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[ F 86 IR 4 AR R A F R4 A(MafA ) EARIBH & pEGFP-N2/MafA , pEGFP-C1/MafA , W22 MafA 7£
AL HepG-2 S PI B35 . IBFST Mafa 2N IHREFIVE FIHLRIBEE 30 . 7 &  JRIUBAR 5. RNA, 48 RT-PCR #%48 MafA
HERE, ARSI PIBIA Hind A Sal 1 WEETIN 5, BAZTHMBRBOREEAIRICHEZRIBEE pEGFP-N2,
pEGFP-C1 7, FIEBMRIERTT Y 2 A AT HepG-2 40, Ml Rt BMBEME XKL EHRFEX, Hid RT-PCR
MafA ZEFEFT insulin 1 BEEAFEIA, 4R . @id RT-PCR $RELT MafA ZERIFRINTEEARE, RN ERA R AREEAEDR
B MafA R FE,BEAEIE] insulin THR KL, & R FAL pEGFP-N2/MafA l pEGFP-C1/MafA , 3F BiZhFR A MafA
R {B%A insulin 0 EFRFEIE,
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Construction of eukaryotic expression vectorinsertedby MafA and its

expression in HepG-2 cells
HUANG Dong,et al
(Department of Endocrinology ,the First Affiliated Hospital , Chongging Medical University)

[ Abstract] Objective: To construct eukaryotic expression vectors pEGFP-N2/MafA and pEGFP-C1/MafA , encoding the mouse musculus
v—maf musculoaponeurotic fibrosarcoma oncogene family, protein A (MafA )gene, for the further research of its expression in HepG-2 cells.
Methods: pRNA of the mouse MafA gene was distilled by RT-PCR from the mouse ,and inserted into Hind Il and Sl T restriction sites
by PCR,then cloned into pEGFP-N2 and pEGFP-C1 vectors to obtain plasmids pEGFP-N2/MafA and pEGFP-C1/MafA.Human liver
cancer cells ( HepG-2) were transfected with formed plasmids by means of lipidosome. The MafA-EGFP fused protein was viewed di—
rectly with fluorensce microscope,and expression of MafA and insulin II was detected by RT-PCR. Results: The mouse MafA gene was
amplified through RT-PCR and successfully cloned into transfer vectors.The favorite gene sequence could be expressed and was complete—
ly consistent with that reported in genebank , but the insulin Il gene expression was not detected. Conclusion : The recombinant plasmids
pEGFP-N2/MafA and pEGFP-C1/MafA were successfully constructed. But the insulin I gene was not expressed.
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( Mus musculus v—maf musculoaponeurotic fibrosarco-
ma oncogene family, protein A )& & T 43 & i K i) R
SERRBIHF, BBEBRE B 40 KR 50 F B A
KA B 40 (728 e i R A 40 S ) B 7 Ak R 4 5 GE
W B MM IhAE ERFEEY AP MM ERE D
Bl MafA B[N #9 BRI FURL, BT 5T MafA 75 A&
MHE HepG-2 1 RyRIK, Mt — D05 MafA THEE
e AR DL B8 8 S g 2R,
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PCR 5| %) AW /¥ B 4 B 28 7 & B ,DNA Marker
D2000, DL 15000 & TIANGEN 23 &]7= 5, w1 N Y8 Hind
Il .Sal 1 ,T4 DNA %88, S RNA #BG RNAiso Reagent,
TaKaRa PrimeScript One Step RT-PCR Kit Ver.2 .DNA B4 B
LA Taq B2} TaKaRa 22 877, BORR G & plasmid mini
kit 4 OMEGA A RF=4&, B RIBGAT & Bt B R w49
FARABRH], invitrogen Lipofectamine I B invitrogen 2 ],
HIHH C57 /NRIW A BERER RS O, BERARK
pEGFP-N2,pEGFP-C1 R+ BG . TR BT E
RERL R E RGBT 52 B, 40 MR B % B4R 7E , I3 , 1640
FEFRW, AR AR R AN REA G H AT
12 T BehFf ¥R
121 $EIE RNA  FrAUCSk (EP %45t DEPC 43, BY
J1 R i 42 200°CEIR T4 4 h, Ki% RNAase. BUNR
TERBEIR A Y 100 mg AR A A% 30 min, BUHEA
RS ek, THE B A 5 , A RNAiso Reagent #2
BUR 1 ml, %1 BB BUHE VR B RNA,
122 RT-PCR #R#E GENEBANK % /) B MafA 85
%1, F Premier 5 #8593 HE N3 PCR 514, 43 BI7E
WSl A Hind MM Sal T AYIEGYINE R . LG S
-TTGTCGACATGGCCGCGGAGCTGGC-3" FIA Sal 1 BEYILE
. F#ESY 5 -CCAAGCTTTCACAGAAAGAAGTCGG-3’
5IA Hind MBEEII A, E—3KBUME RNA A 1 ng M
0.2 ng 54 A DEPC £h 38334 02 ml EP H i, R
TaKaRa PrimeScript One Step RT~PCR Kit Ver.2 Ui H AR Z
BERIATRP o RIS :959C,5 min;95°C,305;58°C,45 s;
72°C,3 min; 35 PMEF,
123 ¥ 4i{b A PCR 7= ¥ A % & pEGFP-N2,
pEGFP-C1 439 Hind W Sal 1 3XESYD, BEUIF=H4ite)s
TE TADNA BB T, 15CR &R, /L3 E.coliDH5a
L, RS ERAEE N LB Bk FE 370 ks
o WH POk, S FIRYUAEEN LB SRR
37 CHRIEA AL, RREH TR, F PCR Hind ILH1 Sal 1
WEEVIS E, ¥ L ERMRARNT, 23 aaN
pEGFP-N2/MafA ,pEGFP-C1/MafA,
124 FEAFB D %G NS BepG-2 I AR
HepG-2 #HMIA & 10%/NME TSR 1640 FFRMIESR. B
HIEAY 6 FUMR, I P E B SRR 5y 4 41, 5 RE
48 ik pEGFP-N2/MafA #H, 4 [Fik pEGFP-C1/MafA 4,
25 g4 pEGFP-N2 40 .= # Kk pEGFP-C1 4, 54 3 fl.. 7¥4
ik 80% ,ATCHi A B UL IE B SR B VR 40ME 2~3 IR B
HEEZEFRE S welfl, 5 10 p /L, Lipofectamine 4131 B G o
BERERBTRS, ZEBE 30 min, AT, 5
3% 6 h [EHE 10% MAEHIIESRBAREEIE IR, 24 h RIS,

