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I A BHECA BR 2 AT A £ HLA-
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1.2.2  SB#H4k5 HLA-GC A H A By sy
EcoR I, BamH [ 73 5i| XU E DI #5H 4% (9O AL H
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HLA-G H [ Jv Bx, HLA-G E§ Y] 52 )i /& & : HLA-G
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x T4 4% buffer 0. 5 pl T4 %4585 0.5 pl PEG4000
0.5 pl finddH,0 5 pl, KEFRNE 22 CHE
30 min ¥{L. % DHSa JRZ R, R FHA Amp HitE
LB 3R M A 37 Cit &I F. Phik 6 Mok difT
PCR BH 4% §% %, I % 8| % EF-F. ATTCTCCTTG-
GAATTTGCCCT; T 5 2| ¥ pEGFP-N-3’. CGTCGC-
CGTCCAGCTCGACCAG, ¥ PHM: su /e 1% B B Bl
ARIWFE R,

1.2.4 BRriéFabE 293T MR EmMES
I, 10% FBS DMEM 37 C 5% CO, ¥ % . it
%) pLV-EF1a-EGFP-HLA-G #13 % ffi %. ( pGag/
Pol .pRev ,pVSV-G) i A1 DMEM BE.0-% . ¥
300 wl RNAi-Mate fil A B — Il 15 DMEM 2.0,
ERNES min GRERSG . IREYZEBHKE 20
~25 min, BRZE 293T 4AMI3EFR M ARSI, DA
JClliiE DMEM 35538, AR S, 1RS),37 C
5% COBEFRFEFTIRE 4 ~6 h, WHIEFRW, MAT
10% FBS #] DMEM 35,37 C 5% CO,4k&e1% 3%
72 h, FEEFRILF LR EI B8 9,4 C L4 000
r/min B0 4 min, HE.OE EEREATHSEN,
A0.45 pm B AU BB OVLP B
AL>,4 °C,20 000 r/min,2 h, MR HRTRIE
3, -80 C vkFIRFEH,
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SRR, H] 3 ml D-Hank JEUEEBR . 0
1 ml Trypsin-EDTA ¥, 1R5J, /N0 25 BRAG VA
37CHE 3 ~5 min, A2 ml & 10% FBS #y
DMEM 557 WK, WAT{H T2 BB S R W, $63 x 10
R/ FLEY MR BE 2 Fp 96 FLAR, IR SIE F 37°C 5%
CO, 535 24 h, ¥1BREEIEM 10 pl, B 10% FBS f4
DMEM REFfe ik +EHBE3 N ~5 MHE, |3k 96
FLAR % 3R, BEFLINA 100 pl B3 R A9 75 0,
B i 25 [ AT R, F 37°C 5% CO, 5 5% 24 h.
3T 96 fLR M H BB ER, BILMA 100 w
10% FBS f#j DMEM £33 F 37°C 5% CO,4k&e1s
F£ 72 h, lat FACS B CHMM, 45 5 7 B A% 5L
HHERFEHE .
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2.1 HLA-G ERMIER 588 GenBank #3519
FI, AL s A R IR W R A 2
K HLA-G B A B, JF7E E#F 5] A EcoR 1 4] 55
(GAATTC) , t# 53 B [H 3 35 89 Kozak JF %1 ( GCC
ACC) ,7E FUiF51 A BamH 1 4] &4 (GGATCC) . KA

A% 40 T : GAATTC |GCCACC| ATGGTGGTCATG

GCGCCCCGAACCCTCTTCCTGCTGCTCTCGGGGGCC
CTGACCCTGACCGAGACCTGGGCGGGCTCCCACTCC
ATGAGGTATTTCAGCGCCGCCGTGTCCCGGCCCGGC
CGCGGGGAGCCLCCGCTTCATCGCCATGGGCTACGTG
GACGACACGCAGTTCGTGCGGTTCGACAGCGACTCG
GCGTGTCCGAGGATGGAGCCGCGGGCGCCGTGGGT
GGAGCAGGAGGGGCCGGAGTATTGGGAAGAGGAGA
CACGGAACACCAAGGCCCACGCACAGACTGACAGA
ATGAACCTGCAGACCCTGCGCGGCTACTACAACCAG
AGCGAGGCCAGTTCTCACACCCTCCAGTGGATGATT
GGCTGCGACCTGGGGTCCGACGGACGCCTCCTCCGC
GGGTATGAACAGTATGCCTACGATGGCAAGGATTAC
CTCGCCCTGAACGAGGACCTGCGCTCCTGGACCGCA
GCGGACACTGCGGCTCAGATCTCCAAGCGCAAGTGT
GAGGCGGCCAATGTGGCTGAACAAAGGAGAGCCTA
CCTGGAGGGCACGTGCGTGGAGTGGCTCCACAGAT
ACCTGGAGAACGGGAAGGAGATGCTGCAGCGCGCG
GACCCCCCCAAGACACACGTGACCCACCACCCTGT
CTTTGACTATGAGGCCACCCTGAGGTGCTGGGCCCT
GGGCTTCTACCCTGCGGAGATCATACTGACCTGGCA
GCGGGATGGGGAGGACCAGACCCAGGACGTGGAGC
TCGTGGAGACCAGGCCTGCAGGGGATGGAACCTTCC
AGAAGTGGGCAGCTGTGGTGGTGCCTTCTGGAGAGG
AGCAGAGATACACGTGCCATGTGCAGCATGAGGGGC
TGCCGGAGCCCCTCATGCTGAGATGGAAGCAGTCTT
CCCTGCCCACCATCCCCATCATGGGTATCGTTGCTGG
CCTGGTTGTCCTTGCAGCTGTAGTCACTGGAGCTGCG
GTCGCTGCTGTGCTGTGGAGAAAGAAGAGCTCAGAT
CGGGATCC,

2.2 mREHES HLA-G BEE R BHANEY 5%
f% # {& pLV-EF1a-EGFP-N 5 HLA-G % R B Bt
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FBL(1020 bp) . WIE 2,
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REBAMNERT , B82E M Rak L,
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Construction of lentiviral vector carrying HLA-G gene

and packing of the lentiviruses
Liao Guiyi,Zhong Jinbiac,Zhao Fei,et al
( Dept of Urology, The First Affiliated Hospital of Anhui Medical University, Hefei 230022)

Abstract
lentiviral vector carrying HLA-G was constructed successfully on the basis of cloning plasmid pLV-EF1a-EGFP-N.

The human leucocyte antigen-G ( HLA-G ) gene was synthesized. According to gene sequencing, the

The constructed lentiviral vector was transferred into 293T package cell with pGag/Pol, pRev and pVSV-G and the
lentiviruses with high infection efficiency were produced. The virus titer was 1 x 10° TU/ml. Construction of lentivi-
ral vector carrying HLA-G gene and packing of the lentiviruses laid the material foundations for the study of HLA-G
gene in inducing immune tolerance of transplanted kidney.
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