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HE BH HEIRWSLERKE T (NGF) FHPUER y-43-
POHIF 3, 5- 5K 2 BE-L- & BE-S-2K 3k H A R T iR
(DAPT) Xt £ & J& Ecal09 40 M8 p75 #4837 T Z 1K
(p75™™) BRIk B ARG TE R2ERe I, ik RA
B PED AN i AL 2= F AR, K NGF o Bt & . DAPT Ak 7
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b, &R GETOCHMA BRSSP /R NGF Hf
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tor, p75™" ) IR g £ B8 (4 IR A 35 00, [) B i
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R ZFE 5 RIS Ecal09 4l AL
FikH A2 i NGF, 3 1 i % L NGF 4b B Hij )5
p75""7E Ecal09 2L N2 40 B 3K b iy B 3k 84k, HE
Wr NGF {1 p75™" 10 4 MU L B 7 . AS T 52 K 4k
ZARVE NGF HORILAR y-I3- IR 77 3, 5- 908K
LE-L-P9 24 -S4 5L H 2 8-+ T 1 (3, 5-difluoro-
phenylacetyl-L-alanyl-S-ph -enylglycine-t-butyl ester,
DAPT) X} Ecal09 4l p75™" #F K520, H NGF
ALPRPIFAT Ecal09 4, [] i B 5355 i F NGF
HRILAR  DAPT &b B, 5 i 73 B p75™" (Ki67 HY 3
KA i —2PAIESE NGF Fl y-43 WAREXT p75™"™ ) 28
NAZ RS RO BEHEAE T, IR 4R 5E NGF Hh HI47L/K  DAPT
Xf Ecal09 4 fI 3456 AE 1 FI1R 28 RE 1 RS20

1 #MREFE

1.1 #R ABEBHE Ecal09 415 (H ERF# B
VAR ) ; W BE DMEM 1537 W iR 4 LT ( fetal
bovine serm,FBS) & k2% vk ( PBS) . & & %
VUM (EDTA) [ R85 H i (3218 Gibeo 24 H]) 3 7
HERRAW W) ( LIFERERE YR A R
) 4", 6- Jpk Be2-2E KL 5| Wk ( DAPL) A% Yt 5K |
DAPT( [ Sigma A #]) ; /MEPEE 4L A NGF /MR
LA Ki67 FrapEHUA bt A\ NGF HrgREPLA R
PN p75™ M BB BESLR (P Abcam A F]) 5 ILAEST
He 1gG-FITC —$i | I *FEHT B [gG-TRITC —4t (JbxL
A B EIEORA BRA F]) s CCK-8 11 & ( H A
R A2 9T ) 51, 2 pm Lz Matrigel Matrix B 95l
2 (3£ BD A F]) 524 fL Transwell /N2 ( 32 [H Milli-
pore 23 H]) o

1.2 7

1.2.1 @i d  Ecal09 401350 T & 10% FBS
119 XA DMEM Ei: 35 5L F 37 °C 5% CO,
FEFAANEE IR 53R 24 ~ 48 h WIi], SOk F B
TR LA A A KPR, 398 BB B30 K 3 1) 4 i
Tk,

