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[Abstract] Objective:To produce a full molecule human anti-c-Met antibody with genetic engineering, and analyze the biological
activity of the antibody and observe its influence on proliferation, migration and invasion of nasopharyngeal carcinoma cells.
Methods: We designed a primer for amplifying the variable region of anti-c-Met Fab antibody. VH and VL genes were cloned into
pFUSE-CHIg-hG1 and pFUSE-CLIg-hk expression vectors, respectively, and were both transfected into eukaryotic cells. The
expression product was purified using protein A column. The identification and immunological characteristics of antibody were
analyzed by enzyme-linked immune sorbent assay (ELISA), Western blotting assay and immunofluorescence assay. The inhibition
function of the antibody in nasopharyngeal carcinoma cells was analyzed by CCK-8. The effects of the antibody on the invasion and
migration of nasopharyngeal carcinoma cells was determined by wound-healing assay and Transwell invasion assay. Results:The
results demonstrated that the full molecule human anti-c-Met antibody was successfully produced, and the antibody effectively
recognized c-Met protein. In nasopharyngeal carcinoma cell experiment, CCKS8 assay demonstrated that the antibody played a
significant role in proliferation of CNE2 and HONE1. Wound-healing assay and Transwell invasion assay demonstrated that the
antibody could suppressed the migration and invasion of CNE2 and HONEI. Conclusion:In this study, full molecule human anti-c-
Met antibody was established successfully and has obvious neutralizing effect. The antibody is expected to become a candidate

molecule for molecular targeted therapy of nasopharyngeal carcinoma.
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Figure 4 Combination of antibody with cell specifically by immunofluorescence microscopy
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Figure 7 Effect of antibody on invasion of cells

B R A IR TE 5 R B v 38 2 Bk i
JEFRIE , H A5 MR iR R EE IR 03 kL B
Reame b B B U AR O 14

S 15 5 B DA TR AR B AR P v 2 R AR
P c-Met Fab FLiA , ARWFFE AFL c-Met Fab Pridhy
R 812 v e i m A8 X RR 37 FH R R B Ak T
Mo T AW E AR @ 20 FHUR IR A, 1E
293F Hiiffirh ik, gt B ok R GRS = Al
MBI  ELISA TESE 2 0 F iR 5 c-Met S H M
Z A BT IR ZR |, Western blot A4 it S0 285
HESLIGIE LAY T4 e-Met HUARL S c-Met 5 5
PEZEA, RIS AT LU RS0R T o-Met 764 i 23 6]
e

TEAMFSE CCK8 28, HUiAuk i 5 S FH
0 6 174 156 AT 71 o3 2 B — S PR AR O &R, 4
O3 FHURWTE R 400 pg/mL I, HTAEXS CNE2 Al

HONE 2 Jfd () 3 FE A ] R Y i 30%, hixf A%
ik c-Met ) SUNEL #II 56K I W 25784k . 7E40 ikl
JESEE T HUAVER] 24 h )5, o-Met BHPE4H M i %) 9
RA B /NT o-Met IPEZHMIL(P < 0.05), Tran-
swell RZELI T FUARVERG , SAINBUARL A L,
c-Met [FH4 200 0 17%) %3¢ I5E 248 B 50 S o /D (P < 0.05) ,
1 SUNE1 4L A ULEA 5 2551, DL P98 45 S 3R i
WRE (453 FHL e-Met LA ] LLBH AN c-Met BH
P S MR R A M 3G 5 E RS FR 2R . HET A+
B ) YR YT R S G RIA T S P i — AR
], BIE e-Met SC/F AT LAAE by S0 96 207 S )Ry T
H ) — BT AT R RE S T v R AR 2 2% 4
AN,

KIFGEIEAEHT c-Met Fab HISEERE Tl 524
NIEHT e-Met $UiA, MhUAER I iR, et
i, i H A FHUART LIS Fe Z A S 0EY)



