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PEGFP-N1/PDX1 HZH A& 5RIX
EAK, B OB, % B, REN

(BERREEZROBRPIZTN, 7K ™M 510632)

(W E] BM: WRBER+#FHFREFEEA 1 (pancreatic and duodenal homeobox factor 1, Pdx1) ¥ RHE T H K
FEEN M ERAZ AR PHRIENRIAYESE. FiE UARKRERARALEEAN mRNA H#RE
RT-PCR {3 3%78 Pdx1 E R WBFF, 7@ B KB FA 84k pECFP-N1 #y £ FiRE{ /5 4, #yE pEGFP-N1/Pdx1 J
Bk FORL, 5 5 102 Z0M, i RT-PCR A 1L A D3 Westem Blot Rl HWEERAFR. LR :8
DSRFERERA QR EFFIFEIER; RT-PCR 163 B 893 H Pdx] mRNA M 102 35k ; R AL F
EIEERIEZREE Pdxl EEFETHMBN ; Western blot RFBIAMEA Pdxl BHER. Si: THEA Pdxl £
HrikE, RIAE T BEE Pdd HERARE,HHE 102 ARSHKBERERL,
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Construction and expression of eukaryotic expression
vector of pEGFP-N1/PDX1
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[ Abstract] Aim:To construct recombinant eukaryotic expression vector of Pdxl transcription factor
and detect its expression in eukaryocyte. Methods: We obtained the Pdx] gene exon by using human
embryo pancreas tissue mRNA as the template, and cloned it into multiple cloning sites of eukaryotic ex-
pression vector pEGFP-N1 to construct pEGFP-N1/Pdx1 eukaryotic expression plasmid and the construc-
ted plasmid was transfected LO2 cell. The expression in transfected cells was detected by RT-PCR immu-
nocytochemistry, indirect fluorescence assay and Western Blot respectively. Results: Restriction endonu-
cleas and sequence analysis verified that the fragment cloned in pEGFP-N1 vector was Pdxl ¢DNA. In
the supernatant of 102 cells transfected by the pEGFP-N1/Pdx1 plasmid. RT-PCR verified that Pdxl
mRNA was positive in LO2 cells, the expression of PDX1 protein in the nuclears of L2 cells was detected
by indirect fluorescence assay and immunohistochemistry, and about 48KDa protein was detected by
Western blot in the cellular nucleus of L02 cells. Conclusion: Eukaryotic expression plasmid of Pdx1
gene (pEGFP-N1/Pdx1) is successfully constructed and expressed effectively in L02 cells.
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BRAUEEIRPEREFMXBERIATR
FeSganiEE, KPEBR+ - KEREEEZES 1
( pancreatic and duodenal homeobox factor 1, PDX1)
BABRBFEEDRIHEE, B TR 258
G346, X BEAR P 4300 40 B A Sk 5 T AR AL B R e A
#ER™ ;PDX1 BB B R REL R BB M IR 41
T B ORI ), S PDXI £ B 41
SUSEEIBPRER B HRMEXIIRSEN
HRAEEIEAM,E PDX1 BIfTE S AEMEE
SR B ARMLEE BRI M AEE, WA
3% PDX1 7ERRAR 9500 B AMEAME R B B I1E
MG R A EEMEYEREHERMNBET
Pdx1 B #%#55# ik pEGFP-N1/Pdxl1 ,

1 #MREFRZE

1.1 #8EiEHA

KIGH 7 DHSa #FURL pEGFP-N1 ¥ A4 3K 1
E{RFF. RT-PCR A & . T4 DNA % H 8. Bt
W YIES Nhe | \Xho | J¢ DNA marker i B KEE4
YA AL ; FORR BRI & A DNA B i aifb iR &
W H Omegar A 8];PCR 5| 5W/FH L AETE
MITBATITER; 4R JetPEI™ ¥ B Polyplus 2%
A];DAB IRV B ERAN ANt G EE YR &
A H]; BT PDX1 $i{A g B Abcam /3 &) ; HRP-$i
B 1G5 CY3-5i i [gC W B Bethyl A7,
1.2 HEEIESF

