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[ Abstract ] Objective: To investigatethe expression of Neuritin in non-small lung cancer-vascular endothelial cells
( NSCLC-VECs ) and its potential role in the development ofvessels in non-small lung cancer. Methods: We have cultivat-
ed and identified NSCLC-VECs and human pulmonary microvascular endothelial cells ( HPMEC ) by using anti-Factor VI
and CD34 antibodies. The expression ofneuritin in these cells were examined through RT-PCR and immunoblotting.
Results: After pressurized filtration, we obtainedstably passaged NSCLC-VECs and HPMECs, which express endothelial
cells specific markers FactorVll and CD34. The level of neuritin mRNA in NSCLC-VECs is significantly higher than that of
HPMEC] (0.95 +0.09 )us( 0.64 +0.05 ),P <0.05 ]. At protein level, neuritin expression in NSCLC-VECs is more than
4-fold higher than that in HPMEC[ (1.15 0. 11 )us( 0.27 +0.14 ),P <0.05 ]. Conclusion : Neuritin isoverexpressed in
human NSCLC-VECs andmay contribute to tumor angiogenesis. The differentialexpression also suggests that neuritinis a
potential therapeutictarget fornon-small cell lung cancer.

[ Keywords | neuritin ; human non-small lung cancer; vascular endothelial cells ; tumor angiogenesis

[ Chin J Cancer Biother, 2015, 22( 3 ): 326-330 ]

Neuritin, X FR A AT 8P LA 15( CPG15 ), TN Bz 4 M S AR N T ZH A AS P R AR P B 3 s
JE: 1993 4E i Nedivi 25 ' M BV ©5 cDNA SCJ P i
WHEE RN, Z RIS SR NI ZT0H) (ema ) A B0 B 5 2 No. XIC201159). Pro-
FEIE 2 T A AN M A3 Al FEIE LA B 2 il jeet supported by Scientific Research Tnovation Fund of Xinjiang Medical
(o] ¢ PR TR A et 2 2 B AR S IF ST . B WIE Universitg No. XJC201159)
GEIRA, K3 Newritin £ SC PR RIALLT T | FSAR L TR - 2 BB T B
STV 7 EBRR AR BRI | ) i G 1 comepnding st ) E-mal teeni25@

AN IR ] O S N W R (S ¢ N S 1|




5KIFF , 5. Neuritin 75 A AE /N A L8 P9 K2 400 v B 26

© 327 -

AT, [FET Neuritin £ 12 Notch {5 5 &2 1)
8 A5 0 i Noteh {5 5 i AR 78 224 1L
A AT FE G/ IN BSOS A b s 50
BRI A B RGO, AR A M e R UIAR OG o I
Neuritin FJ &5 g 1045 A& AR ARG , 2 e 1 4 A& A=
B — 9] 9 PR

AW SEAERT B I A LAl L 3 5 20 8 5
ARG HE e S e N AR /)N At i g 10 A8 P B2 A i
( non-small lung cancer-vascular endothelial cells,
NSCLC-VECs ) K A fili fal it A P9 Bz 248 M £ ( human
pulmonary microvascular endothelial cells, HPMECs ),
LW H RT-PCR J Western blotting 45 AR A& K J2 85 H
JKFA I NSCLC-VEC ' Neuritin #3235 7K ¥, %]
ARV Neuritin 5 /N M fifiJ83( non-mall cell lung
cancers , NSCLCs ) 1. %% & 4= i & & , N )5 %2 Neuritin
VE IR BRI 5 S (AL BL A

1 #MEEFZE

1.1 #RA Aotk A E 29X F)

NSCLC KARBRAS 1 47 i B B R 27 B I i g =
Bedtfit, HPMEC 4 bkIA H ATCC A W], R4 LT
W4 A [ Gibeo 23] o IV RG-S 1 2R A I H 3¢
[ Sigma A F] , Factor IFLAIY H ¥ [E Abcam 23],
CD34 Hiik 5 — i B i A AL Y B HRP)FRIC Y
FhiR 1gG-HRP Hifk bt X GAPDH £ slEHiik
Bilg A REEFERAEYBEARA R F], PCR A &1
H TaKaRa /A ], TIRzol i34 H 32 [# Invitrogen 2
A, W SRR &1 [ 55 [ Promega /A F], A Neu-
ritin B ST FEPUAR N 2 [ RD A ®) 72 4, PCR 519 th
B R S NS S PS F/Ai R 9 A
1.2 ZmpesEi5 R

