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Abstract; Objective  To construct the eukaryotic expression vector of mouse DUSP9 gene and to express DUSP9 protein in
mouse Hepal-6 hepatocytes. Methods The cDNA fragment of mouse DUSP9 containing two restriction sites(ECORI, Agel) was
obtained from mouse fat tissue by using reversal transcript-polymerase chain reaction(RT-PCR). Then, it cloned into the pEGFP-
N1 vector by ECORI/ Agel double digestion and ligation. The recombinant plasmid was identified by enzyme digest and DNA se-
quence analysis. The recombinant plasmids were transfected into Hepal-6 hepatocytes by lipofectamine 2000. The expression of
DUSP9 mRNA and protein was measured by real-time quantitaive PCR(SYBR Green | ) and Western blot, respectively. Results
Both restriction analysis and sequencing proved that the recombinant plasmid pEGFP-DUSP9 was constructed correctly. The plas-
mids pEGFP-DUSPY9 were successfully transfected and significantly expressed in Hepal-6 hepatocytes, the levels of mRNA and
The eukaryotic expression plasmid pEGFP-DUSP9 has been successfully con-

protein were obviously up-regulated. Conclusion

structed,and DUSP9 protein is expressed in Hepal-6 hepatocytes. It will help further studies on the physiological function of

DUSP9 gene and its effect on glucose,lipid metabolism and development of insulin resistance.
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1.2.1 HWERFRBOY S DR C57 NRFA 4 A
RNA SRR - BE 47 300 5% 5% 52 B S & #F D : 37 'C 15 min,
85 C 5 s, 474 3 1Y cDNA W b ] F PCR ¥ 3. #R 4
pubmed-GenBank #* NM_029352 DUSP9 mRNA 31, § 14 /)
Bl DUSP9 %t Bl 4s 4% 15 [X. cDNA A B, jiF H1 51 9 B | i . 5'-
CCG GAA TTC TAT GGA GAG TCT GAG TCG G-3' (%
ECORI {1 505 F il :5'-CGG GTA CCG GTA GTG TGG
GGT CCA GCT CAA AG-3'(F Agel B &) .PCR 4 1% [z
WS 98 CHiAE#E 4 min; 98 CAFPE 12 5,64 CiB 'k 17 s,
72 CHEAR 1 min, 3k 35 DEFH; 72 CHKIE 6 min, IF 4 {k
PCR 729y,
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fif ] pEGFP-N1 2k f& K H ) 5 BB v B g [l i, T4 DNA lig-
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pEGFP-DUSPY [ 40 ifY , transfection group, TG ) , & 4H &% V-
TR EFL G ER IR 2 K. IR AR A 1+ 2.5
5 Opti-MEM R & ¥E 17 55 gy, 5 Y J7 ¥ #% Lipofectamine™
2000 BLHI P,
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B Bractin - #%514:5'-GCT GTC CCT GTA TGC CTC T-3',
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4 700.1 359 bp 7 B, 43 AR Bkl pEGFP-N1 R4 A H 19
Jr Bt DUSPY, 5 B 25 2 58 4 — 3, ul W] DUSP9 AL B T IF
sufEF] pEGFP-N1 ik gk, MTF LR GEHRE DERY
H i 25 B ¥ %1 (NM_029352)CDS [X 58 4 — 3,
2.2 pEGFP-DUSPY % ULy Bt 5 & 9256 Wi T v WL &

ZH TR EE Y Hepal-6 4 il & 49658, WA 2,
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2.3 DUSP9 3 %A EF RT-QPCR, Western blot # ] £
FBR TG 41 IF 40 g # . DUSPImRNA F ik 0] & i, 2

NC 4] 61. 82 £ (ACt f:11. 18 £0. 35 vs 17. 134+0. 22, P<<
0.01), HiB H /K Pt B /5 %35 . NC.BC 417 DUSP9 # |1 % 3%
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ZH f s DUSPY W R &
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BRI ™ A SR A A PRI R R AL IR B 25 21 . I AR Bl
A A X TR IR ABIESY - A8 A L 27 10 28 0 o PR 2 13d L 1A I
o7 944 2 T AH 4K 4 1 LA R TR B 98 A R OG5 55 B
B F AR TR AR AL

MAPK J v # 16 A6 3 1 i B (stress-activated protein ki-
nases, SAPK, ) 7E IR & JE i # fp il 2 0 B34 FIS) . —H iy 1R
Rz — 0B R T Ry TR R Z IS 1 (insulin
receptor substrate-1,IRS-1), ¥ fig fii TRS-1 22 & Bz 4% Kt 0 R
PRI AR TRS-1 B S BR W R ALK 7, e T B T8 S R
BEESRETHCHFMHEAERY SR IR ML L, Hil
M2 MAPK K SAPK AT & — A Al 0 i1 b F B I8 3 £ )i
G AT REBH I TR A9 Kk e

DUSPY {2y ] ¥ i Jj 0 #% o MAPK 3 ¥ i SUE & —
P 0 TR il 2 TR L % Tl A A R A 9 T AR B Cextracellu-
larregulatedproteinkinases, ERK) X p38MAPK i £, {H X
SAPK 15 JI i JC R 18 » e B AIF 58 & SAE 0V B i g 33 B 4 i
T DUSPY {3235 5 500 B9 15 A BAT RIS . 07 IR
A R, A BN TE 3T3-F442A JI§ I 240
JiE v i Fe 3k DUSPY AT 5 (4] 5 & 22155 19 g 52 T 8 B i BRI
ol PR S R ES L wTRERE T IR MR AR . SR e T
FER B AE 3T3-L1 4 g o i 3235 DUSPY, Ml ERK K JNK/
SAPK Fy W B2 1k DL K fE B /N B B4l T p38MAPK B iz
R, WA EAE A IRS-1 22 2 L 0 B 1L 9 & 1k, IRS-1 i
RIRBERRALI (5 5 MRS LUK A TR BT 188 &5 3% 119 80Uk
P I B AE 3 5 R SR BE IR F-a( TNF-o) M A BRS E 55 .

BeAh A W5 R BT/ B R 5 AT A I 3 DUSPY fry 5%
% MEHE/N B N DUSPY 78 JBE 5 3R B0 4 208 55 B 3R
ik 5 3T3-FA42 A i g s 4i i o DUSPY B AR 3K 3k . 78 5 7 B i
Wk AT, BB DUSPY 0] B8 2 5 7 1 B 24 i 07 40 il &
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SV40 #1 PCMV. W] L [ 9 3 P 75 38 58 ) 20 0 b 2552 3055
G54 b iz TR LA AR B A0 A2 4 RE L AT DL A B A AR
SR IF B B 40 Y SO 3t  A F) T 2D 3R AR E ) i TR R
FRIBWRRZ — s BA B &R P (neo) B[/ A LR T G418
R B 1 L RS e e T AR AR A SR A D . AR L SR T Kanr
LB 16 P15 57 3 0 06 & Kanr #4065 19 JBORL . 9 28 XU D) 40
e TR IR B L R G 4 DNA W 43 B i BT 5 AR H Y &%
R B IE i 1

ARS8 R VA 4 FORL pEGFP-DUSPY, 3£ 7 Hepal-6
JH 40 i v e AR ik DUSPY R A B0 IR R4 M4 TA4Y
SRS IR o T2DM B 36 97 32 480 1 S %
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