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Cloning of CGI-100 gene and reconstruction of

its eukaryotic expressive vector
HUANG Fengxia,et al
(The Key Laboratory of Laboratory Medical Diagnostics in Chongging,Chongqing Medical University)

[ Abstract] Objective:To clone human CGI-100 gene and reconstruct its eukaryotic expressive vector for further investigation.
Methods:The full coding domain sequence of human CGI-100 gene was cloned from human leukemic K562 cells with
RT-PCR and was sub—cloned into pMD18-T Simple vector. After confirmed by DNA sequencing, the targeted DNA fragment,
digested with BamH I and Pst 1 ,was directionally cloned into eukaryotic expressive plasmid pIRES2-EGFP,then,the
reconstructed plasmid was identified with enzyme digestion,PCR and sequencing. Results:It was demonstrated that the full
coding domain sequence of human CGI-100 gene was accurately cloned into digestion sites between BamH I and Pst I in
pIRES2-EGFP without mutation and transposition. Conclusion:The reconstruction and verifying of eukaryotic expressive plasmid
containing CGI-100 gene are successful,which establishes the foundation of further investigation.
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CGI-100 B T ALBEBEN emp24 56 5 %
BXEHAER, WHKIE TMEDS (Homo sapiens
transmembrane emp24 protein transport domain
containing 5). emp24 FIEN 24ku PWIEE H BT,
ROHEAKXRES, 25T oWwEEa AHR
W0 B T /R B 2 [R] 5% 8 0, A B ST HEW p24 B
BRERA bt Z R EEIEE, CGI-100 1E28
BEEER emp24 ZHEN—5, BB ZHRHRTR
B, BAHMIEINRA P24 5 GaslpOFEEEBEIEBEULAZE
EERMEEM, 25T P53 MM 44
HEENE: KAE(1980- ), %k, M+,

ERARFE MBORE SRS EENS,
ESWA: BREAMFRE(N0I0171150),

KMHIsE e, FEALE R emp24 FETEE
B F B Gaslp ZEWNR N 5 B R EAKRZ [B] (95518 52
PP X REREIUEE T emp24 EAXK
BEE RS RAEAE K EMER. CGI-100 1E
K emp24 EAFRKEPFHNEER K Z—, HIEETHE
W5 Gaslp A X0, B0 iy 40 M i 3558 3L Fn
|

AREHAMIPMRAN, EE5SHIBESAA
ML K562 ML R B 9 CGI-100 BEE
X TR, (HizZEERMIIEEERE? 5 K562 41MMi%E
SRR IT? X—RIE R EERR RS,
CGI-100 EHE F AEZRAIREP EPIR CGI-100
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1 R

.1 # #

.11 R FE R  Ecoli JM109;DHSa NAZERTE,
pMD18-T Simple FRL(& & FTHHMERR )M A KEEEY
(TaKaRa )2\ 7] ; pIRES2-EGFP EEFRAR( SHBEEIHE
MG LE AR EIRIC) B H BD Biosciences Clon—
tech 2AF],

112 FEANMLTER BRHTENYIEE (BamH 1 Pst
I),T4 DNA #%3F5(Lingase) B8 o R4 B TaKaRa 2 5],
RPMI 1640 5. /MEME. . HERX. £ THEXR
(AMP), TEE R IREHE W B It RIEAF]. & RNA #ZEURAF
TRIZOL: Promega A BIF= 6.

RNase 17 (RNasin) . AMV . MMLV %% 38 . 10mmol/L
dNTP JE-54) .0ligo(dT)18 K FADLG 14 . F{RE DNA LA &
4 B Pyrobest DNA 43 F &5 (Marker) . B8 3k FREZE ik
&0l § TaKaRa,

 EEBKBR . ZEE(DEPC) R KE (Agarose , B UK 40 Bt
FRIEAF
1.1.3 PCR 319i%it  FIH Primer Premier 5.0 #BN%1T,
Hi TaKaRa( & ) ARl &
Sense:5 —AAC TGC AGA TGG GCG ACA AGA TCT
GGC TGC CC— 3’
Antisense:5” —CGG GAT CCT TAA GTT CTA CTIT TTC
CTC TTA TC—3’

TSI 5w s BT BamH 1 1 Pst 1 697
YINi&, BUHY 3 HAR K cDNA 2K ,PCR =K B K
689bp.

