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Abstract

AIM: To construct the recombinant adeno-
associated virus vector expressing gastric cancer
related gene GCRG213 short interference RNA
(rAAV-GCRG213-5siRNA) and use it for the
preparation of high-titer virus.

METHODS: IMGS800-GCRG213-siRNA plasmid,
which was constructed with GCRG213 siRNA,
was digested with BamH I and Bg/1l. A 410-bp
fragment, which contained U6 promoter and
GCRG213 siRNA, was obtained and inserted
into the adeno-associated virus vector plasmid
PSNAV2.0 that was digested with BamH 1. The
positive vectors were analyzed through enzyme
digestion and DNA sequencing. The recombi-
nant plasmid was transfected into BHK cells
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using LipofecLamine2000. The G418-resistant
cells were obtained and infected with HSVI-
rc/AUL2, which had the function of packaging
rAAV. After purification, the target vector and
virus were collected.

RESULTS: The target vector, rAAV-GCRG213-
siRNA, was successfully constructed, and the
rAAV with a titer of 5 x 10" vg/L (vg: vector
genome) was obtained.

CONCLUSION: Recombitant rAAV vector may
be used for further investigation of GCRG213
function in vivo and gene therapy.
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B A L N GCR G213 Fo Al 5246 % 07 % 1 1K)
SR R I 2H SR 55 4 8 i Rk T AE I
A SURRIE NN, YD (R Rk
RORD, HER RN HRNA B g N
P A il RMEKNAS 40 )5, e 2 AMHIGCRG213
mRNAFN R 20K, (] I ek 55 40 i 1 A K T
B YE. R T P GCRG213 R N T fig
S At AR 5 3 DR (0 5 i, ) P Ay ) o 1) 3
D967 4G Se 06 FE R BES A H, JRATT BT
# T GCRG213%EFPERN AL F B IR AH 5 B¢
(AAV)EAA, I £ T i P2 IR AH DG B

1 #RRA

1.1 #H#

L1.1 E#k. Fiadfess ik BOZA KA RDH-
Salt) A b s RAREHE 24 7]; IMG800-GCRG213i-2
JFORE N AR S0 & K IR AT, R FRATTIRE T
GCRG213%5 5 PERN A Bedfi A\IM G-800% 14
1M . DMEM; 753 h Gibco A 7] 7= b, b i
T [ AL AR TR W] Tl R A AV A
pSNAV2.0JJi k. o il BHK-2140 0. H
A AAV SRR T RE 1) T 24118 Al 20 75
HSVI-re/ A UL2E) fhAb 50A S E BHAE DS A7 B 2 7]
Fet.

1.1.2 T A8 A E XA RH WY
(BamH 1, Bg/1l). T4 DNA Ligase. Marker-
DL15000. Marker-DL200035) 4 TaKaRa2y i) 7=
at, BB DN A ISR & L s 2l B TOkE
ANEFRBGAA G B A SORARFHL A .

1.2 7%

1.2.1 B 8K B AeBibyis b6 e 8 W4 AT Bk
TR S 25 L, 18 AR S 06 =5 50 UE 1R T4 R0%
FA B G CRG213-RN A -2 1 B AE A0t

%, WBZAFRF4) 4 P1 STCGACGCACTC
CTCACCAAATGTAGAGTACTGTACATTTGG
TGAGGAGTGCTTTTT3!, P2 55CTAGAAAAA
GCACTCCTCACCAAATGTACAGTACTCTAC
ATTTGGTGAGGAGTGCG3', i i A
TREAF S K. FpSNAV2.0FRAE A #4A, H
FHTpSNAV2.0R A U6 81, PR R 44
AT IIMG800-GCRG213i-2 itk FHGCRG213-
RNAi-2 v B RIU6H ) ¥ —HYI N, #iA
pSNAV2.0JFkiF1. IMG800-GCRG213i-2) ki £e
SIHTAF 5106 K shRN A 5E $E 45 4 7 1-8-386 /47 ',
e BV E B —ABamH 1 A5, {64
U413 E BT — AN Bl T AT, 3K PR
fiff 2 [F) R T, pSNAV2.0JFR £ 43 W15 a2 7
BEA i BT —ANBel AL s, 152 oA s b
2T B AT —ANBamH 1 A7 5. L, 743
B IMG800-GCRG213i-2)F ki 4 BamH | +Bgl
XA Y) . pSNAV2.0 TR £ BamH 1 HLf], [H]
W H R B a AT R PR TORL I D) A7 85
K1

