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The effect of VEGF-A mRNA expression in neuroblastoma with VEGF-A RNA interference. ZHANG
Yan-bing, LIU Zhao-yang, LU Qi, et al. Hunan Children’ s Hospital Department T of General Surgery,Chang-
sha,410007 , China

[ Abstract] Objetive To construct the expression VEGF-A of the short hairpin RNA eukaryotic expres-
sion vector, and mediated through its role in RNA interference research on human neuroblastoma cell line IGR
-N-91 cells in the VEGF — A the mRNA expression. Methods According to VEGF — A ¢cDNA sequences
synthesis two pairs of oligonucleotide ; then annealed respectively, inserted into the eukaryotic expression vector
comprising the recombinant plasmid. Recombinant plasmid for PCR, sequencing and identification of validated
screening by Western Blot, and then will be screened from the best RNA interference plasmid transfected hu-
man neuroblastoma cell line IGR-N-91. The total RNA extracted when the plasmid was transfected for 48h,
then reversed to CDNA. By semi — quantitative RT-PCR of VEGF-A mRNA expression levels were detected.
Results We successfully constructed eukaryotic expression vector containing VEGF-A RNA interference frag-
ments. The recombinant plasmids transfected into human neuroblastoma cell line IGR-N-91, which VEGF-A
mRNA was overexpressed measuring by semi-quantitative RT-PCR. Conclusions We successfully constructed
eukaryotic expression vector containing human VEGEF-A RNA interference fragments. The recombinant plas-
mids transfected into human neuroblastoma cell line IGR-N-91 significantly overexpressed VEGF-A mRNA .
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Table 1 The sequence was designed and synthesized
e ekl e 2 e k2
Psc287 TCGAGAAAAAA aaGTGGTGAAGTTCATGGATG TTCAAGAGA CATCCATGAACTTCACCACHt A
Psc288 TCGAGAAAAAA aalGCAGACCAAAGAAAGATA TCTCTTGAA TATCTTTCTTTGGTCTGCALt A
PscNC TCGAGAAAAAA TTCTCCGAACGTGTCACGT TTCAAGAGA ACGTGACACGTTCGGAGAA A

5k pGCL-GFP 28 Hpa 1 A1 Xho T XUfigY] , 1]
PN BEAL AT IR P Bl K™ ) A e B a1 [l
WUSIR A28 T4 DNA 4 3B 504 8 BTk

= HAARORY RS S E Bl

W AR TR i AL SR AZ S KA FF R DHS o, YR A
AMP F-#i 8] # T 37 C 5% CO, 53746 ik w5
F5, PRI B ERET 3 ~5 mL LB B5 57 (AMP 249k i
50 mg/L) ¥k K 7% 16 ~ 18 h i 3 5 24 W) oo f
/NiERh AR R Ul B B R E Rl 3R PR JS 42 PCR
Y SEFFIMF o 25 JAE )5 v FH Qiagen 23 7] Plasmid
mega kit Fi4RFRL, % 5E S5 —20 CRIEEMY . #
VEGF-A 1 R Tk 43 7] 5 psc287 ., psc288  pseNC
AL 203 T 21 fifd hi ] Western Blot i 126 1) il 550U R
AH S 1) SR

VY EE A RS e A\ P2 B4 iR 40 e IGR-N
-91

REYLRT 1 d, %5 IGR-N-91 it 0. 25 % fi
b, 40 H FH 35 I35 B SR AR B, 4% 5 x 10°/FLIEFP T
24 fLtRP . MUK EL 2 x 10° /4L, W 2 85 37
WO HIAE M ) DMEM/F12 5 HAE e 4 2 ~
33,510k 0.5 pg/fl. 1 pg/fL.2 pe/fLETRAEA
& IfiLyE ) DNEN/F12 3535 5+ 5 Lipofectin2000 ( i)
H Invitrogen 24 F)) #% 1: 3 IR A, E i T A 30 min
JE % IGR-N-91 2 ffd, BARERVEF R {4 Lipofec-
tin2000 GRS P A T, [) i 15 B AR e Sy BRI P XoF
MBS 3(n=3), T 37 C,5%CO, {iFHH
WEEFE 6 h J5We 2 B3l I AIE & (R BRI B 37 W
k2R 48 h 50 WA TSI

