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[ Abstract |

sion of STAT3, and conduct lentivirus packing and identification. Methods

Objective To construct recombinant lentivirus with the gene STAT3 of the Mus musculus, measure the expres-
The mRNA of mouse myoblast was extracted and
transformed into STAT3 ¢cDNA by the special primer. then, STAT3 ¢cDNA was amplified and reclaimed and inseted into pLVX -
IRES-ZsGreenl vector. Cleavage map and sequencing analysis were used for identification of the recombinant lentivirus vector
(pLVX -IRES-ZsGreenl-STAT3). 293 T cells were transfected with main vector pLVX -IRES-ZsGreenl-STATS3. and 48 h later,
Western blott detected the expression of STAT3 protein. Lentiviral vectors were packaged and the titer was determined. Results
The lentiviral vector plasmid pLVX -IRES-ZsGreenl-STAT3 was identified correctly by cleavage map and Co-transfection of 293 T
cells with 48 h,the expression of STAT3 was significantly enhanced by western blot. And DNA sequencing analysis confirmed that
STATS3 gene sequencing was exactly the same with that reported by genbank. Conclusion Lentiviral vector carrying STAT3 was
successfnlly constructed and could express STAT3 with high efficiency,and can be used in further study.

[Key words] signal transducers and activators of transcription 3;lentivirus vector
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1.2.1 pLVX-IRES ZsGreenl-STATS #9755 52/ B
EEHILQIHH@ Hh4R M RNA, 4% 3 8, cDNA, Stat3 F#F514.5'-
C GAG ATG GCT CAG TGG AAC CAG C

E TR S A R AR BT TE R AF 2 AR T BN HERTZOIRA CCG C

JH B B 2 Wt 52 /4 98 AL AR AR oG 1 . Zﬁﬁﬁfﬂ?ﬁﬁ?d\ B
STATS = 4 18 95 7 2K WL EE 28 1 RAB 10, HEAT 18 905 75 £
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1 #Rl5FE

1.1 {5 TRIzol(ambion); DNA #E i [B] i ik ) & (R B 2k
#); M-MLV Reverse Transcriptase ( Invitrogen); T4 DNA
Ligase(Invitrogen) , 2 X PFU PCR MasterMix ( Tiangen) ; Xho
I .Bam H T FR#il44 N VB (New England Biolabs) ; pLVX-
IRES-ZsGreenl ZHAA [ %% 75 0 3 & K I & 4% (Clontech) ; 5| ¥
#1 i Invitrogen 23 ®] & . DMEM 5 3% 3 (Gibeo) ; FBS(Gib-
co, P HL B ) 5 0. 25 % i fiff (1x, Gibco) ; DNA Transfection
reagent(5 44X 7 , Roche) ; Opti-MEM 3% 3% % (Gibco) , anti-
STAT3 Hi4& (Abcam) ; anti-GAPDH #${{& (CST) . anti-Rabbit
ZHi(CST) ;Super ECL #37 & (KeyGEN) ,

1.2 Hi:

*  EEWB.FHPRHAE E AR FEEA Y B H (2012]JA10002) s 5 P T4 5 3L 4 % B 5 H (20122296)
BEiLE#E , E-mail: cymnk@163. com,
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T-3", Fiif
54 :5’*CGC GGA TCC TCA CAT GGG GGA GGT AGC A-
3",PCR % 4 :94 °C 3 min;94 “C 30 5,65 ‘C 30 5,72 C 2
min X 30 ME¥FH ;72 °C 5 min, H KV B g DNA K B, Xho
T # Bam H T MGV A pLVX -IRES-ZsGreenl #& F Bt iE
o BERTYREMERZ SR E DHSo 3 37 CHiFE 16
h, BBV T PCR SE0E . JF 97 18 T /0N & DR Bl 42 5k
DNA F U] %5 | H Uk, IR 20 #r .

