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Abstract

AIM: To construct the recombinant plasmid
pEGFP-C1-ERf3 with gene recombinant
technique and detect its expression in Caco-2
cells.

METHODS: ERp gene in total RNA was isolated
from human normal colon tissue of colorectal
cancer patients and its segments were amplified
by RT-PCR. The obtained cDNA was cloned
into eukaryotic expression vector pEGFP-C1 to
generate recombinant pEGFP-C1-ERf. Sequence
of the inserted gene was identified and analyzed
after restriction enzyme digestion. Liposome-
mediated recombinant plasmid pEGFP-C1-ERp

was transfected into Caco-2 cells and identified
by flow cytometry (FCM). RT-PCR and Western
blot were used to detect expression of the ERf
gene at molecular level before and after transfec-
tion.

RESULTS: Recombinant pEGFP-C1-ER[(3 was
confirmed by restriction enzyme digestion and
sequence analysis. The expression of Caco-2 cells
transfected with pEGFP-C1-ER3 was higher
than that of other controls.

CONCLUSION: Recombinant pEGFP-C1-ER(3
can be successfully constructed and expressed in
Caco-2 cells, which lays a foundation for further
study on ERpP gene in carcinogenesis by regulat-
ing the expression of down stream target gene
through estrogenic hormone receptor.
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KERAT A ASLIEE oM RS54 H
fge R AE BRI Franceschi ef al”'WI51 %
WY 26 22 5 (1) 3 2 ffe S 485 T M s 1) RV, R 4 45
Wi 2. Nanda er a/™M3038E B FHMERS 2407
AT DL R AT 45 28 30 40 L B8 4 T W o ) R £
30%-40%. MERE R T AREER, KEED
S A G AR T P MEV 2 R (estrogen
receptor, ER). ERZ Ao MBI/ A, 7E45 1
FHIEALArp, FEERERBEIE, ERaANFIE AR
BFRIED. HIEE SR AL M L, 45 H
HIUPERBRIL W3 PRAK, 1EA—FhBi 7 R %=,
ERBRIA KAE5 45 H g & A D) AH L At
FUALNIE i K DA R A R T B AL S E R BELAZ KA
BRI G 25 i A kK Caco-2, UBAEE Bk &2
ERBIIZIL, FRUTER BN A] i i i 32 52 14 i %
VPR U R R R R 2 5 4 i R e 2 K
AEHLH

1 #ERA

1.1 ZRpEGFP-C1W [ Eifg it LA #],
DMEM. [a4-iid. &2 54 "W DHSa. LB
Brgedk . BRAIE A V)R A T4 DNAZERRG N
Gibco d = i, JEEALipofectamine20007!
DNA Ladder HInvitrogen’/A ], $F T ANERP
mAbJW [ G SE A, 45 41 bk Caco-2 HH
A ERAF.
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1.2.1 ERB D AR
GenBank "1 A\ERB3E K cDNA% Y % 41)(Gene 1D:
BC024181), #it24PCR5 ¥, i LA T4
TREBARNR S A B A F A, IF 5 mlAE R
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S1¥th 5l NXho 1 MSac 11 BRI 1E N WG A7 5.
3514): 5'-CCG CTCGA GCT ATG GAT ATA
AAA AAC TCA CCA TC-3', Fiif5|4: 5-TCC
CCG CGG TCG CAT TTC CCC TCA TCC-3'. A
N TR B I IS A PR IUERNA,
I B3R5 38 i RT-PCREEY B 5 51 H (1) 3L
KIcDNA v B, it F B wl el fe [ i 1) & [ i
PCR“#).
1.2.2 pEGFP-C1-ERB ¥
PCR™HIRIZE JFkipEGFP-C1 i XAo 1 FlSac Il
BEAT U], 43 50 Rl F2646972 bpAi4.7 kbif)
Bt FT4 DNAZERR#972 bplfy H 2L
BOE NN IpEGFP-CLh, #EALIR 2 2 K
FF B DHSa, Pk APV B s Heph T R IR
FIMARLBI; FR 3L, 37°CHRG LR, LIS
VERKERRIUTCRL. FXAo 1 FlSac 11 U] % &,
SRAFIRH M 50 B iy 4% pEGFP-C1-ERp, B &=
AL I FLTORLRE % LA T 00 P 4047
1.2.3 pEGFP-CI1-ERp