EFBRAMFEFRAREK L02( AR ERBEHE
9 Pdx1 2R AHIEF PR LS MMRAT. B 102
MR T SR8 10% # 4 4 1L, 100 TU/
mL FEZ 100 [U/mL £ E % ) DMEM/F12 3535
Hep , ESEBNE 5% CO, MEEFRAE 37 CHELE
Fo
1.3 HiEHE Pdxl §J RT-PCR #3¥

£ GenBank A Pdx1 fj CDS £33 5{i%115]
Wi TF. o Pixl L #5 # Pl: 5'-AA
GCTAGCCCGCAGCC ATGA-3', 4 Nhe I £ 5. T i
P2.5’-TC CTCGAG TCATCGTGGTTCCTG-3', & Xho
IRES5RIEEBTF TCA, ¥ ERKE N 882
bpo Trizol #£BAFERGE 4148 RNA,DEPC-H,0 % &
RNA, KT Az o/ Argo ma TH#EAT RNA S R & B3
BXREHIK,BRBEE. 549 P2 4 Pdxl
#RH5Y, H RT-PCR KA EFTRERERE
BUARRE B cDNA, PCR ¥4 Pdx1 2, K pr ik Rk
A, R &K 5K Pdx1 K595 CHRIZEHS

min,95 C 30 5,57 T 305,72 C 60 5,35 MER,72
C 10 min, F YIS uL HFT 1. 0% BEIEHEEE
KK, BET WM A/DER TR,
1.4 pEGFP-NI/Pdxl1 HEZHENHEEREE

Pdx1 RT-PCR =¥ &1 Fllk difb /5 5 8 ik
pEGFP-N1 [ElitfH Nhe 1 F1 Xho [ SUEGYD, 3K 44k
Ja Bk 31 HEREKEE AT,
DNA & EH 24 h, HALFAKIE CaCl, H &/
E. coli DHSa A SHH, THFIBE X 30 pg/mL
i) LB Bk IR K A B IR B B &, 2
FIEMT 3 ml FRIBPEFEM LB HERBEH,3TCTF
150 o/min |RFHHFAR; RS BEBE R EIE
HHFTH % PCR R BB Pdxl M, BE%
PCR {2 FH 4 10 B 7% A R AR B 0] & e 4R R
%L DNA, Nke [ M1 Xho I SUEGYIBURL DNA J5 L 3k
T, PHYETIRE A B W00 P 4 %8 , B A7 SR Al Sanger T
B I, 3 HEA RPN FETE , WF T
e EBAM T RARTR.
1.5 #pafes

BUW S KM L02 BRI 6 FLARA, 7¥
MMEKZE 50% ~60% i, HELE S HFL 3 10%
B4 MENTLEFEAERRPR(N/P=8)
BIINA BB F 3R A YuiR ] JetPEL™ F kL pEG-
FP-NI/Pdxl (B &Y, BB R, 3EFF 24 h
J5 ,FFAR I Pdxl EILES
1.6 RT-PCR £l

Pdx1 FiFR 5145 R R & 4 2 47 1 10 7 %2 45
M f&EKY-: L5149 P3 2 5'-ACATCTTCAC-
CATCACCTCCCA-3', T ¥ 3| ¥ P4 3} 5'-CAGC-
CAGCTCCACCCGTCTT3' ¥ M EMER L B KE
29302 bp; M &5 51 J9:95 CHIZEYE 5 min, 95
< 305,57.2 C 30 5,72 C 60 5,30 MEI,72 C
10 min, §IEF=YIIR S wL i#4T 1. 5% TRAE R RN
R,
1.7 SgAfEn

AT 4158 pEGFP-N1/Pdx1 #£3x 102 40 48
h 5, X353, PBS Yk, IR 4% WEER
E2[E %€ 10 min J5, ] PBS #ik, KK b 0K
FHETA, IE % sh¥IE & 7% £ 61, 5 Bl A PDX1
PUARBL)E , A HRP iR iE ML L= B 17 R,
DAB B 65, BB TR, 247 HEE HMEME, F K
AR,
1.8 EEEEHEXEN