1.2.2  F#E YT 24 2 /K pLVX-IRES-ZsGreenl-STAT3 J5 293
T 4iffs STAT3 FHMRE  WE 2 BN IR Y 48 h 5L
AN R WA B, b e B R B2 T M TR I BE I b Tk
(SDS-PAGE)# T H VK. Fl GAPDH {EN 2, Uik B S IR BT
WU 45, ECL b2 K R . STAT3 & E%L?ﬁfﬁﬂ‘]ﬁ

B RIBWE =STAT3 &4 K JE/GAPDH 47 JK
1.2.3 BREHRAEMaE i 293 Téﬂiﬂﬁ&éﬁﬂi‘%ﬁ‘
293 T 40, 454~ T 75 4085 36 40 9 < 10° ~10 X 10° 4~ 41 i ,

EE B ML (1981 —),
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WO WLEE 40 % L 3k 80% ~90% HP AT ] pLVX-IRES-Zs-
Greenl-STAT3 EH S KM R ILFE Y 293 T 41,
6 T A Y 3 Bb BRI K 4> psPAX2, pMD2G Fil Plvx-
IRES-ZsGreenl 20 pg B WISy 12 1+ 2, ¥Y: 24 h f 48 h
JEW R RE BIELL 0,45 pm JEAR IR, T 40 mL W B0
W4 °C .72 000X g B§.0» 120 min; 500 pL PBS &5k 3 UL IE »
BT 4 CCUKFRORAT . [6) BB 25 Bk L 5% 293 T 40 g, I il R
i

12,4 GHEENE BRI ET 1 d, B RORAE R4 19 293
T 204l 96 FLAR » B A FL A B RFL 100 pL 25 5X10° A~4f
Mis 25 2 R UHER AP CTA EP & BURE U & 96 7 IR 10 pL
IMAENSE 1A REIRA . & 104 FBS [y 1640 5 3%
FEAT LU B 1R V5 3 O A 0 4B AL L B AL A 10 pL F R
IR BRI A 37 °C 5% CO, ¥FRMhH537:36~48 h )5,
BALIMA 100 pL 8 55 320, /N OB AR A ZWGE A 3 d
Jo s MLER 293 T 4 5¢ 6 2R K A5 B0 » I 1+ 5w 2¢O 1 4 i 5 A4
3 (9 B5C1E B LA B 35 25 BV R] T 58 e e B RO AR . e T
THEE (BT=TU/ml) 5 4 TU/ pL= B 41 EOCV X R
BAEHG Vo= &AL A K = R OB AR B (pL), TU/mL =
TU/pL X1 000,

1.3 Siil2ab® (i FH SPSS10. 0 48 430 7 4 35 17 $ 40 4%
Br, AL IR] LU 30 0 ¢ K 06, 4 1R) 22 8 LG 35 o ) SNK-q £ 56,
PLP<<0.05 AERAHIF¥EX.
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2.1 STAT3 P % E M GenBank i STAT3 %[ 4
fih [X (CDS) BE A8 L 51 4, PCR §7 38 7= 28 104 B N 4 88 1 v
WA E R, WL 2 370 bp MRS AW, SHISME K. W
K1,

M ARICH 3 1~3: 47 .
A 1 STAT3 PCR E5H1 £ E B

2.2 FURL)E 2B ORI Y 4w S5 R B, B Y B
AJT I IE#  JE U )3 31 55 GenBank #t STAT3 3L ¥ 41 b4 6
S, WAMFLER LA 2,

2.3 Western blot # %% 48 h J5 293 T e rf STATS3 iy
Rk HP A8 h G, G Y KR A FUR AT 293 T 4 i AR
b . pLVX-IRES-ZsGreenl-STAT3 5 21 i ki % Y2 1y 293 T 41
Jifl, STATS {1y S8 K R, WK 3,

2.4 GBI AR 4 3 kL[ e 293 T 400 i I 22
K B U B D A eSS 48 h, U S AUBE WL T LK o 4t £, 5%
JCE ), R YY), SRR E N 8.4 X 107
TU/mL,
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B 3 Western blot & il
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IEH AU ML STAT3 #2358 L 434k U8 125 A # o e P ke
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Jifrgd 20 2 LA B A 2R b R L WL 3] STATS 4y FHF & k™).
TR T 58 20 o 6ok B B 0 L - 375 A S IR 40 Y 938 i 3200 T
Wk RNA T4 40 M i) STAT3 33k . GE W 3% 58 B 5 4R 20 g
PG RE s M. BOE TR N R R B Z B B B R T e [
STATS3 PR 22840 6™, 17 Hp 40 25 35 0 5 3% [ Ak 52
IL-10 #1& STATS {5 5 38 B 30 1 A 52 Bk 40 By i o 8 e Ty
fE™ . Bk, STATS nl fE [ A 2 0k 41 i A 43 1k 25 B0 A 56000,

T8GR AR K STATS JE R CH B3P Fl GFP %1
(B B FD 38 2 IRESCZ WS TR 38 3E A7 CT #6588 3807 T1)
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