G W AN AR Caco-2 fR Ah i
B IR IR AL RE, BORAS R4F 19 40 i B2 X
10/LFh T 6FLAR 1. A5 4l HU80% i 75 IRF, SR H
Lipofectamine20004" 343 Jill # Y pEGFP-C1-
ERB. pEGFP-C1#|Caco-241 . sLi sy —
Y, He Y A TR 41 (pEGFP-C1-ERBA), 5 4es
ORI (pPEGFP-C141), [R] i 2% Fonf IR, Hn
NG URAE, RPN b, A w38, #
Y24, 48F172 h)m, HGWAEE NS4 i ) 4
O ERARIENG, PR R, 72 hiait
AR At AT 300 A0 P AN 2 A G RN A Je G )
Caco-24l Jii.
1.2.4 ERB Caco-2 s BT
A ESAF I B U Caco-240 i, FFLLEL10° 4
Jitd, TRIzol— V42 40 L S RNA, JfHJehv i
T _E N5 1), RT-PCRESIERB mRNAT) %
ik, PCRY MY 4AE Ny 94°CAMES min/, #4 K
BBHAEIAI0IK: 94 CAE1E60 s, 55°CIE k45 s,
72°CHEM60 s; H¢Jia 72 °C ZE{HS5 min, 4 CIRAE. 15
o/LERIEWEBEIE HEL UK 23T 5 ZHP C Ry 1 i £
1. S RALES X 10441, 100 w4 i
WORI2 WL R, SR i . S0
ugdl i S 8 A, 10 g/L SDS-PAGE K, 4 PVDF
M5, 10 2006 1 BT NER BT, B 1k R il
Fricd B4t il 3T, DAB &, Western blotf il
% WERPBHR 4R IL K

ERB
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M 1 2

B 1 SEENEBDE
%E. 1: pEGFP-C1+Xho

+Sac ; 2: pEGFP-
Cl-ERB+Xho +Sac

M: ker.
4000 bp marker

1000 bp

2 BR
2.1 pEGFP-C1-ERp

X R K AL Rip EGFP-C1-ER BLL K 2% it
L3 5l R T R 1 A DI REX o T FSac T XUEEY),
IAT15 /LI NabE eItk o i, 2 okLg D) o
HL Bk S o B 15600 bpZi AT (14541 1 E 41
SR i, AT R 5453972 bp 14700 bp
Fe A 25 B, Hohn oy HIEE R B, 5
Foh A ORI B, Ui B IR p EGFP-C 1 U4
AERBHEED F B, HARATT 7 TE R (E). IS
A D7) 65 3 I T B A OB AT A TP IR P 51
gERR B, P55 GenBank ' AERBIE A R
WH P A 5E A A R, TR pEGFP-C1-ER B4
B (E12).
2.2 RT-PCR Caco-2
R 24 WG AESOG WA FLER AT L, BRA
X 4141, pEGFP-C1-ERB41 5 pEGFP-C 1414
¥ e A R e T R 2Rt ¢, 48 hJE O
N, 72 hE i R T HOnT DL I A G AL
HAE33% 2 A7 (E13), S8 o3 ) W) ok L%
— WYL 4 . RT-PCRMT £ 8], R4 pEGFP-
CI-ERBAIFEARLEL1.0 kbAbAT 45 F LY 1
Zctt, MpEGFP-C1ZL A2 4% IR 20 3 K WL W
R S e G e (8l 4). IXAR WS, 4 A
itk Caco-27E F ANFEL i bipEGFP-C1-ERB
Jii, HEFEPIERB mRNAK, 5 5 HAb 4140 L &
FE.
2.3 Western blot Caco-2
¥ WU pEGFP-C1 ¢ #4034 iR pEGFP-C1 -
ERBZ T NG5 i Al ik Caco-2, dialsrik )
WA 2 40 i, RIS B 1T SDS-PAGE, H]
ERBPUIALEST Western blothiil]. 45 SR 1, 4y
Y LIL TR pEGFP-C1-ERBAL{ICaco-241 il
FIL T AN 582063000 kDalER B [,
gL TR pEGFP-C 140 DA K 25 1 0} I 2H 41 i

