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PCR Uss; RNA CDy
pEF1/HisC/sCD,, >
90% LPS Uss; CDy, LPS
Dy,
Q789 A 1000-3061 2001 03-0269-04
CD,, RT-PCR  PCR
55kD CD,, Promega DNA
375 Lipofectin DMEM RPMI1640
mCD,, 356 19 GIBCO Complete™
mCD,, C- I Boehringer Mannheim pEF1/HisC Anti-
sCD,, sCD,, 49 Xpress™ Invitrogene HRP
55kD GPI sCD;, IeG Gibcol FITC CDy,
CD,, IPS CD,, Pharmingen
LPS 1.3 Uy, RNA
1-4 Uy, 10% RPMI1640
PCR Uy RNA 37°C 5% CO, LPS
CD, 100ng/mlL. Uy 48h Promega
RNAgents™  RNA
RNA
1.4 RT-PCR
1 sCD,, ¥
1.1 5'CGC GGA TCC ACC ACG CCA GAA
DH-5a COS-7 Uysy CCT TGT GAG 3’ BamH |
E . coli 0111 B,LPS Sigma pEF1/HisC ATG
pEF1/HisC Invitrogene 5'GC TC T AGA TTA CAG CAC CAG GGT TCC CG3’
Xba 1
1.2 RT-PCR Promega Gene-Amp" RNA
DNA BamH 1 Xba 1 PCR kit mRNA lpg PE480
T4 Taq DNA RNA RT -42°C 1h 95°C
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5min PCR-94°C 40s 55°C 1min 72°C 1min 30
72C 15min
0 348aa bp
1.5 pEF1/HisC/sCD,,
PCR BamH | Xba 1
BamH 1  Xba 1 2000
pEF1/HisC 1000
DH-5a PCR 730
500
250
1 RT-PCR sCD, > cDNA
1.7 pEF1/HisC/ SCD1434823 COS-7 Fig.1 Electrophoresis analysis of RT-PCR
product sCD,,*** cDNA
Lipofectin 8 pg DNA 1.RT-PCR product M.DNA marker
10pL DMEM 2.2 pEF1/HisC/sCD,,***
15min 25¢m” COS-7
15 48h PCR BamH 1  Xba |
1.8 SDS-PAGE WB DNA
BamH 1  Xba | pEF1/HisC
15% SDS-PAGE
WB WB DH-5¢ PCR
Invitrogene Anti-Xpress PCR  BamH [ Xba |
Gibeol HRP IeG DNA
DAB 1 044bp DNA
1.9
pEF1/HisC/sCD,,*** 2
3C10
SDS-PAGE
bp
1.10 sCD,,***  LPS
Ussr LPS 2000
sCD,, 100ng/mL 1pxg/mL e
37°C 5% CO, 48h 500
FITC CD, 204l 4%C -
2h 4C
2 pEF1/HisC/sCD,,*®**  PCR
Fig.2 PCR and restrction analysis of recombinant
2 plasmid pEF1/HisC/sCD,,***
2.1 U, RNA SCD1434833 1.PCR product 2.pEF1/HisC plasmid
3. pEF1/HisC/sCDy4 8%/ BamH 1 + Xba I ~ M.DNA marker
Uy, RNA RT-PCR 2.3 sCD,*** COS-7
1000bp pEF1/HisC/sCD,,*** C0S-7
1 044bp 1
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SDS-PAGE M !
COs-7
53kD 66.0 | G—
sCD,, > COS-7 3  SDS-
PAGE sCD, ™™ €087 -
20% 45.0 -
4
a b 12 M
kD
66.0 5 SDS-PAGE
- - 450 Fig.5 Purified sCDy,
= M.MW standards Mr of proein 1. Purified sCD;, >
030 1 sCD,,***  LPS
Table 1 Active of recombinanced sCD,,*** combining LPS
54
Add LPS X+SD  Add LPS and sCD;,** X+ SD
3 €087 SDS-PAGE WB 100ng/mL. 23.40£0.07 14.92+0.11
Fig.3 Expression analysis of sCD,*** molecule 1pg/ml. 18.17+0.12 11.60 + 0.09
M.MW standards Mr of protein 1.Induced pEF1/HisC/s CDy,
2. Uninduced pEF1/HisC/sCDy, ¥ a.Induced pEF1/HisC/sCD,>*%* Ussy 48h sCD,,
b. Uninduced pEF1/HisC/sCDy,3®% ¢ Purified sCD,,>*%* 1PS Ussy D,
SCD14348M Ugsy mCD,,
= [ LPS LPS Usy,
0.8001 0.800 Uygsy CD,,
COS-7
0 o sCD,, > CD, LPS
oo o 3
285 50.0 100
4 Uss RNA sCDy,
Fig.4 Picture of scan cDNA LPS
2.4 sCD,, 100ng/mL Uy 48h RNA
SDS-PAGE 5 53kD CD4
90% WB 3¢ 3C10
2.5 sCD,,**  LPS CDy, 90%
Ussy LPS
sCD,,*** pEF1/
FITC D, HisC EF-1a
1 COS-7 CD,,
Ugsy 20%
LPS mCD,, EF-1la CMV
LPS pEF1/HisC

100ng/mL 1pg/mL
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Clone and Expression of Human Soluble CD,4 and Study of its Function

BAI Jie*  YIN Jun' WANG Zhan-Dong® WANG Wei' WANG Zhong-Ze' SONG Wei'
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Abstract Human soluble CD,, sCD,, c¢DNA fragment was amplified using total RNA extracted from Ugs; cells by RT-PCR of

348aa

sCDy4 gene and the recombinant expression plasmid pEF1/HisC/sCDy, " was constructed. Then the expression in eukaryotic cell

was carry out by liposome transfection method. It demonstrated that the expression level was relatively high by scanning map iden-
tification. The expressed product was purified by immunoaffinity chromatography and the purity was above 90% . The changes of
CDy4 brought by LPS stimulating Uys; cell proved the product had the function of combine with LPS.
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