1.2.2 fesfkmmicgien  BOHUE KB
A, LAANEEFEZH A NGF (100 ng/ml) ZbFRZH Y 6
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h, X FAf ] NGF Hr 4R  DAPT Bl sl B 4 4b 21
YH, WPEAE I ASMNEETE 4 NGF (100 ng/ml) )
Fehit B4y A NGF s fBTR (fedit A NGF g
BEHLIAR 1 : 2 500) \DAPT (10 wmol/L) LA KA i
A NGF F I (1 : 2 500) F1 DAPT(10 pmol/L) ,
PIub¥E 24 h, % EDTA B9 B8 AR 1L, 1 000
t/min 0> 5 min, B 10% FBS 1 1% P11
DMEM 7= W15 75 56 55 B AN i e 2517 40 M 55, 40 e
PL 8 x 10 A~/ml ¥ BE % 78 50 A 55 3% 7 19 6 fLAR
W BT 37 C 5% CO, B SRR TP b AT 4 e B, 24
h 5 B B8 R AT DL B R R —
r( PN p75M B RE SR NPT Ki67 R
GEHUIR K1 100) TR E B TR 4 Cidk,
K H AR5 ] PBS oy (M99 3 YK, 8K 3 min) |, T
TN G 10 96 — Pt (1 E BT AR 1gG-FITC | 1L 2E$T
B IgG-TRITC, ¥4 1 : 100) , iR E 2 h J5HH]
PBS V% (#3973 WK, K 3 min) , DAPI 3 {2 10
min, 1] PBS JL3E (WLPE 3 YK, BRI 3 min) , 3 K J57E
OGRS TS (R S G
1.2.3 CCK-8 x4l tm i 3% 75t 2L #% 8 CCK-8
RGP T4 A R A i A & EDTA 19 R 2R
RS AL, 1 000 v/min &0 5 min, FBEAL 1 x 10°
A/ml He ¥ Fe £l 100 wl P 2= 96 LA, B af
BCE A NGF NGF H LA AT DAPT, 3% %5 141
(RAVEAFATAL B & T 37 °C 5% CO, ¥EF4h, 4
BT 24 48 72 hiE N CCK-8 TAEW (HfL 10 pl),
E 2 h, EEHRY 450 nm AL AG I 4% FL G FE (opti-
cal density, OD ) {H, X} 25 SR EATi0 %  Geit, 2
S 144 T R

1.2. 4 Transwell 2w j8, 13 & £ Ih

FC 1 7 Y

p75™™ Ki67

Ecal094H i

Ecal094 Jif1
+NGF4t #6h

DMEM 7= B85 77 20 B L T e (LR « 5973 =
1:8) M BJa I TAEMOI A _F %00 4 C &0 T I
To MFFR ARG IR, KLY A 60 wl FA 10
¢/L BSA [ TG IMLE K5 97 3L, 37°C YEH 30 min, FJC
LI R 7= 506 40 i % B2 4 1 x 10°/ml, B 100 pl
A2, FZEMA 600 ul &4 20% FBS ()15 53
e LBRA, B F2 4,48 h J5HUE Transwell /)
=, R LENIE R, ISR L EE
B BRI R ol i B A 25 SR AR T B e —
49 2B W E [ E 20 min, 0. 1% 45 & 22 Y 5 )5
PBS V5% B YW, RS /NVE 7R W B T L
T2 A S 200 x AR A 4, XoF f 6o A
P8, Xl s A B A NGF NGF HFn$i i
F1 DAPT Ab B 4R, D02 T 56 i A AL 348750 35 57 24
h, FEHEAT Transwell 412 2E 52565

1.3 SiTZ4IE R SPSS 17. 0 Giit # /bt fT
Gt oy, BUELL « 25 R RN ZE 7 2250H7 .
P<0.05 WERAGIHFEX,

2 FR

2.1 NGF . NGF Hfnfif&F1 DAPT X} Ecal09 4
B p75™™* (Ki67 RixMIFM SR BN, R EA
FEANME ¥ ek, Hob Ki67 2¢ 676 NGF Ab By
Je ¥ F A 75 " S AE NGF A BERT, 1 F40
A% B AR /D, A UM, 7 NGF b ¥ 5,
p75N A T A M BRI 2 UL 1
A, N T 3E—W%E NGF H I DAPT X
p75N U REER IR s BB 7 A NGF b BT A
Ecal09 #fi it (% [R] B, b sl A i A NGF i Fl it
A y-3 W B AT A DAPT AL 385 46 p75N™ | Ki67

