A E R A iR Y 24 http: //www. biother. org
Chin J Cancer Biother, Jun. 2016, Vol. 23, No. 3

* 366 *
DOI:10. 3872/j. issn. 1007-385X. 2016. 03. 012 ¢ 5&"* "}T E

SEREEEENEHEHS PKC EIE PKCS.PKCe EARIZERE I

B R AR, B RN, STFPESH RS, TT %M 110032; 2. M ERX L ER B,
7 U 1100865 3. TP EH KFMEER A, 7 %M 110033 )

[ E] 869 FREBIPORIES KA L H 3 C( protein kinase C; PKC ) K lF % PKCS PKCe 3215 A4 520 K
HAEHPLE . 2 ok fr ARIGREAINE HT-29 #1 5L TR AR B S | BEPLAY M BTRIAL | 25 AR 2l 25 A 4l . 25
SRR TS AR AR B SRR PR S, 25 S AE M0 P 2 i g5 SN 245 0 1L 2R L AR W DL R R
W TS A M., 42514 d J5, B Real-time PCR Hl Western blotting 46 I s 4141 PKC K H: P %! PKC§ . PKCe i mRNA
LR FE, &R s EIMBURIEIAIT IR BRI 241 (1 )PKC mRNA 1 PKC 2K [ 3¢ 1A% 55 8 20 1 45 < fek i 21
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[ Abstract ] Objective:To study the influence of Yigijianpi anticancer method on the expression of PKC ( protein kinase
C ) and its subtypes ( PKC§ and PKCeg ) in transplanted colon cancer tissues. Methods: After the establishment of subcu-
taneous xenograft model ( human colon cancer cell line HT-29 ), the mice were randomly divided into 3 groups: model
group, Yiqgijianpi group, Yiqijianpi anticancer group. The Chinese herbs used in Yigijianpi group were composed of Radix
pseudostellariae,, Poria, Atractylodes, Licorice root, Pinellia and dried orange peel etc. In addition to these, the herbs
used in replenishing and anticancer group had additional Iphigenia, Tuckahoe, Zhejiang fritillaria, and Hedyotis diffusa
willd. After 14 days of administration, the protein and mRNA expressions of PKC, PKC3 and PKCg were detected by RT-
PCR and Western blotting. Results: ( 1) The mRNA and protein expressions of PKC were lower in the xenograft tissues of
Yigijianpi anticancer group than those of the model group and Yigijianpi group ([ 0.412 £0.040 ] vs [ 0.596 +0. 021 ],
[0.540 £0.015 J and [ 0.261 £0.019 J »s [ 0.665 +0.016 ], [ 0.498 +0.018 ],P <0.05 , P <0.01 );( 2 )the mRNA
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and protein expressions of PKC3 were higher than those of the model group and Yigijianpi group ([ 0.410 +0.030 ] vs
[0.233+0.025],[0.261 £0.034 Jand[ 0.516 £0.029 J»s [ 0.301 £0.041 ], [ 0.361 £0.044 ],all P <0.01 );(3)
the mRNA and protein expressions of PKCe were lower than those of the model group and Yigijianpi group ([ 0.215
0.021 Jvs[0.362 +0.021 ], [ 0.314 £0.031 J and [ 0.224 +0.029 ] »s [ 0.368 +0.044 ], [ 0.359 +0.029 ),both P
<0.01 ]. Conclusion: Yiqijianpi anticancer method had an inhibitory effect on PKC, PKCe and a promotive effect on

PKC3 in transplanted colon cancer tissues, and this may be one of the mechanisms that this anticancer method works on

colon cancer.
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PKC3 .PKCe 5 IR A= KB I AH 0, i E 25X
T LGTIRR TR TR YT K 8 7 I IR 26 0 FH 248, Xt
ifr e T 28] 14 T 3k EL R R B2 0988 5 4 AL 7 I
SEERTWIBIRRSE P BRI, 25 M R vk
JHF DL A 2 ) AL A G B 1 PKC HLAT T TR
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X IR LU R PKC K HE 7 PKCS \PKCe 2R IA 1K
UG — 24307 o A WM 28 AR R T v X IR 21
girf PKC K PKCS . PKCe BT HU1E H , 43 0k
1T T AT .
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TEHCN 2 s HT-29 4Bk, kI T B =R
RN A P 5200 2 A0 M . SRR 50 HUMERR BRI
50 HAERREL TR (20 £2) o, BUIRTE4 ~5 A
[ b AE B AN F], SCXK( 5% )2014-0004 |,
1.2 PHEHE

