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ABSTRACT Objective: To clone the luciferase reporter gene and construct promoter region from human G0S2 gene. Methods: A
region containing human G0S2 gene promoter was obtained by PCR amplification from 293 A cells, and the segment was cloned into the
pGL3-Basic vector and transformed into E.Coli, which was verified by endonuclease, PCR amplification and direct sequencing. The final
construct (pGL3-GOS2-Promoter) was transferred into VSMC (vascular smooth muscle cells), and the luciferase activity was measured.
Results: The insert and surrounding regions in pGL3-G0S2-Promoter plasmid were confirmed. There was significant promoter activity for
pGL3-G0S2-Promoter vector (P<0.05). Conclusions: Luciferase reporter plasmid pGL3-G0S2-Promoter containing GOS2 promoter can
be built successfully. It will be used to study the transcriptional regulation of GOS2 gene.
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1.1 SEIEH#Y

ARk pGL3-Basic , K fi 4T 7 DHSa B A 41 L2 3L
BHH I R kL psV-B-Galactosidase . ¢ G2 BTG 1 72 1257
B B- UM BTG MR &% T Promega A w5 AR
B 293A ANAEFT GFP Sk HH A0 B 2424 B O WERs O 58 TR A7 5
PCR 5|9 . Eiff E Pfu DNA Z 4 [DNA 4lifbi7) & | Bokife
IR B IR £ ) Omega 24w 5 BRI A YIRS Kpn 1 11
T NEB /A ] ; In-fusion A2 il T clontech 2\ 7] ; =4 DMEM
(Dulbecco's Modified Eagle Medium)ij - invitrogen 2\ & ; fifi 2F-
I35 W FH0 DU 25 A= 4 TR BRAF
1.2 LWHE
1.2.1 GOS2 BEhFREIIF R4 R G0S2 3L (Gen ID:
4945738 D)JFF , BEIHFIXT 5 194 HE 60 & GOS2 Ji3 2% .0 X 3
i) DNA BB (37814155 . TTT CTC TAT CGA TAG GTA
CCA CAA GCC CTT GCC TGA ACT A; FiiFg|¥fF5l:ACG
CGT AAG AGC TCG GTA CCG GAA GAA GAG GAG GGG
AAA A BIE TAY TERERAR SR, A Bakd
1700 bp., WA K RS 293A 4l 3P 41 DNA w14 &
k50 wL, & 10% PCR buffer 5 wL. | F WS 4#(10 uM)% 1
pL dNTPs(10 mM)1 wL A% DNA 1 uL . & {5 £ DNA B A il
1.5 pLo RN 94 C AR M 5 min, 94 C A5 305,60 C
308,72 C 2 min, 3t 30 MIEFR, 72 C %E{H 2 min, ¥f PCR ;=4
HE47 0.8 % AR MEEERS B vk , FE X 5 19 4 3 TR Il
1.2.2 E AR H pGL3-G0S2-Promoter I E R B E # A&
pGL3-Basic 7£ FRiE N VIEE Kpn I /EFIT,37 C 1 h BEYIRL
. FIF Clontech 2 7] 1 In-fusion £ AR¥ GOS2 ji 5+ PCR
7YY pGL3-Basic ZA Tk DI F= )it A T3 B RN, SV 4%
{13/ 37 °C 15 min, #RJ5 50 'C 15 min,4°C 1 min K& = Y5s
BB KA FH DHSo JRSZ S, IR SR TO R AN S
%2 (Amp) Y LB 4,37 C 1GR3 5% 12 h, BEHLPRER 5
ATEkE, #47T PCR %5, BUSHMEFERE T LB/Amp WA KEFR 3
37 CREkESE 12 h, ML Promega 2] Bk SR BT &5
B3, BREUTORE DNA(pGL3-GO0S2-Promoter ), A& FikIZ: Kpn
[ BV, 1.2 % Bife b s e ek i A T 408
123 XRMEFBINAMEIDBEREEST TTHESM T U
JiE SD B 32 Bl ik , 341 % 3h Ik IR 2 65 PO I, SR R i
BT 25 cm? a5, IIAE 1% 10° UL H# % (100
mg/L B R E DL A 10 %G 4 135 A9 b DMEM 85 572 1, &
37 C .5 %CO, MFNEE R IHFE PRI, BTk 7~0 d 81
KB AAEE, 14 d FaF TR, RIEMRRHK 34 d L4 1
R, BRI N A AR 750 5
1.2.4 BHFFLEERBIHTF KA BTX ECMS830 BE{L, Irf
BRI R R & T4 T. BEERT, FH 0.1 M PBS S pe i
M2 ¥, T 1500 rpm &0 Smin J5 2= B, A S IMIE Y
DMEM 3 S B2, FEIA GFP BokL, il idn i 5 h
1x 107/L .DNA ¥R N 30 pg/L 4IRS - FHHL 400 WL iR
BET 4 mm B EARPREE . EREOTI 1Ak ASRFRY K
R (160,180,200,280 V) K A ] B ik st ] (50, 70,90
ms ) F5 P T HEATIRAT O . WL o8 SR L T AR R 5 min, ITA
&4 10 %FBS /) DMEM X323k, DI E 1x 10°/L 455