. RNA #hi2

FA N 24 LR EEIF,2 000 g5 min &0
FEFIEFRUWL, S5 ~ 10 x 10° 40f /i A 1 mL TRIzol,
FARS IR B I IR AT 240 LV A VB F A — 38 )
Erpo ZRMEE 15 min, AR A S IMA 0.2 mL
A5 (5 1 mL TriPure) , J2 4% 15 s, HRFHF 2 ~

15 min,12 000 g.15 min, 4 C, RN =M, %
FREROKHEBAT —ELE T, A 0.5 mL 5
NEE, HETRS), FilEH S ~ 10 min, 12 000 g,
10 min, 4 C, 3¢ Fif. A1 mL 75% W5kG , 7847 1R
%], 7500 g.5 min, 4 °C, 3 ¥, AT, A DEPC
JKEE B RNA ki 55 ~60 °C,15 min, MG Ayg a0 Lb
{BLS R i% 560 cDNA, UG s BT FH 5 1 90 S BEBIL S |
YRAET -80 C,

. R RT-PCR

Lo S w5 1 9

VEGF-A1

Froward ;5 -CTTGCCTTGCTGCTCTACC-3"

Reverse ;5 - ACACAGGATGGCTTGAAGATG-3’

PHE R TR /N 200 b, £ 48 ¥ 51 RS R TT AR
HEEUR WAl

VEGF-A2

Froward ;5 -cagcgeagetactgecatccaategaga-3’

Reverse:5’ -gettgtcacatctgeaagtacgticgtita—3’

PR WM 547 bp, #5313 #L7 51

®2 PCRIAR
Table 2 PCR components

cDNA 1 pL
319 2 pL
Max mix 12.5 pl
KK 9.5 pL
SMAFR 25 pL

® 3 PCR A

Table 3 PCR reaction conditions

95 C 5!
95 C 30"
3¢ 30 25  cycle
72 C 25"
72 C I
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Froward :5’ -GGACCTGACCTGCCGTCTAG-3”

Reverse:5” ~TAGCCCAGGATGCCCTTGAG-3”

TERNZ 8,538 7 BoR/I o 100 bp
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2.0 pg/fl

3 2SR PCR P2 WK 4 psc287PCR 724 JKIE 5 psc288PCR =4,
B2 WB ks, o] i psc288 X} VEGF-A A & & il ;

1.0 pg

3 EEJuié

NG G psc288 Jik 48 h 5 Y IGR-N-91 41Jifg, 100 x ;B 4 VEGF-A ) mRNA Fik i B e e BORL & 1938 2 100 7+ 5
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Figure 1
between 250 bp to 500 bp is visible;

o’

KABFFIEN T IR e K 2 % R Sk
LA AR B 22 6 0, e 8 1y 8 7 B 5 e 8 2
MAS BB R IEARE ) T VEGE J2 g 37 £E 1M
B R S R T [RVRE , 25 1 S g
22 TR0 J 98 L5E 30 4300 K 4 VEGF {235 4 fry 14

Sequence is negative control, Marker, empty vector PCR products, psc287 PCR products, psc288 PCR products. Stripe
Figure 2 VEGF-A was significantly inhibited by psc288;
successfully transfected after 48h IGR-N-91 cells under a fluorescence microscope was bright green, 100 x ;
A mRNA expression increased with the increase in the amount of transfected plasmid
creased with the increase in the amount of transfected plasmid.

Figure 3 psc288 plasmid was
Figure 4 VEGF-
Figure 5 VEGF — A mRNA expression in-
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