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Construction of recombinant adenovirus plasmid containing GST-1 gene

LUO Xiaoji, et al
(Department of Surgery, the Children’s Hospital, Chongqing Medical University)
[ Abstract ] Objective: To constuct recombinant adenovirus vector carrying the human glutathione transferase 1 (GST- 7 )gene and am—
plify the adenovirus vector in HEK293cells. Methods: GST- 1 gene with the suitable enzyme site are amplified from the original plasmid
through PCR,then subcloned into the shuttle plsmid pAdirackCMV after digested by the same enzyme.The recombinant plasmid pAd-
track—-GST- 7 linearized by Pmel, plasmid pAdtrack—-GST- 1 was electroporated into E. coli BJ5183 cells that had been electroporated
adenovirus backbone plasmid pAdEasy-1. Picking up the homologous recombant plasmid AdEasy— GST- m,then it was digested with
Pacl and transfected into HEK293 cells to package the adenovirus,followed by identification of the recombinant adenovirus by means of
observation of green fluorescence protein expression under fluorescent microscope. Recombinant virus supernatant infected HEK293 cells
repeatedly,and the green fluorescence protein expression Was detected. Results: Through the restriction enzyme digestion and expression
of GFP ,recombinant adenoviral vector GST- 7 gene was constructed successfully. ~ Conclusions: The recombinant adenoviral vector
containing GST- 7 gene was successfuHy constructed ,and based for the gene therapy of GST-r transferring the hematopoietic stem
cells.
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1.1 EEHHFiX A
JFi % pDNR-LIB-GST- 7 (EcoRI, Xbal)lJ & 3 [E ATCC

N BT RAL pAdtrack-CMV UG 3 B 48 B R
pAdEasy-1 H 3 [E 2 N &F TC.He %7 M  HEK293 M1 K%
FFE BIS183 BB KER K ¥ BRI R B, KGH e
XL-1 4 B £ [H stratagene 23 A ; PR i1 A V) BF Sall, Xbal,
Kpnl, Pacl.Pmel 3k H A %24 F) ; DMDM-F12 853 5 34
Ra4EmiE (i TBD A 7)) %k Uik Polyfect Transfection
Reagent 4] B 7EE Qiagene 24 6] ; Brhi/a AR &% QI-
AGENE 7=/ 5888 MUMGAT &Kk B K% Takara 45); BF
FLIY A% H Bio-Rad Micropulser; DNA FH M Ed s
P TRAE A FISER LB HEFR 7 K LB agarose FE3R 3N Fif
AP TERARLF T G, HAlR i O sk B =t
12 FRHARABESLFi*x

121 §HEHA Sall M Xbal kM EMEE B E##5]
) :ceg—gtegac—atggge—atge cgecctacac cgtggtet; FTUEsl 4.
gee—tetaga—teactgitt ceegtigeea tig, PCR {48 92°CAEHE 30s,
EHRE 61°C20s,72°CLEM 1min, THIRECH 25 1~ 1.2% 3

BB R A Uk D88 WK/ N T01bp, SERIE A TR/
7],

122 B ETHEER A pAdtrack-GST- = e @©
GST-w BEY 18 H BL%: Sall Al Xbal WA . 1.2% HIBEAEE
B E K, BB TG A & [ET U 701bp B B9 EEE GST-m Jv
B ; BSORRE AR UKL pAdirack—-CMV 22 Sall #1 Xbal XWA&§ 41,
0.8% B B A W8 BE B R 0K . E I | WA R & TR pAd-
track—CMV (Sall Xbal), [EIURFI# (& H W fn B i 2 I
16°CId A1 TREE RN, Y HER L DHSa BRZ A
B, FARER LB 3R VAR R IR HIRE S 10 3
%, 7EFIER LB BHRERE RS ), R/ EHERF
AR, A LR Y B MER R B, 1 %5055
B L vk SR TR, BRI B TR R iR Y TR EAR
AMRAFMF, 5 Genebank b #9551 B F0 /551 B9 A8 U1
K 100% , TR R EBF 5L FEEFHRET ER TS
pAdtrack—GST- 7 Fiki, @BJ-AdEasey—1 L7 2540 3 59 1
#: B AdEasey-1 JBUk. 5 /83275 BJ5183 KT 201 iR
5], Kk EBULERME, RFILRMA N 1.8kV,2000hm, B
0.5ml 9 LB 3R 2 2k ) cuvvet FA94HTH ,37°CHFH 30min,
WA F LB R ETAR (2 FEE 50w g/ml) W R IFE, Pk
1047k, Boh/NEHIRR A EfRmAG ,0.8% HRAEHE
B R Uk X E R, PREUE B TR B R & AdEasey—1 BRI
KB M Bl-Adeasy, PERA TSR R GHMNT
100ml & FHE R LB HHRE PR SR FILRZSHHE.
1.23 FEARREREMNWEREE  pAdirack-GST-7 &
HLEA 200ng, Pmel B LR ML 1L IS SeeDNA ULIEAI{L, BT
10 w1 g7k, 2.5kV HIEFLEL (L Bl-AdEasey HLRSZASHH
B 0.5ml B9 LB 3 3R B U tH cuvvet HEIG B 37 CIBE
30min, 5351 20 w1 #1200 p. 1 B A FIRE K LB BRI TR

