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Influence of Z-VRPR-FMK on the Expression of MALTI and A20
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[ Abstract | Objective: To stimulate cultured Burkitt lymphoma cell with PMA/IONO and Z-VRPR-
FMK separately, and detect the expression of MALT1 and A20 protein. Methods: Raji cells were cul-
tured. According to A20 protein expression condition, the best concentration and time of Z-VRPR-
FMK was screened by using different concentration (25 wmol/L, 50 wmol/L, 75 pmol/L) and time
(0.25 h, 0.5 h,2 h) of Z-VRPR-FMK as well as 200 mg/L and 1 pmol/L. PMA/IONO. Cultured
Raji cells were divided into control group and PMA/IONO agonist treatment group and inhibitor Z-VR-
PR-FMK treatment group, control group didn’t treat with Z-VRPR-FMK or PMA/IONO, PMA/IONO
agonist treatment group and inhibitor Z-VRPR-FMK treatment group were given Z-VRPR-FMK at
screened optimum concentration and time. MALT1 and A20 protein was detected by western blotting.
Results: The best concentration and time of Z-VRPR-FMK were 75 pmol/L and 0.5 h separately.
Compared with control, there was no change of MALT1 expression in two experimental groups, but
A20 expression was significantly increased in the two groups (P <0.01). Conclusion: The inhibitor
Z-VRPR -FMK can promote the expression of A20 protein in cultured Raji cells.
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Burkitt #f IR & —Fh s R 22 Pk R, W R
e BT O RS A, AR i3S 5E
WP, IR TSR 220 # A1 kB (nuclear factory-
kappaB , NF-kB) J& B 2 (1% s A 5, e 4% 2 il
AN T RE AP IR 35 . NF-«B K54 5 Fl
BER, AT PR, —28 & NF-kB1 (p50) A1 NF-
kB2(p52), 55— RelA (p65) . RelB Fll c-Rel,
RelA \RelB FI c-Rel G877 A 16 PEE H, LA a7
IR AR A B A AE T R ZH0m i b,
NF-kB B AL 2 B pSO A1 p6S (14 JF. #0372
o —Fh S U SR A, TE 2 P S R b R O A
H, Bl A pSO 1 p6S AR AT LL T fif NF-kB
ARG LRI o BIBTR G Ik L 4 00K B0 5 for Ji
1 ( mucosa-associated lymphoid tissue lymphoma
translocation gene 1, MALTI 3£[X]) . & caspase 534
ZERIB) IR AH 2 & 2 R % B 1 ( caspase re-cruitment
domain-containing menbrane-associated guanylate ki-
nase 1,CARMAL EE[A) R IRIEIN T o P55 2E
[ 3 F:[A (tumor necrosis factor o induced protein 3,
TNFAIP3,A20 J:[H) 4 tith i) 25 & NF-«B 151k
PP AR T 1 A R MALTL 3 PR 44 g
[ MALTL 25 H M| A20 731, AT bR A20 Xf
NE-«B {5 Ak ¥ 400 i 4 J1I ) 5 Ferch U 467 F i
MALT1 £ F BEHP RG AL BE LS B A0k 18 1
K B 2l Hu bk 295 ( diffuse large B-cell lymphoma , DL-
BCL) , A] LABHAS A20 1 BCL10 {246 , FAIK T NF-
kB [RIE AN NF-«B #8356 PR 1) 235, BRI HE DL-
BCL H MALTT 25 5 05 M4 5 mT 52 i 94 2290 401
ARG, A WIESE e 4% T Burkite IR T 40 it Bk
Raji ZHIVERE TSR R, ISR FI 2R P R P T/ 5 1
% Z ( phorbol-12-myristate-13-acetate/ionomycin,
PMA/IONO) 5 MALTI #1457 ( Z-VRPR-FMK ) 3
VAR, Ao A 20 ML N MALTL F1 A20 25 1 Y Rk,
it Z-VRPR-FMK 5 MALTI #1 A20 W3Rk Ry
F, DI Ak B AZ 28 1 B 41 A bk LR T6 I B R
SR T SR 0 SRR

1 H5H®

1.1 Bk
Burkitt i LR 41 AR Raji, 16 F BB 1 40
JHLPE 5 b % iR ( PMA) J& 25 ¥~ %% % (Tonomycin,, 10-
NO) , Iy [ 7% [ Sigma /7] ; Z-VRPR-FMK, g [ 2%
E Enzo 23 A5 BRATA B-Actin (C4) HL5gREHT A& M
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MALT1(H-300) £Z F &S 44, W B 3£ E Santa Cruz
I3 BRBT TNFAIP3 (59A426) Husd BEHTIA, I H
F[E Abcam 23 F]