F| 24 fLEEFEMH, B 37 C 5 %CO, B4 9%, #5537 12h
J5 P AT WLELAH T, 200 V.90 ms 45 11T 40 A % 2 %
S YLAUR IR . SR AR R HRL L £ 44 (200 V.90 ms)#EFT
R LR Ay 4 4,1 d SRS, e s pGL3-GOS2-Pro-
moter JEk7 ;2 2 A PHMEXT IRL, 44 pGL3-Promoter;3 £ A
PEXTRRZH , S Y8R AR UKL pGL3-Basic; 4 21478 FIN IRZH . WHK
IR Yt R, AR KA B- 2 FUMHT #8895k
psV-B-Galactosidase [F]i}#EfT4: Yy, 1557 12 h J5 40, Gk S k%
FRZE 24 h, WHE 2 NEAL EHRISM FEE 3 )R,
1.2.5 R EEHEZFENERL-Gal FHENE H3HFEBhHF
FAMAEE SR, FH 0.1 M PBS 2% 3 Wk, BEFLIN AN 4738 100
pl. FEABUHAMS , UL 12000% G T4 C #.0 2 min 8B FE
B 20 wL B3EINA 100 WL ZESEEBFRIIRY, A R IR
T S Z TGP B 30 WL i 20 wL1x Z4f% buffer i
TIHERE A SOL & B- 2L ZLRETERN RN ONPG 1) Assay
2% Buffer, F 37 'C JZ i 30 min J5 , LA 150 pL Na,CO5(1 M)
L1k RN, TS 420 nm g WG RE (AVE , ARAE AR il 26 1
BEALG B- FIME I, UTOLEMAEIES B- Ll b
T S R EUE RS E R 255

12.6 Geit%FiE RH SPSS 20.0 Fiil#kfd, A Bl Ll xx s
For o SRR LECR FH ANOVA 724341, P<0.05 g 22
R G L

2 #R

2.1 GOS2 B FH &R
Wi F WS 1T PCR 9715, P iEAT 0.8 %3t g b
HBECHLIK K EEZ2 1700 bp RYSRAFED Y BG4, 0LIE 1. B
)32 LR T T i
2.2 GOS2 B3hF5 pGL3-Promoter RFIRI SIS L E
REALHREL 5 A HTTRER 7%, ia R BE PCR HAR AT 2572,
SRV 2, PR EUKE R IR ) B T D B I, D 4 SRIE
W 2H AR SO R IR A . F 2 BURE pGL3-GOS2-Promoter 22 Kpn
[ BVIE, 1.2 % SIS et vk, &5 R R i 20 4.8 kb (1K F
BOAL 1.7 kb (/0 B, SRR EE FARST , TF B FOR A R A , L
Al 3,
23 WAERBREEEEREE
T 2H TURLS G K RN A 0 LA, 25 R R, ok e e
2 BH P S BR 21 2548 B 4B 25 5 (P<0.05) , [Tk 41 -5 PH I X HR 44
AH LG A W 8 90 3R Wl srediti M (P<0.05) , LA 3,
1 M
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Fig.1 PCR agarose gel electrophoresis M: DNA Maker; 1: PCR product
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Fig.2 Recombinant plasmids agarose gel electrophoresis M: DNA Maker;

1~5: recombinant plasmids
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Fig.3 Recombinant plasmids digested by enzyme 1:digestion of
recombinant by Kpn [ ; M: DNA Maker
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Plas:ﬁﬁglmup Posﬁmgﬂtrol quEI!i'xﬁgg"ol Blﬁﬁéﬁﬁul
4 T BRI pGL3-GOS2-Promoter 531 F & AT
Fig.4 Luciferase assay of pGL3-G0S2-Promoter in VSMC
*vs. PAEXTER / =EAXER * P<0.05
* vs. Negative Control/Blank Control * P<0.05
A vs. BREITER A P<0.05

