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Construction and role of mouse PLIM1-113-HSD1-GFP plasmid

Jing Xin', Lei Ye?% Ke Yang', Ya-fei Shen', Fei Deng!
(1. Department of Endocrinology, Luohe Central Hospital, Luohe, Henan 462000, China;
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Luohe, Henan 462000, China)

Abstract: Objective To construct a lentiviral vector of PLIM1-113-HSD1-GFP and establish a stable cell line
of 3T3-L1 with high expression of mouse 118-HSDI gene, and lay the foundation for the research of 113-HSDI
gene. Methods Open reading frame (ORF) fragment of mouse 11B-HSDI gene was amplified from mouse liver
tissues by RT-PCR, then inserted into the PLIM1-NRG1-GFP vector and transformed into competent DH5« strain
of Escherichia coli. The plasmid was extracted and used for sequencing. The successfully -sequenced plasmid
PLIM1-11B -HSD1 -GFP and the packaging plasmid were transfected to 293T cell line to produce recombinant
lentivirus. 3T3-L1 cell line was transfected by recombinant virus and the stable cell line was isolated by selecting
the single clone with GFP, and high expression of 113 -HSD1 was identified by Western blot. Results The
eukaryotic expression vector of PLIM1-113-HSD1-GFP was constructed and confirmed by DNA sequencing. The
lentivirus vector of 118-HSDI named PLIM1-11B -HSD1-GFP was successfully constructed and the virus was
packaged in 293T cells. 3T3-L1 cells were transfected by recombinant virus and the stable cell line was selected by
green fluorescence efficiency, which showed that the lentivirus vector transfection rate was over 90%. A dramatically
elevated protein level of 118-HSDI was expressed in the positive clones of 3T3-L1 cells compared with the control
group. Conclusions Mouse PLIM1-118-HSD1-GFP plasmid has been successfully constructed. The 3T3-L1 cells
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transfected by PLIM1-11B -HSD1-GFP could effectively elevate the expression of 113-HSDI gene, and can be
used in the functional researches of mouse 11B-HSDI gene, especially those related to obesity.
Keywords: 118-HSDI gene; eukaryotic expression vector; 3T3-L1 cell; obesity

113 - &2k @] Pt i 4 (11beta-hydroxysteriod
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PolyATtract_Series9600™ mRNA Isolation System
WA & R Bl (TdT) (30045 Skl (AMV) I Taq
DNA B4 R4 [ 25 [ Promega A ), FERk IR — 2
fig (DEPC) 2 Expand™ Template PCR System Ity H
H A TaKaRa/A w] ,DH5 o itk S PLIM1-NRG1-GFP
=N N RN o S NS o3 i L e e S S S S €
I | Lipofectamine 2000 4 Jifd 7% YL 5] &2 Wy [ 55
Invitrogen /A ], 3T3-L1 Fi{AHE By 4R £k . 293T 41 fiEg
W 9 i A0 AR M) 5T BT, DMEM 15 521K . 10%)16 4
MLIE G F R R 24N ], 3- ST 3k -1- LR I ngy
(MIX) . R & 3R B ZE KA 3 6 [ Sigma A v,
11B -HSD1 f il Hi iAW [ 35 [¥] Research Genetics
oy E, ZHUEYUR 196- BUAR A LW S B -actin
ikl B S BUEWA RA
1.2 FHi&
1.2.1 3l#ikit AR4E GenBank &3¢ 5NM_008288
mMRNA JF5iit 5149, B IR RH A BR A
"G, IEM514): GGGGCTAGCGGATCCGCCACC

ATGGCAGTTATGAAAAATTACC; I [1]5 |4 : GGGG
AATTCCTCGAGCCTAGTTACTTACAAACATGTCC.,
E 5 Y EE YIS N Nhel, S 185 | 9B 07 25
EcRl. ¥4 H ) BR/)N 881 bp.