£ 692 - Moa BB R o R

5 36 455 6 1
2016 46 H

BN 351, Fo BT LUAE SEPESE AL 14 K AT
1269 Fe S RTTHHIAR AR DA, BT A K
T 20 R TR Sl 7o 7 5 20 1124
pli ),

HT LT, 20 ANIRYL c-Met HTIRRE A
VRS A= W0 24 B4 T T S A B4 23 TR 1] 367, el

I R BB 2R, A BT AY B ) P E 1 0RS
TRTT SN AR 2550 5, R AT N RO, B
T IR AR PR | Sk s R I PRI Y 7 R A3 T — A
L3 SR 0N CS 7 e i

(5% 30#]

[1] Farias TP, Dias FL, Lima RA, et al. Prognostic factors
and outcome for nasopharyngeal carcinoma[J]. Arch Oto-
laryngol Head Neck Surg,2003,129(7):794-799

(2] ETWe A 77 B S IE R[], YL
FrEE25,2010,41(3) . 78-80

(3] FRLLE, EAT. S ARSI PRI e (7). 1l B e
2R 2013,40(9) : 662-665

[4] Oshima Y, Yajima S, Yamazaki K, et al. Angiogenesis-
related factors are molecular targets for diagnosis and
treatment of patients with esophageal carcinomal[J]. Ann
Thorac Cardiovasc Surg,2010,16(6) :389-393

[5] Matsumoto K, Nakamura T. NK4 (HGF-antagonist/angio-
genesis inhibitor) in cancer biology and therapeutics[]].
Cancer Sci,2003,94(4).321-327

[6] Ma PC, Schaefer E, Christensen JG, et al. A selective
small molecule c-MET inhibitor, PHA665752, cooper-
ates with rapamycin[J]. Clin Cancer Res,2005,11(6):
2312-2319

[7] Deckert PM. Current constructs and targets in clinical de-
velopment for antibody-based cancer therapy[J]. Curr
Drug Targets 2009,10(2):158-175

(8] & #,T =, K%, % FEEMIH Met NIFIER
TAEHUA scFv BT SHREIT ). v E R AR ia
JT4%75,2006,13(6) :417-422

[9] Chen X, Ding G, Gao Q, et al. A human anti-c-Met Fab
fragment conjugated with doxorubicin as targeted
chemotherapy for hepatocellular carcinoma [J]. PLoS
One,2013,8(5) :e63093

[10] Maulik G, Shrikhande A, Kijima T, et al. Role of the
hepatocyte growth factor receptor, c-Met, in oncogenesis
and potential for therapeutic inhibition[J].
Growth Factor Rev,2002,13(1):41-59

[11] Bottaro DP,Rubin JS,Faletto DL, et al. Identification of

Cytokine

the hepatocyte growth factor receptor as the c-Mct proto-on-
congent product[J]. Science,1991,251(4995) .802-804

[12] Mizuno S, Nakamura T. HGF-MET cascade, a key target
for inhibiting cancer metastasis:the impact of NK4 dis-
covery on cancer biology and therapeutics[J]. Int J Mol
Sci,2013,14(1):888-919

(13] Br 6,2 1, A0 Ems, 5. P4 E K I T2 AR f sk
B A TR - S2AATE AR P 3Rk R R 38 L[],
HEIFIBAMEHRE 2012, 18(6) :447-451

[14] You H, Ding W, Dang H, et al. c-Met represents a po-
tential therapeutic target for personalized treatment in
hepatocellular carcinoma [J]. Hepatology,2011,54 (3):
879-889

(15] £ W XIBE, B/, 55 AR TROP2 222 T4l
LG B LA 3 B 0] IR N 988 200 0 434 5 A 0 o 6 [0 ).
PR ERF R A2 R (A SRR ,2014(7) : 863869,
882

[16] #h b N> FHURTER I IG T BRI ()], 55
g ik, 2003, 18(1) : 71-75

(17] B YL 8RB, 2 055, SUMARBIGUIARTE /Ny 1Y)
Jr S B K I B B (T, 53 Hrfk#,2010,38(9) : 1366~
1370

[18] Beck A, Haeuw JF, Wurch T, et al. The next generation
of antibody-drug conjugates comes of age[J]. Discov Med,
2010,10(53):329-339

[19] Polakis P. Antibody drug conjugates for cancer therapy
[J]. Pharmacol Rev,2016,68(1):3-19

(¥R BEH] 2015-11-03