125 MFOURMEMNETERE HYWLEEBMBEW
REOTERAE AL, Y10 MIERE S AN
£ BRI IZCOL BT 114 2 400 M L 3 A 50 A A K i ) B A e e
1.2.6  RT-PCR ¥l MafA HEBA insulin I 3 K 78 AT 5 40
ffl HePG-2 41+ mRNA MRk $4Y5 48 h, U EH AR
KL pEGFP-N2/MafA 20, E41 4T pEGFP-C1/MafA 4 23 84K
pEGFP-N2 #f ZS#i{k pEGFP-C1 44% | FL4HMI, #4258 RNAiso
Reagent 158 FRIAAMLE RNA, 88 Premier 5 348114
I MafA BEERFIAME |19, F#519: 5°-CTGCTCCTCGGTGC-
CCTCTT-3", T i :5 ~CGTGGTGGTGATGGTGGTGAT-3" , ¥
W insulin [ LR AR 1375147 : 5 -TGCTCTTCCTCTGGGA
GTC-3", F#¥: 5’ -CAGTGCCAAGGTCTGAAGG- 3’ , % /18
TaKaRa PrimeScript One Step RT-PCR Kit Ver.2 $JiH] 1K R
BRE 1 g FRIF MR RNA (0.1 wg 3140 0.1 pgp —acting
WE5 Y%A DEPC 4B EP F TR B . RN
4 :95°C FAEME 5 min;95°C A8 305;55%C 1B K 45 5;72°C FE
18 1 min; 28 MBER, Ff5 T2°CIEM 5 min, SRS HH1TE G bEEE
JECHLK AT R

2 & R

RIS RNA 4 2% e s vk . T 1,
A BRI PCR %58 1935 B 5% 152 rit 7k 1B
BRERRKNSHHER -, LA 2,

