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Abstract The cDNA of hunan solbk B kmphocyte stmulator ( hsBAFF) was an plified by PCR fran pET30a ( + )
and the gene of antibacterial peptide (M 4 by PCR. The fusion gene of hsBAFF and (M4 w as an plified by us ing over
lap PCR. The prokaryotic expression plasnid pET30a( + ) /hsBAFF - (M 4 was constucted w ith recomb nant DNA
techniques after purifying and dentifying the DNA fragment Then the plasn d pET30a( + ) /hsBAFF- (M4 was trans-
fomed no BL21( DE3) cells and the expressbnwas optinized w ih poper inducing cond itons of 1. dnmol/L IPTG, 5

h and 30C nduction The expresson kvelof the target fusion protein reached 40 % of the total bacterial potein The

results of SDS— PAGE mndicated hatm olkcularweight of the expressed protein was about22 000 and the expressed pro-

temmamly exsted in the supematant after sonicaton W estem bbt analysis proved that the recanb nant pwotein has

good reactive ability againstm ouse antthun an solub ke BAFF IgG. The expressin product w as purified by Sephadex G -

75. The purified recan binatin protein displayed antin icrob ial activity obviously
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1.2.2 RARE BIR by 32 Aol A9 A 69 KA AL

Ndel EwRI , , T4 DNA pET30a
(+) R DH5a s : pET30a
(+ ) /hsBAFF- CM 4 BL21(DE3) 100mL.  50Hg/mL
LB (1% , 0. %% , 85 mmol/L ) 30C , A
0.4 PTG 1. Ommol/L, 5h 4°C, 12000 r/m in

15min 10mL 50mmol/L.  Tris-HCI ( H8.0) . , 4C, 12000 r/mn
I5mn 8mL 5S0mmol/L TrisHCI( H 8. 0) . Sephadex G- 75 ,
Centricon30 , 0.22 Um , SDS- PAGE

1.2.3 SDS- PAGE #= W estem b bttng 247

Laeanm li 13%  SDS- PAGE ) 2
(125mmol/LTrisHC] H1 6.8 20% . %% DS 0. 005% 10 B- ) ,
s R - 250 . W estern bbttng R 13%
SDS— PAGE , WDF ., TBS(50mmol/L TrisHC] 150mmol/L NaCl pHS. 0)
20m i, % MTBS ( skin mik inTBS pH 7.4) . TBSI(  0.0%%
Tween20 TBS) 3 15min 1:10000 TBST hsBA FF 3h,
TBSI 3 , 10m i1 1:30000 TBST
IG5, TBST 3 , 5miy 3,3, 55, - tetran ethyl benzil ne (TMB)
1.2.4 WA EAR
hsBAFF - CM 4 . K1,Ds, ,
4 mm, ( : 15 Hg/ml) R (12~ 14
h), .
96 20 UL 100 ML 80 UL ,
510 20 30 40 Bmol/L, 37C  28C 14h 48h , 600 m
. ( ) (
) ,14h  28h ,
2 SR
2.1
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490bp 110 bp hsBA FF 130
M4 , BAFF- F1  (M4- B1 \ 250
hsBA FF — (M 4 600 0
bp( 1).
2.2 DNA maker;
kil 1 f1 2:CM4 3E A
pET30a( + ) ; JKill 3 1 4:hsBAFF K,
pET30a( + ) /hsBAFF — CM 4( 2), il 5 1 6:hsBAFF-CM4 f 2 3 14
Ndel EaoR 1 E 1 rPCR, PCR # over-lap PCR 7= %) 55 ig ¥8 58 i I 8%k
pET30a( + ) /hsBAFF — (M 4 Fig.1 Agarose gel electrophoresis of rPCR, PCR and ver-lap
5 400 bp 600 bp i
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Fig.2 Schematic representation of the expression vector: Fig.3 The plasmids were digested by Ndel and EcoR1

pET30a(+)/hsBAFF-CM4
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Fig.4 SDS-PAGE analysis of expression products
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Fig.5 SDS-PAGE analysis of expression products purified by Sephadex Fig.6 Western blot analysis to show the specific binding

of the hsBAFF fraction of the fusion protein
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37C (12~ 14 h) ,
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1 . . . . . Fig.7 The antibacterial activity assay of the fusion
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