DAPI Merge

E1 NGF %t Ecal09 £HAf p75N™ Ki67 .DAPI 3EHIBM0 %200
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IZRIREN, G5 BR  NGF F IR | y-43 W B
i35 DAPT AbBR)S , p75™"™ F Ki67 7840 M 344 %=
ik, 5 NGF HhI#iik DAPT AbFEFTAH ., Ki67 98¢
£ Ecal09 41 P A7 4 #0407 T 4 M A%, p75™" S
T A% KR 20, B NGF Hh Fiii iR fil DAPT
BA S, p75N ™ s e T Ui M i B e b, 22
SAEGHFE L (F =106.074, P <0.001), WK
2.3,

2.2 NGF Hh#$i{Ek DAPT X} Ecal09 £ if13% 78 At
TN CCK-8 LA 245 5 R, NGF H Fldt
& DAPT X} Ecal09 4 it 1% 4 58 58 J1 35 4 3 il 1
FH, BAE AT NGF s AR F DAPT B4 Ab 2144
ARSI E A b A T 58, 22 A B4 B S (F
=52.261,P<0.001), WK 4,

A, R T ik — 20 MEEAE NGF fEF R, NGF
FIPLIR  DAPT XF Ecal09 4 i3 48 it 71 A4 520,
NGF Zb FEFIT A Ecal09 4, [ B 2p 0 ol B¢ 4 fif
NGF HAIHT R  DAPT Ab B 41 it , 25 5% .7, Ecal09

p75 ™ Ki67

NGFAL#2H

NGF+NGF 4 Al
EIR LN OB R

NGF+DAPT
SN

NGF+NGF
F AR+ DAPT
e Ab T A

Y 1G 6 e T R AE g A0 L, H NGEF rf Rt 44 A
DAPT BG4 35 A0 400 /A Bt fift o s i, 22
SHE G E L (F =148.086,P <0.001) , WLIA 5,
2.3 NGF ®fn#ifk DAPT Xt Ecal09 A2 26
AEIFNE  Transwell i J (728 505 45 R WoR, &
NGF R AIHLIAR DAPT AbFH 5, 2% K 40 it %558 B .
b TR 28 68 7 1 KN 55 28 S A4 i 5 f: 52 1F A
%, B2 NGF FpAIiiA  DAPT AbHS |, Ecal09 2 fitg
(IR ZERE JIB&A% , ELffi Bl NGF H FIB R Al DAPT B¢
AL AR R el T SR 22 A S
R X (F=63.13,P <0.001) , W& 6,

[FAEHL, ] NGF AL BEFT A Ecal09 2, [W] i 5
TSR AT NGF sh STk DAPT b PR, 45
7R, Ecal09 LY 1= 7268 71 M HE A, B NGF
FGTAARFT DAPT 556G {87 FH 47 il 4 FH 2 e it FH
Wi ERAGIFE X (F=52.191,P <0.001),
L7,

DAPI Merge

El2 NGF Et& NGF Jifnfifk . DAPT Xt Ecal09 ZHAf p75N'™R [ Ki67 .DAPI Rk EIZME x 200



FMBERKFF®  Acta Universitatis Medicinalis Anhui 2022 Oct;57(10) + 1539 -
1.51
ool
E T
X A B
“
ol *i#* *i#*
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ok ock ok
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A B C D 4001
3 PSRRI AR T
A:NGF 41 ; B: NGF + NGF T R4 /& 41 ; C: NGF + DAPT 41; D Z 300k i
NGF + NGF " Hl #i #k + DAPT 40; 5 NGF @ H#.*** P < ig T
0.001,"***P<0.000 1;4 NGF + NGF 1 flHi 1k + DAPT 41 It 2 #_*;:k
®."p<0.01 = 200f
%k k sk
) 1
201 = 100
NGFH Al i 44 41
DAPTZ #
L5F NGFH f T A+DAPTH
g 0
= A B C D
S
g 1.0t
g ok 6 NGF H#1#1{k  DAPT 5t Ecal09 ZHAfEZERE EIRME % 200
A7 4 ;B NGF AT Z ;C. DAPT 41 ;D . NGF ALk +
0.5r DAPT4; 52 A K. " P <0.05,*** P <0.001,"*** P <
0.000 1;5 NGF h A& + DAPT ZH HL# . # P <0. 05, P <0. 001
0 1 1 1 1
0 1 2 3 4
I E] (d)

