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1.1.2  Jiki: NF-xB-Luciferase Jii Ki J& /£ pGL2-
Basic vector 120 va BEA i, 4 A — HIV KU,
WA AN NF-kB 45507 #11 196 bp K Ui 5 5
y, FIEHE E A BAEMFEEE Li i Lg%, EGFR
A F4AK 1.1 kb, 4 Hind NEEYI 4G pGL3
Basic #1A, & Johnson A4 g TR 4% 0 IEE 4L K
AT TG, AifbioRiEEy) e )G, ML, &
4 CLRAF 2R .

1.1.3 FZf: EGCG MW H Sigma 2 7.
Lipofectamine I [ S& [F 4= dy AR 22 7). RPM 11640 1%
FrIEIE H JEE GIBCO 2w, /N A e 44 1
Fioy @ 7% fh. NF-xB (p65) #Hi/E (sc109), plxBa
J2 I&Ba T4k, pEGFR (Tyr1173) M EGFR (528)
PUAE ) H Santa Cruz 22 7. Supersignal West
Extended Dura Substrate 4 [ Pierce 237, o tubulin 1
Actin #4JJ 1 Santa Cruz 227, BCA assay reagent Il [
Pierce Chemical 2y .
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1.2.1 BEMSE (MTT) 2 B0 UK I CNEL

FCNE-LMP1 4138 % 0.02% EDTA F1 0. 25% fif
WA R T 96 FLRTIRIR, &% L4102
H1x10* A/ ml. WG, T 37C, 5% €O, B34
HIRiFE 24 h G, N EGCG T-#%-4L, RIEERR IR
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FIMaak et F524 h, N5 g/ L FIMTT 20 Bl 4541
th, FERTIRA W BB R IR, 40 100 1l
LR (DMSO), AR HRE 5 EEAR SO E %
LI A spofil, M4 F A0Sl i A A4 (5K
B2 A s70/ FTHEAL A s79) % 100% .
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CNE-LMP1 4l fp 4t T 24 FUHES 9%, 4t K
T 70% ~ 80% fh Ty, FEHiFFAE (RPMI 1640). {E
P eppendorf A5 HINJC ML 15 5 4k, LA —45 00
NF-kB R JFORL, 55— 5 M Lipofectamine, 2],
BEML T 45 min. RGN 40 B LM, 15 A 0
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L 7 CRS W AH XF ' B AT (relative light unit,
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HEO25% WE O oM fe, RF TR I ReldF B ar b, AR NPl i tE R P RE, 5
(20 mmol 1. HEPES, pH 7.0, 10 mnwl/L. KCLL, FGUG T 100 mes 1, NF-cH B 55TE M T
2 el /L MUl 0.5% Nemidet P40, 1 mmol /1 2540 (5 0 ompedL EGOG SHLIESR) (182

Ny VIO, | ool /LS RIS RY, 0,15 U/l

Pk CimeRk Y S 1 SO0 g 5 min, DLOE M
[, 4% Fafrife (15 000 g #5005 min, MPTY L.
Wl Ok TRy, FREERIER R b | i, &
fErEEah N CHEohide | PimA 0.5 mol /1. NaClD .,
10 nn, LA R S ER . B
BOCA sy vengeont T2 LU R I 1 148 2 R : ! _

il Hr 4 | * l B =
1.2.7  RCVSEGE 50 : 70 pg SCT S IEEER R 0 . '