(50 g/ ml) Fiike, BRERER /N T E V% , RIRE# LB 55
AR, FR N E AR SRR R)S ,0.8% 38
BRERR kSRR, E¥KTS Bl-AdEasy BIH A I,
Pacl B§Y1% & B 4.5kb H B, [RIBRAIERBI 4 18 H
701bp W E MW E, HHRKNEARD, bid kR
Ad-GST-m , 3§ BUR B LA b A RS2 A 4 B XL-1,
KEY #HFE BISIS3 AR 8 EH H R R R
Ad-GST- = ,{# /] QIAGEN A " ML NFE R KA &R
BUpL, LUE B A UR S
124 BHRREHEARLEEERZTHTRLERREHRE Ad
—-GST-7 FRi2% Pacl B§Y], EREUTIE AL BEI = WIS A
F30plaizkd, 5YLHT HEK293E 4G4 B E% N 40%
~ 80%(IMDM FEFRILE CO2 JBFE T 37°C (KB BUH 5% 1
CO, BARFNRE T 557, 10% K G 4F [115%) , HEK293E 4ifE
)G 24 h, R QIAGEN A FEIM L AiAF & Polyfect Trans—
fection Reagent #1745 4L, Bkl Ad-GST-7 B H 4pg, Foit
WA 40l, HSEMBFRIEREFRE 1200l £ 22CHE
8min, $5YLJ5 1 KiELWE GFP HIFiL, 14~ 21 Xf5 , WU
BT L E, B OTIERET 1mlPBS &1, 7 37CHIE
BT E R 3 R, IR 10min, WEUR T L iE S BHR
B 293 AR ERIE
1.3 EHKBRBFFEMNE

293 4HAEE 2 x 105 4U / FL4ERR 6 FLARH, £F 24h
ERERE, BRERBEARLARE (1:103 ~1;
1010 ) , FFRE M 3 ~EFL. HETL 400 | AR HH TR
293 L FAR IR 37°C, KM 4 ~ 6h, RBTEENE
B GRSEIEST 24h, T BB T i1 GFP [RME4EMIE. %
FHIARS I B AR

FHERE (phw/ml ) = CPPAIRIFRHER x i‘%ﬁ;ﬁiﬁ?ﬁﬁﬁﬁ%ﬁ pfu/ml

14 BEREEmPALLENT

# HEK293 4, 3% 2 x 10° 4R / FLIERh 6 LR+, &
24h J5 SRR . 51 1.10.20.50.100MO1 A4 AR 28 Ak gL
S, 48h J5TE 6 B 008 T 14X GFP [T 4Ep%, 2503t
BA R PR E A RSB ER MOI {H,
1.5 s Mk A Y HEK293 dHR LIRS H . &
AL F Y EWEA T CST-7 &, LT Bk
iz

2.1 AEinik ki GST-w A B K ¥4 3%
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AT 2R DL LR B s AR B, GST-=
HESHMEY 25 EG L, WMIEL 7%
GST- 7 5 A & i 40 Mo 5l 4B B8 R 3 b7 o
A& M INREVISE W 47, AT RY , x4k
T Z5tERR S GST-m HFA XA, A SHEEH . £
X E L HERBIRE R A KRB E R
HZ R RIEH L,

DA MR R S A M T4, 2R AR
MR 2 MLV AR R ERE, B8R
AR S0 SE B BRASHULT 0 B AO 55 e, (B X s M T
YT B A AT R BB ENR T RUR KB, kS
B i T 40 B % 53 SRR B R AR B R — S K HT
PESoL AT BB S5 38 i T A0 AL T LA X T
SRR BB EA A GG, R R, B
SPRFENBFBAR, USRS MY, RELRE
HAEUES IS TTRESREE, RABEE
#, S A MR ETRE, BRH TR . EARE
FEHEA AN RECRR, RRAREET, 7]
AU ER I A Aoy M40, R B AR A IS R4
MEEAS, HiLw AT ESfERMEEES . /A
TEARWE LA RE IR SR, F15E
BREBMAENINEE, SRS TR I INEE
AITHFT . 1998 4 He 55 7 A AdEasy REE, ¥k
PR SR TR 5 B 28 s LR B RS b K AP
BJ5183 #EATHIEA P [RVR B 40 , AT 45 25 41 AR 75 hE
AT LU R AREE R e, Hl ORI/ N BR
HERNTTEE TS E . B, Pacl 8§V J5 A E A IRAR
B AORLEE YL 293 B EAMRE . XFP 4
HAREEAY:, BZURMNMEANREEAY:,
FMBEEASCRAE TRAES, F IR PGk LR
Ak . Rtk A GiERerRESERLED,
DR R R T A 77 X 9 4 200 % 11 T RN RS 2

HRER, RS REZ A CARFHEEA -
R B 2 T A2 A R it i A, o i T4 Fn 2
PRI U 09 15 10 R G5 MR H MY CAR R E
fiX, n7EE &8 CD34* 4if KA 10%~15%) 4 M
ik CAR, CAR MM IRk 5 MR AR B % Yo ais 0
ML TR R EEEN, E£TAXHRE TR
TEARWERYEE mTHEEE iE, LR m
K MOI {8 /9 [ B % 40 g 89 B 1 2, K, MacKenzie %
R LIRS, A FL, KL, IL-1,IL-3 BF
Fab ¥ vE i T4 S | BA B AR 4R B 4 I S T AR R
FBHAMBEEER, NMTKIEERSHRECE B

SEAH A & 9 YEhRic B9 B B a4 i i 4 AR
i5E 45%~79%"3, FLAARFT Uk 5538 i 4 M B 6
04, GM-CSF, G-CSF, TNF- o , S 4 FR ] LR Bg
95 B % oo I T 40 B A B R A g, - RE 4 Hr s i T 4
HEB T RE-14,

IR A AR R d B LA R T LBy, LU
EARSTIERE B X AR R R Y R R, T R
ZRE R ENERSCR, NTTIESLE w55
GST-m RE S Amm T4HREVILAI 1T/, R
GST-r F:[H &5 i T 4G S R LR
TR BB ALK AR TR T SCI KR
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