122 R MFJEE RNA 8 332 F PolyAT-
tract_Series9600™ mRNA Isolation System iz 7] & 42
I BABL/C 8 i i/ ERFIEZH 2145 RNA, $2H 2
LT IR S I H TkOULZE . RNA SE8:, IS4y
JEIEEE T2 B E 260 nm 280 nm I KT OGRS E
(OD)MH , H-HEL RNA 4l i, Hay RNA F-70C
VKFER R

1.2.3 ##F R A4 R P (RT-PCR)Y 3 B &
A B 2w g mRNA JITA PrimeSript™ RT reagent
Kit 3007 % S AR 2 L 42°CHE A 90 min, ikt 4
i cDNA, Z5HRE A RNAase H NI, 37°CIE &
30 min, FEf# RNA, DL _ER/NEE) cDNA AR 338
HE R Bt PCR RN 454 : 94 C T ASPE 5 min,
94°C 30 s,54°C 30 s,72°C #Efifi 1 min,35 4153,
72°C 10 min, 4°C 2 min, FRHU/ N BRI DR 44 Tk e a5
#E ORF,

1.2.4 A M % ik 4 PLIM=11B —HSD1-GFP 4]
% DL bab/NERL 3T3-L1 4 g cDNA S #idi , AH
NB 4448 118 -HSD1 4=+ ORF, Ji] TakaRa DNA
Fragment Purification Kit lifL5 DNA A Bt 4tk
J5 %) PCR F=44T EcoRl F1 Nhel XUY] . X VI E
P 1% B RE R RE A T R KA o ARV REAX 1
YI'F B A Bt . H Ultra-Sep Gel Extraction Kit
(OMEGA) AL YT ™ 4y ¥4 B 2liAb 5 i) B ) 5 B
11 B -HSD1 % 4% % PLIM1-NRG1(Nhel/EcoR1)# {4k
(10l RZE . HEYH B 2wl, 24K 11,2 x Ligase
buffer 51, T4 %30 1 l,ddH,0 1pl; 4% 22°C
1h). HEEWEHACKHFT B DHS a FkE, 752
7 5 Z (Ampicillin, Amp) FL PR 9 LB [#44F b |
AR ISR (37°046 16 ~ 18 h)  FE 1R B FEHACE b
PR 5 A-E R, A3l Amp BiPERY 5 ml LB
SR R i RO bR, I H DL TRCA AR
Ph 118 -HSD1-F/R A5 ¥4F PCR J47 1%Bi R Hk
B I FRL K S R o X AR B S BT A TR R] B 2
ISR BUTOR, DNA, L CMV-F 111 8 -HSD1-R
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FRUE OD fH 1.8 ~ 1.9, VRJEFE 1000 wg/ml LA 1. %%
YL 24 h R AL T X B K Y 293T 41 L4l 6 cm
FEFRIM,2 x 100~ 4 x 10° > / ML, S5 YR RN « i
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SRIGHE G 293T 4l 7 Y4)5 24 h #eil 3 ml, I %
J6 BB RE . UL )E 48 Al 72 h A fu ey
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BRAR T E ALY B, (BUARM B 12 800), FH s
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2% Photoshop K43, 7E Bandscan 43 Hr 44
54 B EEE, R AS B -actin KM IEIFE
T BT . LB A Excel 8045 % FH Excel 4k
AR
1.3 FirFEFH*E

K HH SPSS 14.0 Geit2# A XA 53 v iy i Hls
PEAT /M RIRL B, Tt RN FHEAE + FRifE2E (x £ 5)
FOR KRBT A, P<0.05 J 25 547 GiitF 5 .
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)TVl st K siAL S5 7 %4 2 PLIM1-NRG1-
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R Ak FIEIE

3 IEEER 3T3-L1,PLIM1-3T3-L1 %z PLIM1-11
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1299 2 (Lentivirus ) A2 U S G i B s 25
~1(HIV-1) R 5eml & e ok i R RIA YT kM, 15
A L 3 DR 1140 0 T 2B A A 1 o 2 Ty B A
MR PATEN T, Sl e o A G 1 9
ok, 3 1o YL A A el 2 2, SR H SRR FE T 40
Ji b AR R RS () ek, ead o s 1Y e e
B IRBENS RANLY 10 kb £ 47 IAMIESEN, IR
ZHUIY) cDNA #RBES 1 vi b A NS B2 48044 . 293T 41
JiF 293 4HMIRA: B L A R VR e 4
JiL, ARG S A T R B e B UK, [ e ik H
fRIFE A

A SO 0 T3 AR AR A 12 A GFP
H LR HSD1 (148 5 # 24 f& PLIM1-HSD1-GFP,
[RIEFEES, T 3T3-L1 fov Sl 4 U bkPLIM1-HSD1-
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SE T WAEL AL
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