AP KRTFS R AR HE LR
MREz AT W45 50 g, it 400 g0 i SABMPLIE
el 25 SN 2 + B A L 2R R AR
DIRE BN 45 60 g, 331240 ¢). EYIR A I
FILTEPER 11228 R, & E " a0 -
I ZYSEIE 10 KB 2 h .8 /KB 1 h, Ui sE
PR BTRGL 8, 257 58 25 VR4 &8 200 ml A2 O,
AR L) 2H 5 B 100 ml 42 BUR , 5 U 45 & 50
ml, e ECH )4, 10 ml/ 20 %8, 5 5 K
(0.1 ~0.15 kPa )15 min,4 CIKFRAEH
1.3 %W HT-29 2a Btk th o35 55

TESA 10% /N L5 9 RPMI 1640 £ 37 5 o
P AR E DT BT 45 s HT-29 41 bk , 0 BO 4k

ARSI HT-29 4006, F 40 e v BE PR B 1 x 107 /ml
S BRI
1.4 % W% HT-29 20l fsAtig R AL

WAESCHRL 16 100 5 ¥5 257 45 4 e HT-29 41 Jifd
R RS 35 JROGT B30 A U1 o g 440 L, 5 240
WREEPHHE N 1 x 107 /ml, UTH R 0 BROA T B2 Bk, 7
SRR R A ML 0.2 ml/ ), 45 R WA IR 1 2
KRG . FERGENEERN 15 d J5 , JeniE Rl 7 B 8 E
0.8 em ELJTH B AR (1 il g 45 5 U4 1 A i
1.5 SEeshio 4l 4 2h BB

o4 8 100 HAR BRI T — S5, B
DG BCIRASLF 17 75 IR B, e BEALE 7 3R35 43 i
5 21 BRI COZE 2 AN A, R0 AL A 25 S
PR B, M B AL, A 15 B, B E.CHT
A PRER K A 45T 22 AN 24 5 B 145 T 2 Mk
M 2. SRR IR IR ESEREE ,0. 5 ml/
W1/, C A TAEBEIK A, M B, 41A, FI
B, LA THIN M 258 1 Wk, 3E31 14 do Bk . 58
RS 00 F AR 14 IR, 38 2o 2 7 0K S5 /N BRER
B, DRSS IR A R B A O B b e A R R R
(‘inhibition ratio,IR ), A A IR(% ) = (1 -i/JT
2039 ot/ o R LS4 it ) x 100 % o ZJ5
P vk &b, RIS AL 2V , e 422 40
SUHATHIYT, Z A0 R B AS LABY 83 ZH 2L T
1.6 Real-time PCR #4541 % 41 2% PKC A KL T A
mRNA & ik K

K Real-time PCR J7 246 0 2% 20 98 B o 241
21 mRNA 35K, PKC 5I9F5 N B
5'-TGCTATTGGACCACGAAG-3', F i 51 ¥ 5'-
GGAAAGGCGGCTCTAACT-3', 9" # F Bt K . 441
bp; PKCS 51 ¥ ¥ 91 K. Ei#514) 5'-GTCACCATCT-
TCCAGAAAGAACG-3", FiiF5 |4 5'-CTTGCCAT AG-
GTCCAGTTGTTG-3", #4414 v Bt hy 351 bp; PKCe
5195 N EE51 Y 5'-AAGTTGTATGCGTTTG-
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TATCTC-3', T ¥if 5l ¥ 5'-TTCTCACCGTGTATT-
AGCC-3', ¥4 i BeFR i :262 bpo LA B-actin fh N
%, N2 B-actin 5IFFI R LiEG1H) 5'-GTGGGC-
CGGTGTAGGCACCA-3', Fii# 54 5'-GGTTGGCCT-
TAGGGTTCAGG-3', it 14 i Bt hy 246 bp. HH#L
FERUMIE L 2 5 RNA, 230055 5% ¢DNA, DA F 3R
SUMIHEATY 3G R SR A T S e R e FLUK
THRERE AL 3 BT 7 G rh SR A I DU S #lL Uk 254 K B2
B, LA H A9 3 UK BE AR/ P9 2 358 R B U AELPE
mRNA X} B H
1.7 Western blotting # | # 44 7% 28 2% PKC. PKCS.
PKCe & & % i&