1.2.2 IMG800-GCRG213i-2Jf #5.69 ¥ 3& e Bl b1
HUARAF (92 IMG800-G CR G213i-2 3R ) 1
20 pL¥EFI NS mL LBR:FRE, 37 CH%H 7718
h, B3 mL BRI TR /N AR B e ] T i L
Jokr, YEBUTORL R FlBamH 1 +Bel 11 HEAT XU,
[Mfc410 bp /A F B

1.2.3 pSNAV2.0/ kB by % 17 14 J5 1505
pSNAV2.0 ki H9 4 HUE HBamH 1 HEgY), 1]
7.1 kbZE A B

1.2.4 B8/ B A B AkEE B LR BF RSO
B H I A BEAMZEAAS ¢ 1R IE LR BITR & )5,
IIANT4 DNAZE R, 16°CKIERS K. EH
FEAGDH-50, AT A E R % 22(100 mg/
L)FILBER A, T-37°CEFRR. R HBRE .
SLRERE IR, FEHMUTRIDNA G AT HE— 0 4.

1.2.5 T saeh g FflBamH 1 +Bgl 11 X
Pt D7) S5 4 JC AR L 3 AT 0 3 RN 7 ) S e,
pSNAV2.0 kL RIEN H 1 A Besli A H
(1) BUR TG mAH B, )45 31240 bp/Zeids Fr B,
WIpSNAV2.0JRL 3% N H ¥ Fv B H 7 1) 15,
W45 21650 bp iy b B, =4 I iUk AL H
PSNAV2.0-CM V- /55 910 4 5, Wy 45 1
L bR 5 FHBLAS T/t booxd. 84050k iy 44
JpSNAV2.0-U6-shRNA.

1.2.6 Jm#494) % $4LipofecLamine™ 2000, &
Ui AL T, AR A K p SN AV2.0-U6-
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b 12712 Hind 1 (404)
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3463 bp
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B
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Sph 1 (4751) PS7'\111A5\£2-0 ¥\ ‘Fcor 1 (1175)
Sph 1(4679) P n 1 (1185)
Neo 1 (4584) a1 (1189)
Hind 11 (4475) 1 (1294)

Cla 1 (4154)

Pst 1(3942) ide 1 (1622)
Sph 1 (3590) e 1 (1855)
Neo T (3555) inc 11 (1874)

Pst 1 (3019)
Sma 1 (3152)

1 IERIEVESLIAIBEIE. A: IMGS00—GCRG213i-2

shRNA¥ QL4 b f]UFBHK-2140 0, #4424 h
JEINA G418 LK 800 pg/LikFE1: 7%, Higi A
ZE 40 M K39 )5 111 0.25 /LA B 85 A B AL AE AR,
PG R R % 7%, 4l MK s, P Al s 25
HSVl-re/ A UL2J&GE, fr4i 58 2L, 226 41
Ja, 73BN AR 2T s s alidb i v, 2l
J5£ W52 K HISDS-PAGE 71, 1 5% Il 52 K Hireal-
time PCR 7 ABEAT I 2.

2 BR

2.1 IMG800-GCRG213i-2/% %8 by 45 %
IMG800-GCRG213i-2JFi ki Z:BamH 1 +Bgl 11 %L
EE VIR D)5, £33 T0Y 3 kbAE A4 FI410 bp /ity
PR, SR 4 AL 5 TIOWAH T (K12).

2.2 pSNAV2.0 R kB 45 R pSNAV2.0 5k ]
BamH 1 MV) )5, 9517.1 kb A4 F B, [BIGE
B
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= 15000 bp
10000 bp

7500 bp

_ 5000 bp
12500 b
2000 bp st - P
1000 bp e s 1000 bp
750 bp ' i R
500 bp SN g
250 bp. o B
100bp =
M1 1 2 M2

2 IMG800-GCRG213i-2RAIBEIEBXRE. M1:
DL2000; M2: DL15000; 1: BamH 1 +B¢/ T AHEEHIMGS800—
GCRG213i-2JFtk7; 2: IMG800—GCRG213i—2/F k.