100 110

AGATCTCGAGCTATGGATATAAAAAACTCACCATCTAGCCTTAATTCTCCTTCCTCCTACAACTGCAGTCAATCCATCTTACCC

Al

Ak (il 4 bonst

640 650 660 670 680 690 700 710
AACCGGCGCAAGAGCTGCCAGGCCTGCCGACTTCGGAAGTGTTACGAAGTGGGAATGGTGAAGTGTGGCTCCCGGAGAGAG

J )/

70 80

0
ATGGT GaaGT GTGGCTCCCGGAGAGAGAGaTGT GGGTACCGCCT TGTGCGGAG ACAGAGAAGT GCCGACGAGCAGCTGCACTG

|

I } \
i ﬂj\k‘

D
260 270 280 290 300 310 320 330

CAAGTTGGCCGACTAAGGAGT T GGTACACATGAT CAGCTGGGCCAAGAAGATTCCCGGGATGAGGGGAAATGCGACCGCGGGC

\H
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B 2 SAFTHIPEGFP-CI-ERBUIELER.
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HILE, ERBER &R /KF- W] 2 5w (5).

3 e

Wada-Hiraike et a/"*'Wf7 ¥ 2 W], ERBAEYERF I
W G b Bz 40 M AR A DA R 4 i B e R 3 T TR
FEEEAEH, ERBHEBEIRIG, KR AL T HEFER
A0 M H G 2, A0 M T b, g
L A 35 i I8 53 5 b 508 1o o M 2 1 3T A 1) 3 2 B
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Caco-2

B 3 FERNEBECaco-200EIZRIA( x 100).

4 RT-PCRIEZNERBEERZR
jX. 1: pPEGFP-C1 ; 2: pEGFP-
Cl1-ERB ; 3: ; M
marker.

IR, bR AR S ICK20. RN L
KRR R IA A B 2 PR AR, 45 1E H &h
i i rf LA ERBRIAY, Rk, MEBEREUE
TR BRI AL 28 i 1) 0 2 5 5 T 1 RS R R,
W 127 7 200 Ik 435 1 R0 6 v FR M — MV 35 2 AR ER B
KA T, AEMERCER AR, MEVRER 2 ARERBL
G THEEL R A 3+ b MR 3 I B T b, X
HE DR (1) i si i I A A L, R AR R 45 2R
SERaA A, S 40 40 a5, (2 ko3 e,
XA AR M 2R e 1 L A At — S5 DIER oy
BNV oE = R YL DO 70 Ra R VS
PFRFNEHIVEH, 5 ERPEE IR IA 5 4 AR 1t
JE I ARSI GAHFF 51,

2 & Wi S IR 4128 5 1 A2 L,
ERBHEIL /KU RS, 5 %M F AL, ERBI
mRNAZIE KA 52 PR, I G ERBXS
LR UL — MR AP R 2, — B RIA TR
%, PR E FHH 2%, e 2B 5 Mg e 1 DRI il B A 1
hn. Xie et al'""FiFoley et al' ' [{IWF o # K BN, 4
B A 25 A N IE B S5 A 23 L, ERBER
F 7K 25 BRI, 1 AEmRNAZK b 5 1 R4
A WEWAR, ERBFRIERIEIERELS W b
I PR 28 1 A T i A i M S S IR L.
T 71 J e R L s R It e W, ER B S 41 24
PR R K1 3 B A, O HIX A BRI
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63000 kDa