MRS 00T R 10 min. 00 0% A SR SDS-AE

5 (R ;- iy ol

PG M MERENE ik (SDSPAGE) Besprduik o0,
LS RS E AT A, IS St LT 12 h, i coneentration of EGOG for 24 W on CNELMPI cells
W2 b, Sepersgna] Wea Extended Duration B
Subsrrate Bl . S5 3R] a-iobuatio 1§28 00 MERE
) @ P 2.3 .I-:{.'{'[;.?II!E".IJ.‘\I--NH [p6s) ﬁi‘.'%iﬁ'-i-i -
FIPED ) s 0 0, W PR L L, ERV [ Y
2.1 BGOG o IR R ) M RE A CNEL 2B, NF-eld (p65 1 SH BCYE TS 1. NF-xl3
SR AR g (0, 25, 50, 100, 200, (p63) o [PHEIE, BGOG R ) Ho T 5 5
400 mesl) 85 EGCG 48 CNEL 8L ONELLMPL i EBV B FE 89 CNE-LMPL 400 o, NFdd (165)
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FEEEHNEE. %4100 mg/L EGCG 4bF CNEL-
LMP1 4iffi 24 h 5, NFxB (p65) % 6 16 S B !
ol LR IE BRI, KU EGCG AT K - - -
MRS ILR NF-«B (p65) B8 (K 3). [ p— - o (e )

2.4 EGCG MR MZE R NF-kB (p65) R
AR ELE 8%, EGCG 43 CNE1 fl CNE1-
LMPL 40 M J5, 40 5 5l 32 0 B i 3% 2K 111,
100 mg/1. EGCG Ab ¥l CNE1 4 i J, A% i i
KB PH NF«B (p65) ZEHA K. CNEL-LMPI
Hifa by NF-«B (p65) H1F# LMP1 83 i i #
{3, JJ it B O A 1 P Y NF-B (p65) R £,
MR 11 ) NF-kB (p65) #4100 mg/L
EGCG 4t ¥ CNEI-LMP1 40 f5, MAZHE T
NF«B (p65) HEok 2, ifif 3% 3 11 b ) NF-«B
(p6S) HEATFTHG . X MR F KB E S5 EGCG
AEAT M HITE ALY NF-B (p65) &AL (K 4).

Nuclear Cytoplasm

1 2 3 4 | 2 3 4
e e e e e e < NED(p63)
e -"“ “ - e W < obulin
0.98 0.92 1.26 0.37 0.96 0.94 0.57 0.93 Relative comection
Fig.4 Change of NF-xB (p65) protein in nuclear and
cytoplasm after inhibition of NF-xB (p65) nuclear translocation

hy 100 mg/L EGCG for 24 h

I's CNEI cells; 2: Non-change of NF-¢B (p65) in nuclear and
cytoplasm after treated by 100 mg/1. EGCG for 24 h in CNEI cells; 3:
NF«B (P65) protein expression in nuclear was higher than in
cytoplasm; 4 : NF-«l3 (pb5) protein expression in nuclear was lower

than in cytoplasm after 100 mg/L. EGCG treatment for 24 h.

2.5 EGCG ## IxBo BBEER L 7k F

1 BRRAE 95 R AL A8 R AL 1Y) [kBa PR T
HEE . &SR BoR, YAAEBERR LK
IkBa i, EGCG #f CNE1 #l CNE-LMP1 41 jfd
[kBa SIS0, FFHBERRALIN) [eBa DA T &
[ 40 A 0] 8.5, CNE-LMPL 488 1 9 [kBa
BERRAL K- TH #1148 100 mg/L EGCG Ab## 24 h
Ji, HBERALK T, 1 EGCG 4bEE CNEL 41
Wil , IxBa WM (B 5). /R EGCG A1
MEEAL NF-«B (p65) A& 1 M i 1B
BRI KT

-~

0.53 0.60 0.97 0. 48

=Actin

Relative correction
Fig.5 IxBa phosphorylation was inhibited by EGCG

I': CNE1 cells treated by 100 mg/L. EGCG for 24 h; 2: CENI cells;

3: IkBa phosphorylation levels in CNE-LMPI cells were high; 41 IkBa

phosphorylation levels in CNE-LMPI cells were inhibited by 100 mg/L
EGCG for 24 h.