4 NGF ff05i{k . DAPT %t Ecal09 £0 A 3858 68 11 B9 5500
Has . " * P <0.001 ;5 NGF HAIFi{K + DAPT 41 It
."P <0.01

2.0r  NGF4
NGF+NGFH Al 57t 4 41
NGF+DAPT# 4
1.5 NGF+NGFH fl$iA+DAPTH
g
=]
S
@
2 Lot
o ok ok
0.5-
0 L L L Il
0 1 2 3 4

A [E](d)

Bl 5 NGF £ T NGF H#0#i{k DAPT
%t Ecal09 28 RE1E TE AE 11 B9 2200
5 NGF 44 * * * P <0.001 ;55 NGF + NGF H HI$L{& + DAPT
. # P <0.01

3 g

NGF KAFAEH iR 22 S HMWMZ RS54
B2 % & R R (tyrosine kinase, TrkA ) AR
p75 B Hi NGF g S p75 " A, PERE -
53 U TR 114 B P S SR A T RS p7 5™ I L PR 25 4
38§, LA y-53 WA TR MRS 114 7 AR A R L PN 45 4 Sl 1
AR, p7s™™ HRTE B B A Y
bR, fE BT, SR p75™" 1Y 95 40 i AH
Ll , 23k p75™" A0 20 L ELAG A Y [ 3R T R
FARE ST , ELIAAE A IS AR T p75™ " MR35
ik p75N R A0 AL S R T A A S R Rk
3N AT AL IR AR 7 A, DI I
BRIEFRIL B AR BB Ecal09 1 41 B FF 41 i, & B
p75 R B 2 IR 1Y Ecal09 4 B 2 BE H £ R
T ) SE e R BG40 ek p75N R BH P 2R
TRARIG TN, e BB 40 R SR R Ot T
T 75N R RINIE O S B T A M A R ED
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A B
C D
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B 7 NGF {EFfT NGF ik,
DAPT X Ecal09 #HR1{2Z28E IR x 200
A:NGF 41; B: NGF + NGF " FIHii{& 41 ; C: NGF + DAPT 4i;D.
NGF + NGF ALK + DAPT; 55 NGF 4 [L#. " * P <0.01,* " ** P
<0.000 1;5 NGF + NGF HRIFLIA + DAPT 41H048 .7 P <0. 05

p75 ™" R ek B 1 £ A5 R A0 A T R S B R A
ic

VTAESK , NGF 75 i 45U T %% 45 B9 A FH 32 3]t
M B IeTE, 1AM T, NGF 1 LAt
i o B 20 M3 5, O HL NGF R R B i ] LA il
i P 2 T 200 M A 8 5 AR FLMREE 41 4R, NGF
FHAZ R TrkA B0 00 0 2608005 7 I A o 41
4irh NGF WA K- TIE# 4141, H NGF X}
T A A4 R A A A PR T Tk A R0 p75™ " 3R 5K
KL AT 2 18] 5 Fe 0T i 4 i
it [ A AN 55 43 NGF, fie 1F [ B 40 i 384 5, 7 L
JiE SRR B 2 IR Y, AR AT E &
MEE I Ecal09 4RIk H A 43 W NGF, 7
NGF AbFEAR 5 A6 p75~™ By k28 4k, % B NGF
et T p7SNN IR ARBF I Ak SR T NGF
HRABLIAST p75N R S R e, — 2P UE S T i
A T 2B

AR T A SR A R, N NGF A H

I Ecal09 4 M, [A] B 5 53564 NGF b Finde
&  DAPT A4b 3 21 i, 45 1 & 7, NGF 1] D) A i
p75™" IR RS NG HIBLIR \ DAPT Ab 3 Ecal09
AL, Ecal09 40 b p75N™ 2% BH 1 5 1 G BRI
L5 (=22 R W AH R ], B NGF bt ik
55 DAPT B4 P st fee P A A/ TR o, 5
Z ,NGF H R {&  DAPT ¥yl #i il p75™™ i 4% %
B, BEA% Ecal09 AR SE (22808 T)