## pEGFP-N1/Pdx1 R L4048 h j5, 41



#2M

BE/MIE, % . pEGFP-N1/PDX1 B RIKMME 5 %% 123

[ J& , W m BT A PDX1 Hiik &, # & 30 min J5
PBS ¥, B4 3 A CY3-3i B IgG #& 35 min,PBS ¥k
J& Hoechst & 34 ,PBS YEE A6 T H:,
1.9 Western Blot £l

Joe A I AL S L W 4R B 41 RL pEGFP-N1/Pdx] 5%
L B 20N, 2 E R R A A R
Yk BB 20 uL B3 ERETFRE A ECH 15% 1Y
SDS-PAGE J¢ {6 )% 120 V, 3302 h j5 RSB, B
FEN$) 0.22 pm fLFZM PVDF & b fE R & 500
5% RiE 445 TBST py &P+, 2R 1 h, TBST &
1 W A R A PDXI —4i,4 CHRG T &Ko
TBST W E 0t 3 K, 81K 15 min, il A HRP 452 15T
RPN, ZE&KG | h 553 K,ECL 26,

2 R
2.1 RHMRTIEHY.PCR £REFFINHE
&

Bi& bl pEGFP-N1/Pdx1 2 Nhe 1 F1 Xho 1 XL
BRYIG , Bk AT R/ K 4.7 5 0.87 kb B H B,
Ztk pECFP-N1 £ b R Wi BB VI )G , (U — %
4.7kb MEBR(LE 1), LI P3.P4 R5|H, LIEA
Joki pEGFP-N1,/Pdx1 Jy&R , AT 43 5141 45 0. 88
kb B 7= ¥, F B AL pEGFP-N1/Pdx1 £ 3¢ BE i &5
(multiple cloning sites, MCS) [§ ] DNA %17 /F
Pt RE PSSR 5 A Pdx] (758 2R,

M1 :1kb fj DNA marker;M2:100 bp DNA marker;1,2,3 384
S RE Nhe 1 #1 Xho 1 XUEEYJ Iy pEGFP-N1, pEGF-N1/Pdx1 FiI Pdx1
iy PCR 7=¥).

&1 Pdxl PCR J& pEGFP-N1/Pdx! #) WA 4 2

2.2 RPN

pEGFP-N1/Pdx1 #3: ( AMI7E 37 CHRBA K
5% CO, & KB4 % 10% 37 4 4 11 7§, 100 1U/mL
HEEM 100 IU/mL %% Z ) DMEM/F12 355 5
PSR ,48 h RPOL BB R T W A) VR B 7
MM BRI R, R AR R, Eid g
BT 60% (WA 2) .
2.3 RT-PCR #

W4k pEGFP-N1/Pdx1 #53¢J5 1.4 #18 d f L02

4, FREL mRNA #4756 % J5 , RT-PCR 46l 45
A HRHHEHAE P Fik, HEARE3,

A A TR x200), B AT 5FAR T EAE( x200)
B2 Zt BT iR pEGFP-N1/Pdxl 9 LO2 41

M1:100 bp DNA marker; 1, 2, 3 kB3 05 $/E 1.4 18 d
i) L02 4iffath Pdxl (kiR ; 4 Sl %t B
3 pEGFP-Cl/Pdx1 ¥ 4tf4 L02 4AMuch Pdx]1 EEHF A

2.4 Pdxt HREFHE L2 fpRE

KRR R G R Y T 2% kL
pEGFP-N1 (¥ 40RE % BRHEXT B, G ik 4 il
2~, pEGFP-N1/Pdx1 # 4t L02 40 Pdx1 &
Tk GHECHAKGS EEM T, RPN
B, WA 4A, FEFKEKN Z R, pEGFP-N1/
Pdx1 ¥ 35956 2 RIFLRTE LO2 4l PDX1 £k
S, Hrb PDXI1 BN TR, R AT LT
B, LA 4B,

