3R e 2R A A4 TR 28 7 HRP 4R
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NN F b LB T s AR RO B LW & D A
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Ra A d] o
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P & R AT e M, Hezlifb i) TRAILeDNA K B¢ 9
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1 wl,ddH,0 #hZ BT 20 wl, 16°C E S . K H B
7 W) AR SZ S R AT A DH-S o, A T3 100
pe/ml B 5 2 (AP LB #2,37°C I B % e, Bk
VEPRTE AT Y E . AR IKBORLAT 444 pPTh/TL,
1.5 pPTh/TL AR 1%
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5 Xba 1 41 pl, A ddH,0 #F Z B 20 l, IRA) )G
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LB B, 37 CHAR 2R A590 15 0.5 ~ 1.0 /il IPTG
FEAWE 0.5 mmol/L, 4kLEEEFE 6 h, [F] IS 25 3844
pPreTMH-Th, H{1 ml ¥ ,5 000 r/min #5.0> 5 min,
100 wl PBS FA A, B EIBRFEA 10 wl A SEAFH
B _LFEZE Wi 100°C Z8 1 3 min, L A£4T SDS-PAGE #E
JEEHLTK , 73BT TRAIL JE K76 K FF 1 DH-5 19 2351
W, IR AT 3 TRATL 25 76 B A 2 1 R
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BTl 7 TRAIL 8 B 20 PR 24 s, T — H B
(39 mmol/L H %4 2,48 mmol/L Tris % ,0. 037% SDS,
20% B ) Ab B G 6 R R 4T 4k R b, SR T 30
min, I P (5% B Bg W05 83, 150 mmol/L NaCl, 50
mmol/L Tris-HCl,pH7. 5 ) @M F 2 ho 435I H 5 5
B JEPUMELE b —Pi 5 SRR A R . I E A AR
i B 5% B NE W5 K5, 150 mmol/L NaCl,50 mmol/L
Tris-HCL, pH7. 5 ))/E 1: 100 5 B , K- 0% I 5 7 B¢ 1. ¥ =5
M E 2 ho Bt TRAIL $TiAH HRP FRic i s 1gG £
mAb 5 & A JEYI( 50 mmol/L Tris-HCI, pH7.5,0. 6 mg/
ml,3,3- & FE RN, 0.3% Nicl 1 ml,30% H,0, 10
pl VR, 5 b £ BRAR AR AT
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Vel PAGE HAJK L, [ FEEE 41K pPTh/TL ik
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2 & R

2.1 Y% EALURL pPTh/TL

AR pPTh/TL Fl1 2 5 kL 28 BE il £ [ BamH [ ,
Xba [ WUEFYI G ] UL 710 bp B9 DNA £5447 , 25590 K 1),
V4T 1) %6 %8 1E 5 1) pPre TMH-Th 5 A7 4T DNA J3 51 il
TSR E ST A IR A

BEl1 pPTh/TL [RiZRIEHEEHIEE
Fig.1 Digestive identification for prokaryotic
expression vector pPTb/TL
1: DNA marker; 2 : TRAIL gene; 3: pPreTMH-Th; 4: pPTh/TL
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5233 4K pPre-TMHTb X} BB L, DL IPTG i
f) pPTh/TL 1E Mr. ZJ 3 26 kD &b — W] I i 32 387,
AR5 T o R — 3y, R W] TRAIL B& K 7E K
kT g R SRRk F 2) . &ME)ZH 0T
B TRAIL M S RSB BT 11.8% -

B2 TRAIL 7 DH-5a ZFFHHHEF 6 h RiX1FR
Fig. 2 The expression of TRAIL induced
with IPTG for 6 h in DH-5«

14, 7-10: pPTb/TL; 5: Marker; 6: pPreTMH-Th

2.3 Dot blot Kl FiiA =4
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K —PUHEAT A58, R I FH A G 5 AT ) He I ¥ R X B
25 HUAT DS 00 41 A W 38 ) TR 65 BRE A T 4 38 i T B 44
NIRRT g e e S G E N Nt A I i 1)
SR IS P 55 A8 P 1 2638 BRAE I bt 24 22, 45
SRV LR €0 2% 58 BE o5, I ibd B R P AR AR P I R 52 i)
HprEd( E4),

3 Dot blot #& M HLIE =K 51
Fig .3 The analysis by Dot blot with anti-serum that
immuned with TRAIL protein

2.4 FKIKYIH) Western blot 437

i T Western S3H7 % £ TRAIL # [ A9 VK H 75 26
KD 4> 74k b A7 — ) 5 B 0 5 e S T 2 A 1
pPre TMH-Th XJ fEZH TCIE AT , 25 SR UL W Dot blot TE5E

JI PR AR TRAILL H5 S PEduiA, 2550 1815 ).

B4 THESATHEHRIER Dot blot 5317

Fig .4 The analysis by Dot blot with different antigen
A: Dot blot with undenaturated antigen;
B: Dot blot with denaturated antigen
Bl 5 Western blot B4R
Fig. 5 Identification of the characteristic of

anti-TRAIL antibodies by Western blot
1: Marker; 2-6: TRAIL protein; 7-8: Control
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WEWSIE B4 E & 14, 5 DR4,DRS 45K [R5, 76 4 A
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