B-actin

5 Western blotfiMERPEFETRIL. 1: pEGFP-C1 ; 2:
pEGFP-C1-ERB ;3: .

20 J S P R P W S 1 A T R R 1)
UEHRFE7R, ERBIEDA 0] G & AE 4 — ANk R &
FEF LR, Har, @AM T ANER BRI
HA e R T A HoE!®, ANk YER B
DRI A I, AL AR IE T A 2. ABF R 4T
ERBHRIE KT HAR I Caco-240 B R AE AW FEGT
%, W K YL ER BRAZ R IR AL, SR TH
TS ERBAECaco-2H F) IE ¥ KA. 45 KW, ERB
FERAZ R 7 4 N IE A, T80k T A Caco-2)5
ERBAEDI LKW 3G wy, Sk ERB
S DR 3 T MV 3 2 A T I QA T i R A
(R 221k LR ifer 2 5 25 1 e a8t A L 2 AR L
285 T LA
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ISSN 1009-3079 CN 14-1260/R 2008+ R AN V1 Fi 4 Ny b A4 &

TR AT 52 57 SR T ] o B A7 1) R A O [ SbrdE, GB3100-3102-93 R, JFR ) “ 1" W
ST MR 41 R W30 kDA, 30 0005830 kDa(M K S RME, /NG IEAR, Fkr); “H a7 Mk
AR ST BUR, RIAT (AR S RHA, NG IER, T MRS, Wal SRR 7B, AL Ru(h T IE). TR SAL
e+, —. *R-Jad. 137.651.2°C, 45.6+£24%, 56.4+0.5 d. 3.56+0.27 pg/mlf¥ J}3.56+0.27 ng/L, 131.6
+0.4 mmol/L, ¢ = 28.4+0.2°C. BPfHkPa(mmHg), RBCA(H X 10'*/L, WBCHH] X 10°/L, WBCH Lt F10.007 75,
Hb T /L. MW 4R 45 Lmmol/L, nmol/LEXmmol/LE 7R, RHIHE He/LE . 1 MERIR, S04 1 mol/LAR AR,
1 NI, B0CM0.5 mol/LEiIR. K10 cm, %56 cm, 14 cm, W5 /%10 cm X 6 ecm X 4 em. A FEIR—HE KL e
BN, G, P EEA. HEA. BREA. RO maEa. BHgL, 7EskE 1 Hmg/L;
IR B RE. IRERE. COLEG . F. Wi, MH[ERE. MHMEEREAE . =B, B, 5. 85 JEE
HA. Sy k. madam. DI, DI 2k 8 BuRinm. WRIRJo. 2. 4i2E5RA. 4i4E#E.
YL FEB, A B, dEEFEB, KR, AL TR ) B R R A, FURIEE . SR R
Fnmol/L; & 26, M FE. (Y BRI 4E4EHB, Hpmol/L. i AT A Hg . Je. TS,
Blhn, 185, 1 s; 24040, 2 min; 37N, 3 h; 4K, 4 d; 58, 5 wk; 6 H, 6 mo; WEPE R, HEPE &, BEGEPEE R HAIIU =
16.67 nkat, % ¥log, %4buv, 1145 th%, TIL, KREH1X 107 g55X 107 g2 KMUkl mg50.5 pg, hrifkh, H iy
SUdimg, K Eme imm. B RS AT FICECFE S o, s RANE B, HAR8 mghl 58 mg/d. fE—4
A PN WARTEA 14 LU IR 2R, B InANRE S limg/ke/d, 1MV 5 limg/(kged), FLEEIE RS S g W 40—, B
PEFFSHA H ZEUNX Sy, 10, 2 min AN /&2 mins, 3 hANZ3 hs, 4 dAN 24 ds, 8 mg A28 mes. A H, 15d; 15
T, 15 g5 10%AE /K K, 40 ¢/L 4 95% s, 950 mL/LFE; 5% CO,, 50 mL/L CO,; 1 : 1 000%5 FI##, 1 /L
B ERE; B RIS (B 3:36.8 pg/mg, U4 B R E 113 B 52368 ng/g; 10% % #5154 560 mmol/ LY
100 g/LAEZ0E; 45 ppm = 45X 10°; BUo (K e 34 (JFUPR 638 P v/min, #8538 Hle; 29005 B AR BT E, —
DL “Ikg” FTR. (WA REIS G 7RG T 2008-03-08)
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