1.2 Jjik

1.2.1 4ifkisR 5504 R 10% fs 4 i B
4 90% RMPI1640 Jin A 1% X HLIR & B 9% 5, 78
5% CO, 37 Ci4f 557 Raji 4ifl, (1) ik Z-
VRPR-FMK $5cAE4E I B At (]« FOR [6) ¥k B Z-
VRPR-FMK | /A~ [A] B 8] fin A PMA/IONO |3 Raji
i, AR A20 ZE 128 3K kB S AR AR I e
VE R E]  Z-VRPR-FMK 6 B 204k B 43 531 o 0,25
50 175 wmol/L, JIF 40 0.5 h J5, i A PMA/
TONO , {8 J 2 i B 3551 200 wg/L +1 pwmol/L, T4l
P 4 h; % 75 pmol/L Z-VRPR-FMK | # 41
B, 431 7 4384 0. 25 .,0. 5 12 h J5 in A PMA/IO-
NO, i H 20 355 200 pg/L +1 pmol/ L, FE il
gL 4 ho (2) 534l 54bHE . % $; Z-VRPR-FMK £
AR R E s 18]35 57 % BR 20 38 3h 77 PMA/IONO
AbBRL M) Z-VRPR-FMK 4h B % BE 4 Ny
A A Z-VRPR-FMK F1 PMA/IONO fi Raji 41 fifg
21, 7l ) Z-VRPR-FMK 4b 1241 13 3l 7] PMA/
TONO 4b B 241 43 551l A 4% i 1€ 1 Z-VRPR-FMK f
VB F e B RO () BEA T4

1.2.2 MALTI 1 A20 FE [ R Western
bloting il %E Raji 4 Jfd s MALT1 il A20 £ 11
Foiko (1) 8 A HRBURL E & 1L 3 x 106 44 iy
PR T 6 LA b oBE 3R, WOER 6 FL AR 40 i,
1 500 t/minZ.0> 5 ~ 10 min, Y £E 40 Jifd; FH¥ PBS
BTG B FR LR R ANAE, I 300 WL ¥ 243,
WA G A 1.5 mL EP 4%, vKiy 20 min 4 C
14 000 r/min &.0> 20 min, £ FE(BEH), -
80 CIRA7; H BCA L 78 (e i UG 525 ¢/ L
FEEARER I, B BTN 1 o/Lo ARAERE S
B, #2 50 1 BCHlE R BCA TAEW , BEAR 10 &
FARMESHTE 570 nm 20 (14 56 WS VR A o il 2%
SEHIMA 10 2 F1 1 WL FR 8 A RE & I RGE K A
JE 10 L, UAHTR Z5 44 A 200 pl BCA T AR,
37 CHEE 30 min, FEFR{ EE 570 nm 4b 1R
BEAA, I 22 £ DU FE 5 MAILL Il A20 25 %
(2) ARSI A8 B FEA A 5 x SDS ZH FHH
VK EFEGE M 4 pL |, FER 1 x SDS B HL Uk B
2% R (CRERE AR T R 20 pg) il 45 20 pL FR 4
TUKIE & S min, (3)SDS-PAGE 5[4 4 Bt Jiie
VB S P K < S G I LI AR A T Maker 1EE (5
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FEh, BLUK, BB, B DT, 2% S F0 IR 405 — 0 B T
MALT1 & 1:500, A20 fy 1: 250, B-Actin 2k 1:1
000, % Image-ProPlus E{% /3 #r 4 A4F #E 4T West-
ern-Blot Z5 5 1)K EE 73t , & 4540 10K AR
FIRYRBE . RN ED R SX NS5
R BEAE LUAEL, AT BRAE N 1 SEATRONT, 4750
oo
L3 SEiteAorir

fdiFH SPSS 19. 0 Geit it trgeit2 ot , it
EVORER IR £ bR 22 (v x5) RoR o 20
HOXT R AT 7 25 5 e e, P < 0. 05 N 2ER A5
A o R — I ) AN ] e B2 25 W 4 P R ) ik 2
25 AS T s[RI T ) 22 205 X6 B LU 3R T LR
R 2000, ZH ECRA] LSD 2,

2 #R

2.1 Raji 4iiffd A20 FE KA
S5XF M L, 50 pmol/L Fil 75 wmol/L Z-

VRPR-FMK HlJ# T Raji 4iffi A20 S FREER
ALt X (P =0.006.0.000) ; 5%} M4 L3,
Raji 4liffi#% 75 pmol/L Z-VRPR-FMK #ij3% 0.5 h I
2 h iy, Raji 40fifrh A20 JHEMIRBZERA G
HX(P=0.039.0.000) . LR, J5 25k
FH 75 pmol/L Z-VRPR-FMK, #i| # B} [5] A7 0. 5 h,
TLE 1,
__1_1 B-Actin (45kD)
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Fig.1 Expressions of A20 in Raji cells when
stimulated by different concentration of

Z-VRPR-FMK

2.2 Raji Ziffir MALTL I A20 % 9

xR LA, B sliR] PMA/IONO AR AL 4
7 Z-VRPR-FMK 4b ¥4 Raji 4 g MALT1
P FGR 225 OGE 78 (P >0.05) 5 5 X 4
UL, #ah7h) PMA/IONO AR BEAL ) 5%) Z-VRPR-
FMK 0341 Raji il A20 2 A YR E8 0, 72
FAHG AP <0.01), HAH 5 Z-VRPR-
FMK 4b B 4 A20 ik & F 343 7 PMA/IONO
ARPRLH . BLIAT 2 8T 3,