3 pSNAV2.0-U6-shRNA
FRRIEBEIERIRE. M1: DL2000;
M2: DL15000; 1: BamH 1 +Bgl
I WG pSNAV2.0-U6—
shRINAJFhT.

23 B ARG BIKGEEARFEHE HIN
Jv Bedl N AR IS T8 O ) BURp SN AV2.0-U6-
ShRNA, Z ki ZBamH 1 +Bgl 11 X )5 15 21
6.9 kb AT 1650 bp AiAT 5 4. 5206 45 i
ST RE(E3). 1 FHpSNAV2.0-CM V-l J 35|
W), XFpSNAV2.0-U6-shRNA TRl 7 ), H5-F
FT 345 51 5 J5 7 FIBLASTH N, 551100%YI4,
F TR H IE . pSNAV2.0-U6-shRN A% 4t
BHK-2140 1), ZG418FE 110 d 4 40 g K3,
FHAH B9 fEHS VI-re/ A UL2JE Y40 i J548 h4i i
SEAIRAR, VRN 3K, 12 ZAE, RN
JoiRE, B REfT 4 NrAAV-U6-shRNA, 43 & 4lifth
S 0 S 95 B A S X 10" v /L(v.g. A A S A
21 % Hvector genome).

3 171E

FATBEAE BT TR ] G GCRG213 1E [n) b
(FTMK NS 4H i 7 R B A4 PN Jsee P 388 o, v 4 %
GCRG213 5 [f1] 5 [ MK N4 S 20 ifg J s JesiRNA
(FIMK N4S 4H it 7 R A4 N Jdg PE RIS, Bkt vy
DAHEKTGCRG213 7] e — Pl A IR e
T RARR I R 700 pl T R A 0 2 56 3 B A4
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SEHy, kT I GCRG2 3R P %k K
SRR A iR 5 e, BRAT T R A OG0 B
WARHEAT T GCRG213%F 5 PERN A F Betu .

B AEM BRI R, AAVEAREC Y H 1T
B T HWI TR o, 8T ANRIERG T &
W RR AT, AAVEAARZ H A — %A 51
N AT 93 B S R R A A Ak Py s
— PR ELAR IR L BRI YT R R AU, AAV AW
AR A (DA 224 AAVAEUR, SHLA TG
I NP (2)AAVH] LLE A B 45195
etk B WERE G T BHLIE A 3L R R
P e G, SR AU DR ) R TR R AR T A [
SE Y R IREE, R ME— — Bl LA s R S 7
XA TEN19T Ytk LB 3 (3)AAV
A LUK G > 28R 2440 ™, (4)AAVE TG
)7, AT DU I ST R AT R (5)
57 1 SRS DR n] K A AR R IR R,
AAVAH R NRIE RIGT7 RO R Ih e 7 B
PRAR R AR T

RNATHL(RNA interference, RNAi) & 5
L ) [R5 SUBER N A JIT 75 5 10 R S e 1
GNP E, b B m skt R ki
e BEERNAIZ I TORN, RNAIC A
HE DR 9A 7 R TR T BEAIF 2 S0 1 A L g R
(R Y AN A ) siIRNATE B 47 dLL o B
10740 M 3 44 7 23 MmRN A5 A i 5210, 4%
11 FH shRIN A AL G 1 41 ke 2 13 (31 AR E 1)
mRNAEIVEA. AT Eeft 7 L Jetb 2 & pl
(FsIRNABE 2R 5E A 801 5 ik, an SR Re FH e #5102
B H O FE R S IshRN AREAT 8 A IR YL I A
BUARIE, JEHEREIE AT I —FPAR Y 7.
TRNAI R IE T EA R U6 3 81
2] i — i 2 I CMV R B 7, PR BT P 4
A A Z I LURAH DGR 55 4 A A F RN ALCHR
W, ATRIEIMG-800F kL& 5 U6 5 155
2, U AL G 1) ORI H R SE R R U6 )3
B —BUIF, SN DS B, A
T &% GCRG213FFFRNA T A B B A 5

BEEIE, JROEEH T R REEAAY, N iE— P
GCRG213WMAR PN DI REFT T T Hefilh. #48 b 1) 2%
P A B 22 1) 5 DR FRORH S R 1) T e AT T4
PR T H.
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