NSCLC 20 23 Jo i BRI i s A 4 °C FiA 1Y
F12 KR  ARIR R AF T AR R = . O 4%
PF T B il 4 2, B 9 PBS S 2 ok, 3%
BEA)IR BRI I, JCTE 200 H ARG 93 0 L U 4E b
TUBE A BE IR, A 0. 2% 5 A 15 ml, %
TR IEAL 90 min; JCHE 200 H 857 /i 841 22,
WA I ETTE 0. 5% e )5t 37 C AL 90 min, JCI
500 H AN I i , B KRR A B8 I )2 5 Pk o o
TR U, B GG & 5 B HFER 100 U/ml,
20% JRAFE I 1) F12 35 3R i n 35 R LN, PR i 4
BLRGs 5 15 5% MU H 4% fil, A 37 °C 5% CO, 97
FNIEFR. B2 ~3 d IR, JF A B W
W5 NSCLC-VECs (94 K IFAE 4. HPMEC 4 il 4
T 20% MR- G 1) F12 B ik AT i 9% TP AE K &2

70% 4 1t 2% B Je A% 4G
1.3 %y % & F &I 4L NSCLC-VECs % HPMEC
ERE TS

# NSCLC-VECs M HPMECs %7 F 6 LA,
WEIR R 22 vh W vh Uk 3 WG 4% Z R WP EE [ & 10
min, F0.5% triton B 15 min. 5% F LV B 1]
30 min, EFREIASE A Factor IIFLIA K2 CD34 $iik
4 Cid®( 1:200 ), Y H FITC Frid —Fi( 1: 500 )=
TR E 1 he 5 pl/ml A9 DAPL £ 4414, PBS
THUE 3 W RRIR S mine UK E R RIE A, FEROG
LI A R T A TSR
1.4 RT-PCR # @l NSCLC-VECs % HPMECs ¥
Neuritin mRNA #9 & A& K -F

VPR Fa 5 15 R 1Y NSCLC-VECs X HPMEC 4
JH, FIH TRIzol 5442 40 i B RNA, 43 51 LA b3 5
RNA 5 pg MK, L Neuritin %& [H 5] 4 ¢ 51 I
GAPDHZ| W )7 %1 # 4T RT-PCR. Neuritin 3 K 5| 9
JFH) AR : Neuritin-F, 5'- CTCTCTGTGGTGCTGATG-
GAGG-3'; Neuritin-R, 5’-TTGAGCAAACAGTCCGA
AAAGC-3', GAPDH AN Z M, 519 )% % 10 T
GAPDH-F, 5’ -GCCACATCGCTCAGACACCATG-3" ;
GAPDH-R, 5'-TGTGGTCATGAGTCCTTCCACG-3',
RT ¥ :94 C 4 min, 1 PMEI. PCR X N:94 C
30 s, 58 °C 1 min,72 °C 40 5,30 PMEFR, 70 5¢
B8 PCR PZWIFE 1.5 % B BEWE 6 I FELIK , 7E 56 I L
BRI S T, TREL 3 K,
1.5 Western blotting #] NSCLC-VECs & HPMECs
¥ Neuritin & & 8 & A

100 wl RIPA 2 it 24 i i H2 M A0 A S 2 1, R
BCA a5 & 25 VR BE . B AL 30 pg S5 4R
F1, FLUK B FEL K 23 B8 5 B 1 P P 2R i R 2T A 35
1 ,5% E W E ] 1.5 h, LA Neuritin Fo4&( 1: 300 )
1 GAPDH HiiA&( 1:1 000 ) 4 CWHE LK. it
F IgG-HRP —4i( 1:2 000 )FEHEIFE 2 h, Tk
Ja W WAL, {f H Image-pro BA-XT 45 HEA T I E 43
Mr, i H S5 GAPDH By HMH. 28 E 3 K.
1.6 %itzan

K HI SPSS16. 0 et 8, it Bk L x £5 R
7, PR IRI R A R A ¢ K56, DL P <0.05 =% P <
0.01 XIREFALGITFE L,

2 & R

2.1 NSCLC-VECs % HPMECs #9 % & & %
2500 R 0 e B 5E 12 10 1) NSCLC-VECs 248 182
A MR K, Yok, D FnT W2 e K =MAE.



+ 328 -

o [ g A a4 2015 4R 6 H ,22(3)

HPMECs 4l =M, 52 40 i 2 Bl b A A FHE

B B O Y (O I R R BB L B4 A

(E 1) &, N YRR IS Factor AL 4

DAPI dyeing

-

=

9]

o

Factor VIl dyeing

N CD34 Prik ik Tanfpse, B 4% (5 ) ; DAPL £
TR, B G5EO0,

DAPI and Factor VIl dyeing fusion
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Fig. 1 Observing expressions of FactorVll and CD34 in NSCLC-VECs and
HPMECs under laser scanning confocal microscope ( x400 )

A :Expression of FactorVl[ in NSCLC-VECs;B: Expression of FactorVll in HPMECs;;
C:Expression of CD34 in NSCLC-VECs; D: Expression of CD34 in HPMECs
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Fig. 2 Expression of Neuritin mRNA in HPMECs
and NSCLC-VECs by RT-PCR
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Fig.3 Expression of Neuritin in HPMECs
and NSCLC-VECs by Western blotting
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