0 0.25 0.5 2 HE (h)
A20
ﬂlﬂ 4
3 (2)
ﬁ 2 (1)
=
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() ; . ‘
0 0.25 0.5 2
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Fig.2 Expressions of A20 in Raji cells when
treated with 75 pmol/L Z-VRPR-FMK

for different time
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PRI e | B 25 2R L A B RN R Y A 7 36
(CHOP J5 5%) — B R ar 4 bk R A9 £ 2007
Jr%E e T A YA A 4 bk CUR TR R AN A AL
il 5L 2 RS M DA S AR RN I 45 D T ) S B
fdif3 CHOP Jy ZE i ¥7 s 22 R o R 28 7k Bur-
kitt bk LR R A K O AR IR TS IR 22,
FEIRIETIT RO IC A, TR, SRR 22 PR
CLIR BT R TR A5 TR IR T iR AR S 1R A
B,

NF-kB {553 B 15 Ak 5 IR 09 & AR R e %
VIKRCAEZ P M R A3 BESE . 22 g 40 i
A NI T A PR P BE R R AT NF-kB ok R ) 4545 1o
SR HAR S . A HGE NF-«B (3805 5 i i 2 5h
B2 5 o 1 & Az <l Ras b FHRp2e s IRE,
T b T T2 B8 L0 s 55 e 6 200 Y 15 5 RE 5
i Bel-2 ZEHEN G M caspase-8 | TNF SZ {44 3¢
Kl F ( TNFR-associated factor, TRAF) K i 7= 415l
¥ (inhibitor-of-apoptosis , TAP) ZZ Ji%, M 1 411 il
75 FE AN K 8(Intericukin 8,1L-8) 4@ KR E
1 it % BRIt P 21175 T J52 0% 16 PR 7 (urokinasc-type
piasminogen activator, uPA ) 25 3 55 i y8q (1917 28 ¥4,
i WL LA b R T 24 5 PR 3 3K T R W i R R T AL
SEEO DR, 4 NF-kB 54 50 1 1 1k
AT BB MR A YT ) EE R

FIRTIEE A B NF-«B {5544 18 3% 10 5
ST A R L 3 R g AR i IR
ABC # DLBCL H NF-«B {if £4 A 3¢ 5 5] 57 % H:
I A R AN IS A F 0, SR, 7EA: & oAl
B (GCB) & E 1y DLBCL #1 Burkitt J# B J8 # NF-
kB AL A AH G R P S f I AR 0 WL, MALTI Jik
PTG (0 R 1821, 2 ik B IR Hh A O 16 BR Y ik
PRl o TERIEAH JCIE L A AR5 AP 21X B 20 i itk 12
¥ (extranodal margnial zone B cell lymphoma of mu-
cosa-associated lymphoid tissue, MALT J#f 4% )
MALT 2 5 1 Pifh e @k 5 A e R, B t(11;18)
A e(14;18) , v LUl i Z Fp 5y X2 5 NF-«B 155
K IS AL AR R, Az TKK 245 W0 T B
it B 55 RS EH] Gl it 5 BCLIO, CAR-
MAL JER CBM &4 Giad t(11;18) B Al
API2-MALT1 B 3L " L I 438 & L, MALT1
FEN gt ) MALTL 85 5 BA 8 K i B sk i
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T ARV AT 95 NF-kB {5 5 8% 1% 1k, A20
i feE 3146 X7 ( eylindromatosis, CYLD ) #E f&: NF-
kB IR 7 B, S 252 2 AR Y 240 A
+, A A i g 1 R . A IE S iR E, A20,
CYLD F1 BCL10 #B/2& MALT1 & F/ERmED ™ .
AbFgE A, F MALTL 5 5 M40 5] Z-VRPR-FMK
F11 PMA/IONO kb ¥ Burkitt 2 ffl Raji, U852 H %t 41
MR S MALTT 1 A20 28 [ 3Rk 1520, 25 1 &k
I - TEREAS [7) v BE RIS [R] B 1] 4 Z-VRPR-FMK 4k
I, Raji 201 N 19 MALT1 25 1 30k BOCH] 8728
b MBI A20 23R AKF- W S 5 TRH 0T B4 i, X
P28 FE Z-VRPR-FMK [ fE H T, Raji 4i Jifl P B8R
MALTI & H &A= IoE , (H MALT1 2 H 5 K fig
T P4 T RE R AR, o B SR 2 & T PMA/IONO
HEIH R A20 B EIEAE,

g5 LRk, i ) Z-VRPR-FMK e i 35 5%
1) Raji ZHMA A20 25 3k B, HAE S 5
T AN AT AR MALT 25 135 P 1 55 Bk 25
— S HAFFEIESE . A20 25 Al B2 Burkitt ik (9
TRITHITETEREAR . Raji ZH L PN W] REAF7E MALTL 25
PSP S, S e NF-kB s S 1d Ak ]
e Burkitt Ik ELIR & A RN KSR B EE AL , 3% 7] R
SRR BRI A O, AT TP IIR AN
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