B g 420, 8V B S5 M@ 1: 10
(4 B A AR 1 BGRB8 5 0 8 A vk
AT AR, A1 R i E T UK B 20 min, 12 000
x g B0 15 min, 0B LW N B EA. KA
ZOM S H R EAETEA R, W
FEEAWE, REE A WE, W L E, 8L
B 20 g BV FTHEAT HLVK, 2 T 5% ED VLB B
% PVDF B, —41( 1:200 )4 CIEHF & . ¥
(1:2 000 )ZEHEIFEF 1 h, ECL &6, T ¥ K %
SR R G R PVDF &G ER , IR0 4
TRBEAH, LA B A& H K /NS 8 A K AR
AR B R IR A .
1.8 %itsam

SKHI SPSS 13. 0 #AF, it 8l Dl « +5 TR, 4
] LR FH O 2553 M R PRE A A B0 FL AR ¢ K56
PLP<0.05 3% P <0.01 FRERFAGIFE L,

2 # R

2.1 B ARSI R A AR A AL 0 K
FARIIAIT 45 (2 1) BoR, 2GR AR Y
/N TARARIZH( P <0.05 3% P <0.01 ), Hirp 25X,
(e NG T 4 B AR o o I S/ T R R A P <
0.05 ), HAMIE %15 T 13 AR P <0.01 ),
2.2 AL P PKC mRNA & PKC & & ik kA
Western blotting Rl 25 (% 2, K 1) B/R, £3
SABMYEIAIT S A 4T PKCmRNA il PKC
RIS YR TR AR 25 S A 41 P <0. 05
5 P<0.01),
2.3 JELL P PKCS mRNA & PKC % ¥ & & ik
Western blotting £ 2% H:( 32 3, K 2 ) B R,
i AR YU VA IR IT IS A 2 PKCS mRNA
F PKCY £ 2% 35 it 24 iy T A5 A 20 R 4 A< fe g 4
(¥ P<0.01),

*1 BREREXRTEREBREMINEE
Tab.1 Tumor weight and tumor inhibiting rates

after the treatment of Yiqijianpi anticancer method

Groups N Tumor mass Inhibiting rate( % )
A, 15 3.24 +0.61" 16
A, 15 3.11 £0.54* 17
B, 15 2.82+0.39" 7% 2748
B, 15 2.73+0.52%*~ 2944
C 3.85+0.77 0

*P<0.05,"" P <0.01 vs model group;® P <0.05,%4P
<0.01 ws Yigijianqi group; A: Yiqijianpi group; B: Yiqijianpi

anticancer group; C: Model group

F2 BHEMEALH PKC mRNA fIEARIXKE
Tab.2 mRNA and protein expression of PKC

in transplanted tumor tissues

Groups N PKC mRNA PKC
A, 15 0.552 +0.022" 0.511 £0.030"
Ay 15 0.540 £0.015" 0.498 £0.018"
B, 15 0.423 +0.027**%  0.270 £0.017* *4~
By 15 0.412+0.040* **  0.261 £0.019** 24
C 0.596 +0.021 0.665 £0.016

“P<0.05,"" P<0.01 vs model group;AP <0.05,22p
<0.01 wvs Yigijianpi group; A: Yiqijianpi group; B: Yigijianpi

anticancer group; C: Model group

12 3
PK‘.P-_ 81

1 AL+ PKC mRNA #1 PKC EAKRIE
Fig.1 mRNA and protein expression of PKC
in transplanted tumor tissues
1:Model group; 2: Yigijianpi group;

3:Yiqijianpi anticancer group

2.4 AL YT PKCe mRNA % PKCe F @1k K ik

Western blotting Filll 25 5( % 4, & 3 ) R, £
UMY RIRIT IS, 4L 4Uh PKCe mRNA FlI
PKCe IR IAM TR 4L I35 <A@ 4 3 P <
0.01 ).
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®3 BHEEALADH PKCS mRNA FMIEHRIEKTE
Tab.3 PKC mRNA and protein in

transplanted tumor tissues

Group N PKC3 mRNA PKC3
Al 15 0.235+0.028 0.331 +£0.052"
Ay 15 0.261 £0.034 0.361 £0.044"
B, 15 0.389+0.026°*%% 0.501 £0.014* *4%
By 15 0.410+0.030°*%* 0.516 +0.029" *4%
C 0.233 +0.025 0.301 £0.041

*P<0.05,"* P <0.01l vs model group;“* P <0.01 vs
Yigijianpi group; A: Yiqijianpi group; B: Yiqijianpi anticancer
group; C: Model group

bp M I 2 3 L 4 %

S00— = e

351 g

e C i e 77

250— =

246 . /

T00 [-actin -I — )
—

B2 #B#EEAL+H PKCs mRNA 1 PKCs EHHFRE

Fig. 2 PKCs mRNA and protein in transplanted tumor tissues

1:Model group;2: Yiqgijianpi group;