A TR AT ) 45, B Y1 1%35 8
WEEER Uk B, FA B Z Hind T Sal 1T XU
UL, BEWE R/ EMEFEE® ., WA 3,

¥R A% IEH R A RN T, WAEF S
GENEBANK % & /N MafA B 751 — 30, B T

YL ) N TR 40 A HepG—2 4R, 554 )5 48 h,
ETZOLEMET T MEMEEARE, EHRKE
pEGFP-N2/MafA 40, 4k pEGFP-C1/MafA £
FEMM, WHE 4, 258K pEGFP-N2 4 = # 4k
pEGFP-C1 ZHE R FEAMM, WK 5. # Gt 24h O F
BREFNEANERS, BREREREN 40%, K
BRI 48 h LI A,

Y55 48 h 5 , f# FH RT-PCR K ill MafA 3%
K 76 A FT 7 40 HepG—2 40+ mRNA #33K3X,2%
TR bR K I . H AR KD SRS R —3
(WE 6),

ML S 48 h 5 , A RT-PCR K illinsulin 11
HHTE HepG-2 4 H mRNA KR IK , 2%3 I b 5
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HTATHAREES T WES R, XN, E—5F
FUT RSB E UL R 15 . MafA
R R R E F, A2 MafA B E LT
8q24.3, E A H R B HIMIFF 51 . MafA X T AR
KA B4 A (7= A R 5 R B AR ) 4 o 4k B 4
IEHE B AMIIEE R TR, MafA 2FH MK /R
BEAE R K R R U IR Y, AR BRP, S %
ik MafA W] LUBNSRIE B F 8 sh FoiE o, X MMEH
B LA EF ik PDX-1 5% NeuroD SR B EEZ,

pEGFP-N2,pEGFP-C1 84k B A 5 & Je A% 41
M4, H LD EGFP R MR B RIK A
R 7 8 B RRE N i Al M AT # RS
we) B 2 B AR P0E PR S AR R B MafA TEREE S
37 CMV AN B A5 5 SV40 poly 814 EGFP X n
KuaE ¢ K, I H5HBME, D {R¥ MafA 715
FHMARAEBRBERE DR ER T INEER L
O REMA AT E IS Y A AR A Y
2R

H T T MafA & 35 % AT 40 8 e 5 & 5 3
F. BB REREANPERTFERM LK MafA 5
SRS BRRE S FILE, AR LL GFP 1
R ERE M E T pEGFP-N2/MafA il pEGFP-
Cl/MafA B4 BT R0 3K, I 7K 51 5% Y A AT 958 40 g
HepG-2 41, £55R 8w , IR T MafA FJmRNA,
W cDNA , FLEE B BT , $53¢ HepG-2 40 M
J& ] K 2] MafA 9 mRNA 235, WERAR B ERAT
PLFE HepG-2 H A LK MafA FE A, %0 B8
TR B MafA-EGFP Rl & 2 H R I SR,
ALEIhREEMAEE, TRERIESL, ALK
B Th A3 T B A% E 4 K 3K Bk pEGFP-N2/MafA
pEGFP-C1/MafA . % JBUKL B4 2 AT A BF 5% MafA 7£
Xt FRRARAE KA B 4 (P AR RS R 410 ) 89 43
R AEFFIEE W B AIMIThBE P OFERT . LB SE
MafA 5 H Al 3% 5% B 7+ B 2 (7] 69 i 7] 4 A 4R 1 58
W Rt . HRE N MR R I MafA B E g B
pEGFP-N2 Fl pEGFP-C1 # {A& f#iH .

BARARhERHMEER, HE2RE /RN Z

insulin I EFMWRE, TRRESHTENER, ST
—A~ MafA \PDX-1 il Beta2 thal{E L B, BE
BRENTE L MEEFWESMRATRERN NG
R W F UMM S A P& M4 R . ChIP
M€ MING B 40 &7~ PDX-1,MafA  E47 , 1 B2 1
BESHE/NRBESE 2 B3I XY 10~15 min™, 7]
DHENRESRERNERFTE-CEHENERAT
FE RETEEZMERE TR, MALRE
ZH FTRITE HepG—2 40 M A9 #8 1 BCK /0 | BRI 1) MafA
HEWRE R, T RER AR R BRI E, 55,
A B KB MafA RSB A, MEEARS
BEFEE A EMFIMIER BRHEN . 5 ERak5
SEEH LG, L AnsE N i G py g [A) , #E AT G418 R i
B MO IROR B, ABE I MafA A% DLEL, 3R 55 MafA
EOMRRE,; WESMHEREFHEERERE,
ZINCIEE3 O
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