12 F

12.1 CCI-100 EHSKFBX M E LA E K K562
YU mRNA A8E4R, A RT-PCR HiEFifE MM CDS K4
K.

WHERENEZIT 10 xRT £ WK 1.0 1 1;25mmol/L
MgCl, 20 n1;10mmol/I. ANTP mixture 1.0 w1;RNase inhibitor
025u1;AMV 5% 38 0.5 11;0ligodT (18)0.5p1; & RNA
1.0 g;RNase Free ddH,0 3.75pl, RS 4 M4 42C,
30min;99°C,5min KIENi % 7HE,5°C, Smin; & LAY cDNA -
20CHAEA,

PCR X W& Z I F :cDNA 10n1;5 x PCR 48 M %
1001;

TaKaRa LA Taq B§ 0.25u1;CGI-100 +. F#3IWE
LOW1; RAEH dd H,O #MERFLN 50 w1, PCR U 414K .
94°C 2min,94C 30s,55°C 30s,72°C 50s,30 MEH, BE
T2CIEAH Smin, B 5.0l PCR P ##E1T 1.0% BRASHE BE
AUk (170V ,20min ) 458 .

1.2.2 pMDI8-T Simple/CGI-100 B FifE ¥ CGI-100 H
B MA@ TA A IR 2 FOR pMDI8-T Simple 11,
FACRZ S KIGHT 8 DHS o , M FIRTEHH AMP it ZHHE

M LacZ HEMIFFFENES, A ORMHEMHERE .
LB BRAEFAR b (a7 & pMD18-T Simple SR H¥MEE)
HALF, MR, T A % R EA RO FL T, BIFHE
g, Y EERgibER, 82 EAH pMDI8-T Sim-
ple/CGI-100 ik,

1.2.3 pMDI8-T Simple/CGI-100 M ML RE HEAT
CGI-100 <DNA H& K Bf TS & 3% 28 K% TaKaRa 24
7], {# 1§ BcaBest PrimerM13-47 # Bea Best PrimerRV-M
533 A T

1.2.4 plRES2-EGFP/CGI-100 ¥ B 1% %E pMDI8-T
Simple/CGI-100 [ ki B BamH 1 1 Pst 1 XUHG 41 4k 18
CGI-100 £ F B, & 7wk £ [RIFEAL #E Y pIRES2-EGFP
fki b, ¥9% pIRES2-EGFP/CGI-100 A FEFTRL, RES
A PCR XU B U] #1i ¢ — 5 J7 B %4 pIRES2-EGFP/CGI-100
HITERE

2.1 CGI-100 A B A K Hm AR &3 5%

¥ PCR P4t 178 Be e IS FL UK , 7F 689bp 72
AWALERT I 1 RIEMTEIRN B A, B/
5 Genebank H 2% B9 BER/NFRSF . i BA P BR
THMZEFERE 1),
2.2 MMELEFF pMDIS-T Simple/CGI-100 #%
LS S

JRRLK/NA 3.6kb, Z5H0 58, K/ FF (LI
2)o
2.3 pMDI8-T Simple/ CGI-100 Fa & % % & 2] &
b S 4

ZWFEE,CGI-100 FBIfAIER, Tkt
B (WMFAFN TAKARA A7, MFHRSH
CTS627-2).

— 8O

SO ——

1G0hy

M:DL1000Maker 1:CGI-100

B 1 CGI-100 #E PCR BBk E
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M: GeneRuler 100bpDNA Maker
1: pIRES2-EGFP ki

2: pIRES2-EGFP/CGI-100 ki
3. pIRES2-EGFP/CGI-100 %3 ik

M: A Hindlll DNA Maker
1:pMD18-T Simple/CGI-100 Fik:
B3 =4 pIRES2-EGFP/CCI-100 Hi%RiE

B2 PAMEEZABRA pMDIS-T Simple/CGI—IOO ARk ETEE R E )

