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ABSTRACT Objective: To construct the full-length murine DLL1 eukaryotic expression vector with green fluorescent protein
(EGFP) and to express the gene intumor cells. Methods: full-length DLL1 ¢cDNA was synthesized by RT-PCR with specific primers and
cloned into pIRES2-EGFP vector to constrcuct recombinant plasmid. The constructed vector was verified and then transfected into
murine B16 melanoma cells. The transfected cells were selected with G418 and three green clones were chosen. The expression of DLL1
was detected by RT-PCR at mRNA levels. Results: The full-length DLL1 ¢cDNA was successfully inserted into pIRES2-EGFP eukaryotic
vector. B16 melanoma cells were transfected with recombinant pIRES2-EGFP-DLL1 plasmid by liposome. After selected by G418 and
fluorescent microscope, clones of which more than 90% cells were green protein positive were obtained. RT-PCR was perform to further
analyze mDLLI expression in transfected cells. Conclusion: pIRES2-EGFP-DLLI1 eukaryotic plasmid was successfully constructed and it
can express in Bl6melanoma.
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1.2 A&

121 /MR DLLl EE LK F BT 1 P& GenBank
(NM_007865) H/AAiff)/INE DLL1 JERH 741, 4ty X 4K 3t
2280bp, FI| FHAE W15 B 2= 5K o3 1 B s i 4 G 5 1, o — B 5
o8l ¥ .5-3GAATTCTAGGAGAGCAAGGGC;3' ¥
5'-3'3TTGGGTCAGTGCAGTACTGGCCT; 45 —EtB|¥h 5
W :5'-3GAAAGGCCAGTACTGCACTGACCCAAT;3' i .
5'-3'GGATCCACATCGCTTCCATCTTACACCT. 745 —Ef 5'
BEINEGEYIA & Ecorl , 7655 —BE 3' vy M E] 7,5 BamH1, L/
RS Z cDNA it ifif T PCR 734, PCR 44 FiiAsH:
94°C 5min, 94°C 30sec, 50-60°C30sec (& )& #f ) ,72°C 1min 3t
HEAT 35 AMGIR, dweJa A T2°CIEAf Tmin, 4734 55— B SE
B, o3 lan 44 D1 ORI D2,

122 BWEEEZFRIEZE pIRES2-EGFP-DLLI [ HtiE
PCR #5431 B b5 v Be e 10g/L BEeAH eIk, M TaKaRa
DNA B MG G4 E UL, [mlic PCR =49, I3 1 va b
A pMDI8-T # &, 15%] pMDIS-T-D1 FI pMDI18-T-D2,
pMDI18-T-D1.D2 Jfi ki Fl pIRES2-EGFP # {£ 4351 Fff EcoR I |
Aval Fil BamH1 JF47EFY), MUCTE BB, $eB8W H 1) F B oy
S 24 1,844 1y 1, Solution I 5p 143 10p 1 KR F 16TC
4 2h, Ak XL-10 RIBFFRIESZES, I LB Jifig 37°Cad
T PRI b | S ARCH 1 i FH /DN Sk ol 6 ST & B2 Ok, 4K J5
EcoR | \BamH1 XUfFJ) % , BEIUERA 9 kL% iR TAY)
TR ARG A R 7 %5
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37°C 5% CO, G FRAE T H R FRZ 16 /N, Fralffid: ik
70% ~80%gl A i, TG . Tohutkr 1640 Brgkt, %
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YT BRI B rERERR Y K7 .
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1. ml Trizol, & 5] J5 2 IR E 10 min LA 2000 1 5005 B2 4R
¥ 15 s, I FE 3 min, 4R )5 4 °C, 12 000 r/ min Z.0> 15 min,
WeAE B 5000 1 T EE, T4 °C,12 000 r/min #5.0> 10
min; FE B, PUEM 75 % Mm% 2 ¥, 7 500 r/min &5.05 5
min, 7 B35 25T 5 min, FIEATIER T DEPC AbHE/K
W EAM I GE I S 8 TakaRa S SRR G A
4 B cDNA J5 ] DLLI 55— Bz #9751 9748 RT-PCR, %l B16 4
Marf DLL1 £:PH7E mRNA /K F-13535

RS
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Figurel agarose gel electrophoresis of PCR amplification products of

DLLI fragments.
note: D1 product of first fragment(613bp); D2 product of second fragment
(1590bp); M. DNA marker 2000
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Figure2 Identification of pIRES2-EGFP-DLLI and map of the plasmid M
DNA marker A
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3 RHEMEWE Blo MR EITIHERIA(200 15) A
pIRES2-EGFP [ ; B #:t pIRES2-EGFP-DLL1 fi#i;
Figure3 A mouse B16 melanoma cells were transfected with
pIRES2-EGFP; B mouse B16 melanoma cells were transfected
with pIRES2-EGFP-DLLI1. Photographed under fluorescent

microscopy, magnification x200

B16-GFP B16-DLL1
4 RT-PCR %7 DLL1 EF 7 B16 =M H mRNAKER
FKix

Figure4 Identification DLL1 mRNA expression by RT-PCR
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52 B 45T CREB #1 NF-k B ¥ p38MAPK T A it LI I SR AN yS Ak (VR L B A5 B 22 TP e S 40 3% Ak b p38MAPK
MG T FIBBWNIER . Ak B REFE SPF K EUE 86 T A0, 1% 1F 5 41 SP il 4l (SP 41,107 mol/L). SP #llj#%
+SB203580(10 p mol/L) FHHF p38MAPK #H(SP+SB #).SP #ilii + PD98059(10 p mol/L)FLHF CREB £H(SP+PD #1).SP i + SN50
(10 u mol/L) FHWF NF-k B (SP+SN 41), WB 3. ¢tk ELISA BeA& il 12 h 1 24 h I} p-p38.p-CREB NF-k Bp65 7K &
GFAP TNF- \IL-1B /K-V21k. 855 :SP 4 HE 2L T4 p-p38.p-CREBNF-K Bp65 & 3 T , GFAP /K- i 44 & , ] iy
TNF- f IL-1B /KF i 21055 . 55 SP 41 Hef, ] SB203580 PHIET p38MAPK i i )5 , SP+SB 4] p-p38.p-CREB NF-k Bp65 I 2%
i, GFAP  TNF- fil IL-1B /K- . 22 %48 . Fl PD98059 [{1I7 CREB 3@ %) , SP+PD 41 p-p38 .NF-K Bp65 G %75 {k,p-CREB .2
FEAIS, GFAP ZKT-FEAIC, [AIAF TNF- f1 IL-18 7K-F-F&AIC. FH SN50 BT NF-k B 3 fift J5 , SP+SN 21 p-p38.p-CREB G it %454k,
NF-k Bp65 {2 FHIL, GFAP KRS, RIS TNF- A1 IL-18 /KSF-FEAK. 518 AARAME R v, SP 5 686 A2 W s o 400 i J 350
k., p38MAPK &4k /531 CREB J& NF-k B {55512 S HU T AIAE R PR F /K P B & T

R ETE R TR s % 4k ; p38MAPK ; CREB; NF-k B
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