DAPT, y-53-W il (1) /N3 —F 1 il 700, R G A 3%
PUREAEFIARAR T2 0 . 45 DAPT REA &8 3L
B S8 N JE AV 9 ( ductal carcinoma in situ, DCIS) i
S ANAERIE B s DAPT A] BEWT NGF 45 14 figi i
TR AR AL B 5 . Wang et al ™ R B, R 2EME
G JEJR H, p7 SN e A T R 4 A L PN 2 K AR
HER IR AT A R 2 T -y~ T 400 18 5 4 2 T T
B AR [RIRE 7S5 A | B0
BRI R, y-o A T B8 2SR AE
FERZIRITERER . BRI, R y-53- 0 B i 551 %)
TR R R (A S B A D

ST BiR T An e ERE , BLE WA A A NGF 7E4E
For e 1 240 ML A o3 Aotk 2 T T R 45 A QYR
Tomellini et al> ZE¥RFE NGF K HATIA proNGF i3,
Jiges T ALY 5 ) & 38 NGF 5 proNGF J2& LA
T 1k A8 35 P e T 4 A X FR o S A B R
EFLIE T AN, 2 A p75™™ o o A 9 22 R Tk
ST A LR T A0 M B FR B, GRS NGF/
proNGF-p75 ™" il 1 4 2L W g T 400 it 1) 19 6 58
iR E OCHAE . A SRS, 7E B T,
NGF-p75™ " fli[al i 2 5 a8 T 40 iy B 3
B HBAR NGF-p75™" it A #EAE FH By ML S p75™™
AR AN 2 A T — 2o
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Effects of anti-NGF and DAPT on nuclear expression of p75

and proliferation and invasion ability of esophageal cancer Ecal09 cells
Deng Jianghua,Li Qiushi,Zhu Bingbing, Chen Jingjing, Mu Xiaoling
(School of Medicine, Shihezi University ,Key Laboratory of Xinjiang Endemic and Ethnic Diseases ,Shihezi  832000)

Abstract Objective To explore the effects of the nerve growth factor neutralizing antibody (anti-NGF) and +y-
secretase inhibitor 3 ,5-difluorophenylacetyl-L-alanyl-S-ph -enylglycine-t-butyl ester ( DAPT) on the nuclear expres-
sion of p75 neurotrophin receptor (p75™™) in esophageal cancer Ecal09 cells and on cell proliferation and inva-
sion. Methods Immunofluorescence cytochemistry was used to detect the expression changes of p75™™" and Ki67
in Ecal09 cells before and after treatment with the anti-NGF and y-secretase inhibitor DAPT; CCK-8 kit and Tran-
swell cell invasion experiment were used to detect the changes of cell proliferation and invasion ability before and af-
ter treatment of Ecal(09 cells with the anti-NGF and +y-secretase inhibitor DAPT alone or in combination. Results
Immunofluorescence cytochemistry showed that after treatment of cells with the anti-NGF and vy-secretase inhibitor
DAPT, the number of cells expressing p75™'™" in the nucleus decreased, and after the combined treatment of cells
with the anti-NGF and vy-secretase inhibitor DAPT, the number of cells expressing p75""" in the nucleus was the
least, and the difference was statistically significant (P <0.05) ; CCK-8 method and Transwell cell invasion exper-
iment showed that after treatment of cells with the anti-NGF and y-secretase inhibitor DAPT, cell proliferation and
invasion ability were correspondingly weaker than those before treatment, and the difference was statistically signifi-
cant (P <0.05). Conclusion The anti-NGF and vy-secretase inhibitor DAPT not only inhibit the nuclear transfer
of p75™™", but also reduce the nuclear expression rate of p75™"™ and weaken the cell proliferation and invasion abili-
ty accordingly.

5 NTR

Key words esophageal cancer Ecal09 cells; anti-NGF'; +y-secretase inhibitor DAPT; p7