3:Yiqijianpi anticancer group

k4 BHEEAL D PKCe mRNA FIEARIAKTE
Tab. 4 mRNA and protein expression of PKCe

in transplanted tumor tissues

Group N PKCe PKCe mRNA
A 15 0.364 +£0.033 0.331 £0.026" "
Ay 15 0.359 +0.029 0.314 +0.031" "
B, 15 0.235+0.018**%% 0.229+0.023**~%
By 15 0.224+£0.029°*%% 0.215+0.021**2%
C 0.368 £0.044 0.362 +0.021

** P <0.01 vs model group;“® P < 0.0l vs Yiqijianpi
group; A: Yigijianpi group; B: Yigijianpi anticancer group; C:
Model group

bp M | 2 3 1 2 3

00—

262 PRy - -— 5
250—

250

240— B-actin e - —-——42
10k £ —-—

B3 BHEMELH PKCe mRNA 7l PKCe EAKIFRIE
Fig. 3 mRNA and protein expression of PKCe
in transplanted tumor tissues
1:Model group;2: Yiqijianpi group;

3: Yiqijianpi anticancer group
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BB C & 1977 4E 1 Nishiznka 25 K,
Iz 2 5 AT B AL B R AR
A3, SN AYESY e JEAE T R 2 — &R
YIEarTh s B A OE ., PKC 18 W AE 6 7 4 i b
DTG HIE A A o A2 20 i Az 2] 40 B, PKC
AL 2 T B R RS 2 78 2 A R B, UL e RS
(R AR e SR, IR A AR PKC TS .
1Y PKC BEWS & A MR Ak , 328 1M X 240 Jfd 1) 245 L
FEFIBET RAEAET T, PKC AE BRI, 5 s A= K
X ZH VM 45 PKCS . PKCe PiFP. PKCS F L H
BB /E FH , Oliva 25 V1 'BF9Y & 31, PKCS 7EAS A 1Y
20 M6 SR BB 25 5 | & AN AV S 5 Akar 2511 IS
FW, PKCS AT A R T 16 i 6 200 L 258 e 20 . A
W, i PKCe f BT RAS/RAF/MAPK i if A9 15
TS AN B B T R T kg R T A 4 R
fl—AEEFER 0,

ARSI 06 N i 2H 41 PKC B HEE R PKCS
PKCe 247 A 5 BN DU vk Ve kAT T IR
AWEFE . BRI R R 25 S AB M s B, TR
HRS AT AR H 45 25075 & BRI 2 i/ H 3k
3W/H ), BT LIRIT AL 2555 R i ARSI i, 45
FAUEW] S AR XA B R TR . g
JE , 25 SRR L K 25 AR R e 9 20 2 % ek g =
AT IHIVE R AR 25 S ABRE TR ALY 7 8O 2, AT
P W2 RIE R T B 8 B i /e A . it — 257
PKC mRNA KR FHZHFA , 4 418 2 B T 38 kAR
R B, 28 R X Brb g ZH 0 R PRC B A il 4
M55 S S U I A N B X —E AR T
958, PKCe ff mRNA MEFARAI LB EHRTH
PKC HRI BB I 5. bk g5 R, 25 A fa
U fe i o M PKC . PKCe B AR SEI0 T % 4%
Joge IG5 VE . PKCS mRNA \PKCS & (3
55 PKC MR AR ML, 25 AR PTIE TR R B T a8
PKCS [E T IEB T %5 F PKCS BME S FH )2 25
AT A AL Z —

AR UEE A RE R TS RS AR,
HE PR B RE B U RS e S
NS RGBS, K TS H
T8, kD g LI , 25 A2 IR L, B AN < RS
IR, B H R H S, R 25 kG R BRI R
PRATHT , AR B A IRANR S, L2 AR
B G AR R, VAR, LR R . R
WP F L2022 S 7 kg 2 o A B R A
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AOTEAGE , 32 FH 25 M BT Hh 24, Bl I R IR
IEA — PR . SCRmrsE 2 R, 25
fe NPT I RE PR E N 45 W A LAk HT-29 1, I
AET T T-AH S A bel-2 \bax MIFRIX

PKC .PKCe J& T UG RTE L, PKCS HA il
TR VER . ABFREE AT, X PKC ST A
PKCS .PKCe YA TT1EH , PR 5 AR I 0 v
IRIT IR R SGR R, X A P — 2 BT 25 SRR
PRI T S R T — A R . T
ARSI N 25 R v 2558 5 iR 4 B8 IS 259
Z AR AAHE AR, S Bk T 25 1 48 SRS A BE
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