2.6 EGCG % EGFR B#hFRIFEY

FHE R I RGBT &K B, CNE-LMP1
A rh EGFR Ji 8 1 976 ¥ L CNEL 41 i 2 3% 7
1, 28 100 mg/L EGCG AP 24 h f&, Wil
EGFR Jii g Fi#istE (K 6).
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Relative light unit/10° U
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Fig.6  Activity of EGFR prometor was inhibited by EGCG
Activity of EGFR promotor ( negative control) in CNEI cells was very
low. Activity of EGFR promotor in CNE-LMP1 cells was high.
Activities of EGFR promotor in CNE-LMP1 cells was inhibited by

100 mg/L EGCG for 24 h. l: EGFR-Luc; []: B-Gal.

2.7 EGCG BEMH EGFR BERYL

O3 1) P I o 7 A AR AL ) EGFR T4k ik
Fra s e oy b A AEBE R LY EGFR Hifk
HEATE R EN I, EGCG % CNE1 A1 CNE-LMP1
AL rh EGFR & 10w, A 8RR 1L Y EGFR
PUARIEA T8 (1 E) 3BT 7R, CNE-LMPL 4 /g
i) EGFR 8RR 1L KT T+, 4 100 mg/L EGCG
Ab3 24 h )G, HBERR LK RK, M EGCG Ab B
CNEI1 Z0Mifi)5, EGFR XU (& 7). 38
EGCG A% # EGFR 19 (1 5 B R kK F-.
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I 2 3 4
g “ b “4-};}«
-

< HGFRp(Tyr1173)

< Actin

0.73 0.69 0.95 0.38 Relative correction

Fig. 7 EGFR phosphorylation was inhibited by EGCG
I: CNE1 cells: 2: Nomrchange of EGFR phosphorylation level in
CNE1 cells treated by 100 mg/l. EGCG for 24 h; 3: EGFR
phosphorylation level was high in CNE-LMP1 cells; 4: EGFR
phosphorylation level was inhibited in CNE-LMP1 cells after 100 mg/ L
EGCG treatment for 24 h.
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(caspase 8), MIMANHEIA ML . NF-xB (115 F 71
X6 240 0 1) SR 3 B0 1k Ba £E 32 . 36 3 22 % 2 1) ol iR
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Interference of Epigallocatechimr 3- gallate on Targets of

Nuclear Factor XB Signal Transduction Pathway Activated by
EB Virus Encoded Latent Membrane Protein 1’

ZHAO Yan, LUO FerJun, TANG FaQing, TANG Min, CAO Ya™

( Cancer Research Institute, Xiangya School of Medicine,

Central South University, Changsha 410078, China)

In order to elucidate the interference effect of epigallocatechin 3 gallate on targets of nuclear factor kKB

Epstein-Barr virus encoding latent membrane protein 1 in

nasopharyngeal carcinoma (NPC) cells, the survival rate of CNE1 and CNE-LMP1 cells after EGCG treatment

was determined by MTT assay. NF-XB activation in CNEl and CNE-LMP1 cells after EGCG treatment was

analyzed by promotor luciferase reporter system. And then nuclear translocation in NF-kB (p65) after EGCG

treatment was analyzed by immunofluorescence and Western blotting. Meanwhile, the changes of IkBa

phosphorylation were observed after EGCG treatment. EGFR promotor activity was analyzed by promotor

luciferase reporter system and EGFR phosphorylation was observed by Western blotting after EGCG treatment.
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It was showed that EGCG inhibited the survival rate of CNE-LMP1 cells and NF-XB activation caused by LMP1
in CNE-LMP1 cells.
phosphorylation. Meanw hile, EGCG inhibited EGFR promotor activity and EGFR phosphorylation. It can be
concluded that EGCG can inhibit NF-kB, NF-kB (p65), IkBa and EGFR which are key targets on NF-KB

signal transduction pathway. It was suggested that interference effect of epigallocatechin 3-gallate on signal

EGCG also suppressed the nuclear translocation in NF-KB ( p65) and IkBa

transduction pathway which activated by LMP1 encoded by EB virus plays an important role in anticancer.

Key words

tea polyphenols, EGCG, EpsteirBarr virus, latent membrane protein 1, nasopharyngeal

neoplasms, nuclear factor kB, epidermal growth factor receptor
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