A vs. Positive Control A P<0.05

3 ik

GOS2 Z 5 HLIARPI NG B ARG # , S AR e & A%
oA IR AR SCBR 2 VI 2C  IF9E iR & 3R, GOS2 B 12—
P e 103 ANEIERR TR 2 (1, 7ENR VS 20 A s i 20 531k
SRR BE R GOS2 i R 2k BH S, A A S R 4 4 L A
1 GO HH ) G1 HHE () T &35 R0, B4 s P B B UL &
T T 1 A BE 7 B AR G TR E GOS2 3k R 2 1k BH @ 14,
HepG2 .FAO FiI Hepal-6 4545 % = 3 5H g 77 i i Jed 4t i 3= vh
GOS2 H: R 7k /K- W I FAIR™ , GOS2 J5: [R] 5 4t Jfa 34 4 F 43 At
FTRE IR DG, IS -0 LA MBS 78 R 8 R I IR 1 il A8
ARG PR A 1) R B R 2 — 002 B e o i A T 9 LA
JiL R GOS2 3 A (14 25 4y 24 A A4 7T B kO I 45 2976 1) I PR
TR PR AT Y U

Ji B IR S s AR Pl & s AR FH RS DNA 331,
SEE SRR T A SR AT R (5 S0, B FE sz 3R oh 7
BAS R PR , B 3 PR 0 5 SR AL, U5 3h 7 TS 2 A
R AT rsEE, — R R ShFHRE ORI 1
¥, ZREFIF PCR HARM, APPSR GOS2 J7ah 11751, %
HRESEES 149, AT PCR £ R 44HH 93E R In-Fusion A
Y = ik £ pGL3-Basic #iifH,

In-Fusion 45 AR SZIEAERHT 4 TERERAR , A 2009 45K B
U5 AR BN B R ARGE AT A A In-Fusion 37 AR 44 2 5 21 2%
19, In-Fusion 45 AR O W9k H , B0 20 i FH T 3L R 28 48
Z Fr B ol B 22 S & S F5E 0, In-Fusion £ AR JE—FhaE i
FEBHCH Y FE R , N4 BB A R LG, R TR X}
PCR =¥ AT Y], fRifk T SR b BRIFA7 48 1 5L B At [a] i £
kU719, In-Fusion $ AR AN 32 5L B 7 51 FE A E DD 7 2 50, 2
T AR T PCR BI8F43 55 LA 15 A IEE 2R K R T 91,
ikt (b 8dA S5 PCR =5 15 NEFBHEE  SRG 1E RN R &
FFAIA In-Fusion 224l , 25 Y65 Nk T KR PCR P24y oo [ 5]
EFREAR I, S A5 A BORL B4 TC 638 BFU 7 s 15 00 T
AT LA SR DR v b, B S A AE I SRS IR A, BS54
W& J5 s AH L, In-Fusion $¢ A ELAG K i 14 50 1 P 2809, 4B 58
REALPEIE 5 > PRTTRE , 50 45 R WOR ¥ S BAME: |, SE R fH R 4k
B

pGL3-Basic J&— B FRIETIEE B A MR TR, 2T
FEIR ShFIE M DI REAY H H 2 AP, pGL3-Basic ZiFH A5
B KGR T, K A MRS R 9 R o 7 17 91 SE e 2 2 K il
FE P B i, PR A AR Y A, R BT F 8 FT LUK Bl A
SR WA F , T8I0 R e e A Mm% 7 G 2 S T T A
BE B ST AT M ARBFSOE GOS2 J3 3 F5 pGL3-Basic A
EREG 153 E 4 FOkL pGL3-GO0S2-Promoter, 25 FR il ¥4 P V) il
N5, 30 4.8 kb 1K 5 BEHI 24 pGL3-Basic 4, 1.7
kb [/ BEED A GOS2 JEsh ¥, UE B SR A 2 IE A . T A
JFkE . pGL3-Promoter & pGL3-Basic 435Il 4L i A K BRI 45
LA, AT 2R W SR 5 Sid M BT SR R -
20 o AR FR Bk EA e skis P, HL 20 Bk 5 pGL3-Pr-
omoter A b, 45 W Sk 4% S Ti6 4 , 2% B 8 20 2K pGL3-GO0S2-Pro-
moter EAAEYSHIEME
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