CQS1940( pIRES2-EGFP/ CGI-100)
TTAAGTTCTACTTTTCCTCTTATCTTCAAACAGACTCTTCAGCATATAAACTTGAATGGCT
GACACCACCACCATGACCACTAAATTAACCATAGACCAGAAATTGACTCTATCAAAGTTG
CTTTCTTGTATGTTCCGATCACGAGCTTCAAATGCTCTAAGCAGAATTTGTATGTG
CCCACTTTTGCTTAGTCTGGACTTGATGCTGTTGATGGATTCCAGGATGTCTTCCAGTTTC
ATATCCAATATATCTGTGCCAGTAATATATTTCTTCCAATCTTCTTGTTCTTGTGCCTGTTCT
CCCATATTATCCAGGATTAATTCAAAGAAAATCACCTTCTCAGAAATGGTGCTGAATGTAT
TGTCAAAGCAGAACATGTAATCACCAACTTCAGTCTCTACAGTGTGAACTCCATCTGATT
TTCTTTGTTCAAAAACTAAGGTTTTGCCTTCTGGAGAGGCAAGATGGAAATCAATATCTA
ATCCTGCTCCATCTAAAACTTGGTACTCGATCTCCAGCGAGGCCTTCAGGGGCATGGGCT
GGTAGAAGCACTCCTTCTGGCCGGCGGGAAGGGTAAAGGTGAAGTCGCTATCGAGGGA
AGGTGTGAAGCCGGCCGCCCCAGGCAGCAGCACCGGAGGCAGAGCGGCCAGAAGGAG
CACGGGGAAGGGCAGCCAGA

4 B pIRES2-EGFP/ CGI-100 RAEIMNFLEE

2.4 ¥4 pIRES2-EGFP/CGI-100 E M R & R4 ® BamH 1 F1 Pst | #9(£: TAKARA A ] ,CQS1940)

84 I By S (JLE 4),
H 4 pIRES2-EGFP/TIM2 [ kL2 BamH 1
Pst I XEYIE, S8 5.4kb # 0.7kb EH KB 3 %W it

W7, T pIRES2-EGFP Bk RYJH —4% 5.4kb EG

XA (ILE 3), emp24 EHARERE COP I ficop N# K E
2.5 ¥4 pIRES2-EGFP/CGI-100 A &M A% BRSNS WHEEANNEMNE G /REXZ
-4 EHzEREEEEH, TREFAEYIRES 1) 88

H 4 pIRES2-EGFP/CGI-100 W F &R T,
# Blast LLXT, MFE5 RS Genebank AT BIF 51
Se2AFF, B B WA Bk iEwR i@ A 5 pIRES2-EGFP

EANEEMES ) B Y& R S5,
3): MRS E QAR ET, IR EIE
PESIPTANEPUAEAFAE CLIEL 4 BHEAN
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P24A .gp2512 .TMP21 Fil CGI-100, Ti CGI-100 2
emp24 BEARKEYEPRAFEEZMNERD, A
¥ W FR AT R,

CGI-100 & i T A48 1p22.1, mRNA
FF31K 7 3635bp, A\ 113bp A2 F] 802bp A H 4wtS
X, %5 CGI-100 HE , FERAF B R Zi&k
e, AR H Gaslp 5 P24 FE3CEK, Bl Gaslp
AT R RO T emp24 F U3, T Gas1 —#K#
KI5 S SR/ ps3 W— M HERX , 7T LI
A RIS 2 6 B 48 B 5 B A R A 2 B O
T4, A B 3T CGI-100 AL PR M [ i 7% 40 A AP 3RAG 3+
ik, ATHER—N5 K562 iU FEE X MITIREE A
B, WA LR CGI-100 AT ER—EA L YF
REAY E a5 R H A

TR ARERA A RFERAT R,
FE B 5 XREHMNRBEHEIRBRLEN, EFD)
BEMBT R R @ B R A N E QA R LR LIS
T FIFRE, LATVIR 2 R A A P15 BRI & R BE B
X EEREE ) 5 TREMUE BT BT, #B R ABRR
Z AT, EREEIER X EMPATEGTESINE
BRI S IhRE(S 8., 5 LR Fak ke, 2t
R P LOEN R  DNA-RNA-FE AR, BIEE
IXHEE DNA 3155 R B mRNA , mRNA B4 8
BN T4 B B B 4a B0 A9 B A 5, AT AT AR
YIThEE, BRI, 7E R CGI-100 £ K EF A, &
FIEHRW cGI-100 EHKINEE, BIEREEH ORF
FBRTREZRABE L, SR EBAFRNEY
TR R T MHAY R, —BABREAKAE
S EPRIRETZERERA R, BE
ARFTEBOHTRAARERH, REHERSRKT .S
RIEHERK, ot Bl R ERE A4
BIESCHEAEYEEER , A ERITEIEE I
T, s e fin TR A% A YR e 709, Ik, AEEE
REAEHENEAFRURAR KA ERE, HRE
HWEEERIER,

BHRMWEE CGI-100 HFE M B FIA BB,
RAT—SHRREFEFREGMIERE ERERITT
—ANEEREM,

2 % x W
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