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Abstract

BACKGROUND: So far, inducible co-stimulator is the important costimulatory molecule family member. Inducible
co-stimulator can promote the activation of T cells proliferation and secretion, regulate Th1/Th2 cell polarization
dependence, enhance B cell function which depend on the T cells. So, blocking the inducible co-stimulator may
result the inactivation and no reaction of cloning in T cells, thus inducing the immune escape of tumor on the
body.

OBJECTIVE: To build a plasmid expression of inducible co-stimulator g, in order to observe the expression in rat
body.

METHODS: cDNA encoding the extracellular domain of human inducible co-stimulator was prepared. The
encode of the domain was fused with the gene of immunoglobulin IgG constant fragment (lg) of encoding mouse,
in order to build the inducible co-stimulator Ig fusion gene and the secreted eukaryotic expression vector
pcDNA3-inducible co-stimulator Ig. Enzyme digestion of the recombinant and sequencing was performed, and
then the positive liposome coated pcDNA3-inducible co-stimulator Ig was transferred into the muscle tissue of
mouse right thigh. Western blot was used to detect the level of inducible co-stimulator Ig.
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RESULTS AND CONCLUSION: The sequencing confirmed that the size of target gene fragment pcDNA3- inducible
co-stimulator Ig plasmid was exactly the same with the sequence of inducible co-stimulator published on Genebank,
which indicated the successful of plasmid construction. After transferred into the mouse for 7 days, the liposome coated
pcDNAS-inducible co-stimulator Ig was positively expressed in the mice serum, which showed that pcDNA3-inducible
co-stimulator Ig could be expressed in the rat muscle cells. The results suggest that gene synthesis and recombinant
technology can successfully construct the eukaryotic expression vector pcDNA3-inducible co-stimulator Ig.

Subject headings: transfection; neoplasms; inducible T-cell co-stimulator protein; plasmid
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5-TCT AGA CCC GGG CTT CAG CTG GCA ACA
AAG TTG-3'. FAMRA 2320 pg/LIvITA — B BB IR e
1200 pg/LIf 2 2= RSN M A2 41072 h,
W4T, B A2 mLEREppendorfi&H. HIA1T mL
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4 yL, 10xbuffer 2 uL, dNTP(10 mmol/L)2 uL, RNA
BEF0HI75)(1 U/UL) 0.5 L, AMV Reverse Transcriptase
0.6 pL, Oligo(dT)s5 Primer 1 L, SRNA(1 g/L) 1 uL,
MZEKAME20 L. 42 °C 1 h, 99 C 5minZg i, -20 C
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FER T IO HE RS . 517 AR H Primer 3.0 {41
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A-3’, Filf: 5-CCT CGAATT CAC AAATGG CCT TTC
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JiggI NBamH T BV £, FiE5| AEcoR T BEVIAL A
RIVARZRUTTR: cDNA2 L, 10 x buffer 2.5 uL, dNTP
(2 mmol/L)1 uL, L. FiF5143(10 pmol/L) %1 uL, Taq
BE(5 U/uL)0.2 plo SOM4fHunR: 95 'C5 min, 94 C
1 min, JBXEET min, 57 'C 7 min, 4 C{#1F. B
10 uL PCR™ AT 1% I S R B I vk, SR4MT W
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DI /N BRIgGEE R Bk, #4501 R IFC )y B A
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Bl 1 Joki pcDNA3-ICOSIg % # 7R 2 E

Figure 1 Schematic diagram of the structure of
pcDNA3-ICOSIg
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2 ZHR Results
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2.3 A M &R KH AR $pcDNA3-ICOSIghy % 7 45 £
%§ 2 pcDNA3-ICOSIg T K 17 LB 1 i 3E A7 45 o T
FI SR F k7 55 bp, 5 Genbank I 22 47 ff1ICOS
Fraea—5 RUBUREIER, WE2.

VR R T T

e MFP4E R 278 pcDNA3-ICOSIg Fokii ) B B3R Fr i K
55 bp, 5 Genbank AR ICOS JFF5e4—5, R Bk
BIEH.
2 pcDNAS3-ICOSIg J5r 5 R e &
Figure 2 DNA sequencing graph of pcDNA3- ICOSIg

2.4 ICOSIg# s fAA A a9 &L FI A BH TG 542 ik
{34 pcDNA3-ICOSIg#: 4/ f5, 1ICOSIgHEFI A AN [
PRI, Hge TR, 1000 P, H3H M+
I EICOSIgtIRIE, & 7~npcDNA3-ICOSIgRE N £F /s
BN RIE, WE3,

M, A B M,
97 400
66 200 .
- W 55 000

43 000 -
31 000 -
20 100

14 400

e A: Maker, B: /R ; Western blot #5745 R §or, 7EAE%
4y FiiEN 55 000 4 n] Wy R EH, B ICOSIg HIRIA.

3 k3 pcDNA3-ICOSIg /)N RLIfLiE T 1COSIg ({1354

Figure 3 Expression of inducible co-stimulator Ig in mouse
serum transfected with pcDNA3-ICOSlIg

3 i1it Discussion

AR, R RE IR AL A o B AL PRI 46 52 5%

6643



BEE, & HiFFEAF K pcDNA3-ICOSIg #7747 R ZFE A

% WWW.CRTER.Org

VEVL, g o i - TN M G e R 2%, TN S8 A0
b F BRI ANME S R REE, S
FBE TN b BT 40 i 52 AU B e 32 2 40 i B Pt
JRf—— A LA R AR, T T TR
Ak S s SRR T AN M b ARy 1 S PR R
Y ERCR ST 55 A T ROIT 1B 3L O % .
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