S

A.PDX1 FiAM LA 2 HRIB B ( x200);B. HEKNEN
G, A EFOERE A PDX1( x200)
M4 PDX1 £ 102 4R SRRk ik

2.5 Western blot #

K40 M B A B R BURA R &, 2 BRI
pEGFP-N1/Pdx1 4% 2 4.8 # 16 d /5§ L02 45 i
YR A4 B R T Western blot £, 45 R %
B pEGFP-N1/Pdx1 # 34 A & 3] PDX1 E [ (4
Xt 7R E Y 48 000) , LA 5,
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1,234 55 k%5%2 4.8 #0116 d f5 102 fffi+ PDXL EAK
Fikthn
P 5 PDXI1 & Western blot 4745 R

3 itig

Pdx1 REES WA MBE LT LBERE
#HEZ U Z A 5 M E X (5 -flanking re-
gion) &K 3 M E BURAL /K (nuclease hypersensitive
site, HSS)™, ¥ & # F # # B F I HNF3B,

HNF1a HNFdo & PDX1 % [958 25 URAE S M2

&, EERL T R & HE (0 Nkx6. 1,GLUT2 ,GK)
kP, IRER Pl AERFEFPHERRE
M B M5 b, R B HRTE S FINRE,
URRAERSESBHEXERSE LS M ERE
A ,{8 Pdx1 /9% FHFHEIEAES R x40
ME RS B LR X EERET
B EE SRR RS TR, L HEXHEF
il A E Pdxl A5 R 5RE, UK SHXRIX,
— 3 i 1 R A PO % ST R B 5 R I [ B
MAERE,Hit, By — 1 EA YD EER PDXI
BAERKERG, S HEAVIE Pdxt AYI2ETIGER 5
FHHAEE TS EENER,
AR, AR AR BRAZ 8 mRNA
Bt , i % 5% 9 cDNA; 7 Pdx1 5|81 /7 51 p 43 513k
4% FE R AL A (NVhe T #1 Xho 1), 3#47F PCR B
h3k18 B iREE Pdxl, it — 383 Y S B EfERA
J&i A 3 IR % 98 IF 4 £ J7 [ 32 K 3] pEGFP-NI )
MCS fii 5, RN E T A RiA K& pEGFP-N1/
Pdx1,3E 1 15 5 Genebank %1% 2| # A2 Pdxl
cDNA FFIFF A BIEXRD 100% , Hii—EHRR
A HE2EHE Pdxl BEUAEAF AR P ABE
ik, B # & pEGFP-N1/Pdx1 i@t FH B F R A W%
ek JetPEI™ RRTh b % Yu 50 40 . LO2 fiF 40 Utk
RT-PCR fE5C 102 40/ & % ik H M HE Pdx1; 7E%
¥t 2 d J§ Western Blot B ] K11 2] PDX1 E i ; R
AL 5 B 5 L BRIE 3L Pdx1 7€ 102 # A
AREEE, BENRRE T EE LA AR P&
ik, B BEETE S A &5 S BT 3 A 4R
W ; [AlBf pEGFP-N1/Pdx1 pZh#s e LO2 1A esefE

FJG , 5o 4l AL 2 15 18] e 5 6 PR 7 40 T 25 8 22
B, A REBYE, XSRS LA R 5
Bt B A Pdx1 B2 A pEGFP-N1 ) C- K,
#£ pEGFP-N1 J3sh F#fE T 5 T iif EGFP RiAJE
BaaZEA" (A3 REmEENEANE YD
8E; 5% — 1, pEGFP-N1/Pdx1 LA EGFP { } 4 3t
B 8 TR £ K O B PR R i L IR SR S H
PR ARG IR, — B A A TRERIR AN
R R EREHEE P REREFEE, AR K-
B} Pdx1 £ 40 B 7 4340 B 5 R 4 0 4 e
MIREZEIE . B, pEGFP-N1/Pdxl L 3K35 kL
B X IR AR AE T WA AR5 3 A e B
E B R T SR, o s B AT
BRI R - HRBTR IR,
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