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Abstract Objective To construct a eukaryotic expression vector containing mouse IDO gene fused with

enhanced green fluorescent protein pEGFP-N1  and its expression in immature DCs. Methods The full-

length IDO gene was obtained from mouse by RT-PCR and was inserted into eukaryotic expression vector pEG-

FP-N1. After identified by restriction digestion and sequencing the recombinant pEGFP-N1-IDO was transfect-

ed into immature DCs by DOTAP liposome. After screened by G418 the green fluorescence protein expression

in immature DCs was observed under inverted fluorescence microscope and the mRNA and protein expressions of

IDO were respectively detected by RT-PCR and Western blot. Results The full-length sequence of IDO was

successfully inserted into the eukaryotic expression vector pEGFP-N1 and confirmed by restriction digestion and

sequencing. The recombinant was successfully transfected into immature DCs and the IDO gene was expressed.

Conclusion The eukaryotic expression vector pEGFP-N1-IDO was constructed successfully and IDO gene

could be expressed efficiently in immature transfected DCs.
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DO pEGFP-N1-1DO

IDO IDO
IDO

1.1
DH5«x
pEGFP-N1 ClonTech RT
Fermentas PCR Toyobo RNAiso
Tag DNA T, DNA Kpn [
Bgl pMD-19T
TaKaRa
RPMI1640 FBS Gibco
GM-CSF  Peprotech DI2000 DNA Ladder
DOTAP Roche G418
co FITC-MHC [ mAb FITC-CD80 mAb FITC-CD86 mAb
PE-CD11cmAb eBioscience IDO Santa
Cruz HRP IsG
1.2 RNA cDNA
15 d BALB/c RNAiso RNA
Fermentas RT 70
C 5 min—37 C 5 min—42 C 60 min—70 °C 10 min—
cDNA PCR
1.3
1.3.1 5"-AGATCTCGCCACCATG-
GCACTCAGTAAAA TATCT-3’ 5"-GGTACCGGC-
CAACTCAGAAGAGCTTT C-3'

Amres-

5 Bglll Kpn'l
Kozak CCACC TaKaRa
1.3.2 IDO ¢cDNA PCR 50 pl

cDNA I wl 10 xPCR
mmol/L 1 pl

5 pl MgCl, 3 pl dNTP 2.5
10 wmol/L 1 wl KOD plus Taq
250/ pl 1 pl H,0 50 pl 94 C
52 min 98 °C 10 s 54 C 30 s 68 C 40 s 35
72 °C 10 min PCR
1.3.3 pEGFP-N1-IDO
PCR A 1%
pMD19-T simple vector TA
DH5«a
DNA TaKaRa
pMD19-T-IDO simple vector Bgl Il /Kpn |
1243 bp pEG-
Bgl Il /Kpn 1
4 700 bp IDO
16 C T,

Kana

FP-N1
pEGFP-N1
DHS5«a
Promega pEGFP-N1-IDO
Bl 1l /Kpn |
pEGFP-N1-IDO TaKaRa
1.3.4
7-9 BALB/c
75% 5 min
PBS
400
RPMI 1640
2 x10°/ml mGM-CSF
50 U/ml 37 °C 5%CO,
1.3.5
100 wl 0. 1 mol/L PBS
1 x10°/ml PE-CD11eMHC I mAb 2 pg
FITC-CD80 2 pg FITC-CD86 2 pg  FITC-MHC II
2 g 4C 30 min
PBS 2 000 r/min 3 0.4 ml PBS
CDl1lc MHCII CD80 CD86
1.3.6
pEGFP-N1-IDO 5 pg HBS
50wl 30 pul DOTAP HBS 70 pl
15 min HBS 100 pl HBS
2 ml PRMI1640
70 % 25 ml 37 °C 5% CO,
8h 10 % 24 h
200 pg/ml G418 48 h

36 h

1.3.7 RT-PCR DO
pEGFP-N1-1DO
RNA Fermentas RT
¢DNA PCR

pEGFP-N1
RNAiso

PCR 50 pl
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cDNA 1 pl 10 x PCR 5wl MgClL, 2.3
3ul dANTP 2. 5 mmol/L 1 pl 10 pwmol/L
1 pl KOD plus Taq 2.5 U/pl 1 ul H,O 50 wl 3
94 °C 52min 98 C 10 s 54 C 30 s 68 C pEGFP-N1-IDO
40 s 35 72 C 10 min B-actin pEGFP-N1
480 bp PCR RT-PCR DOTAP
1% 4
1.3.8 Western blot IDO
20 pg SDS-
PAGE PVDF 5%
2h  1:200 4 C PBST 3
15 min 1:5 000 HRP IeG 37 C
1 h PBST 3 15 min DAB
2
2.1 1IDO
RNA RT-PCR
1243 bp 1 1% 3 LM x200
pEGFP-N1-IDO 2 By -
/Kpn 1 DO
pEGFP-N1 IDO
pEGFP-N1-IDO
1 2
ke i
2 000 bp—|
1000 qu <1243 bp
750 bp—| 3
500 bp—
250 bp—
100 bp— =5 :
1 DL 2000 2 IDO 4 pEGFP-N1-IDO
1 IDO RT-PCR x 400
1 2 3 4 2.4 IDO mRNA
pEGFP-N1-IDO
Yy RNA DO 1243 bp
6357 e Eg B-actin 480 bp pEGFP-N1
2322b
3027 bp 150008 RNA
e EE: B-actin 480 bp DO
pEGFP-N1-IDO mRNA
5
1 N-Hindll 2 3 pEGFP-N1-IDO M " 5 5
4 DL 2000
2 pEGFP-N1-IDO Bgl 1l /Kpn | 3 300 b
p*}
1200 bp— <—1 243 bp
2.2 800 bp—
500 bp—> 480 bp
CD80  CDllc 8.81% CD86 200 bp—
CDlI1c 9.92% MHCII  CDllec M NHindll 1 5
8.19% CDIle 65% ~70% MHC-II DO wRNA 3
CD86  CD80
5 imDCs IDO mRNA
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2.5 IDO
Western blot 47 x 10° " EGFP
GAPDH pEGFP-N1-IDO GFP GFP 35
42 x10° IDO
pEGFP-N1 RT-PCR
6 DO TA T
EGFP-N1-IDO
o pEGFP-N1 pEGFP-
NI-IDO PCR PCR
1 2 3
EwsE '
PCR
1 2 DOTAP
3 G418
6 Western blot pEGFP-N1-IDO RT-PCR Western blot
IDO
mRNA IDO
IDO
3
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