2015 1 56 1 Journal of Traditional Chinese Medicine 2015 Vol. 56 No. 1 *55-
DOI: 10. 13288 /j. 112166 /r. 2015. 01. 015
HCT-116
1 2 3
(1. 2 100029; 2. ;3 )
HCTH16 N °
40  Wistar N N 10 & N N
8. 4. 2¢g/ (kg-d) 0.1ml/10¢g 7 .
lh o MTT HCTH16
HCTH 16 Western blot HCTH 16 2 ( MDM2) .
p33. p2l . N HCT-16
40.00% - 42.37%  29.15% 18.75% « 20.00% « 15.32% (P<0.05).
48 h HCTH16 MDM2. p53. p2l MDM2
MDM2. p53 (P <0.01); 96h
MDM2 48 h P53 481 (P <0.01) .
HCTH16 . MDM2 53 o
; ; ; ;. MDM2-p53
1.2 N
(10g/ ) . .
N 4:3:3
- DMEM
’ (FCS)  Hyclone SH30022. 01B; 3-
(4 5- 2) 2 s5-
HCT-116 . ( MTT M2128 - 10G) . ( DM-
° SO D0231) Sigma ; 2
1 ( MDM2 AMO0224PU-T) . p53 |
1.1 sc126) . p21 ( DCS-60) N
HCTA16 Santa-Cruz ;
: SPF  Wistar 40 8
(250 £20) ¢ KGP250/KGP2100; Annexin V/PI
SCXK () Centre-bio C1063.
2007 - 0001 22 ~23%C 450 BioRad  ; CO, BB5060
0% ~35% - Heraeus X ( FACS) Calibur
(31260592) F4242 BioRad |
* : zhengxia_2007@ 163. com (0791) 88331492 Bio-Rad Image Lab 3.0 .



+ 56«

2015 1 56

1

Journal of Traditional Chinese Medicine 2015 Vol.56 No. 1

1.3

40 Wistar

12h

10 -

N 8. 4. 2g/ (kg « d)

(
0.1ml/10g ;

1h
3500 r/min
0.22 pm
-20C
HCT416

30 min
1.4
MTT

5x10*/ml
. 37°C. 5% CO,-

200 i/

20 ul
o 72h
4h

10 min
570 nm
A0
1=
100% o
1.5

A570nm /

HCT416

30 min

14, 7. 3.5 )

0.1ml/10g

T
4°C

56C

HCT416
96

4

5mg/ml MTT 20 pl

DMSO 200 1 /well

A570nm °© 8

(IR) IR =

As700m ) X

HCT16

5 x10°/ml 6

200 !
( FCM)
1.6 HCTH16
Western blot
HCTH16

96 1.5ml/

4 96 h
1ml
4°C . 10000 r/min
48 h.
p53. p21

o

1ml/
96 h

o

MDM2. p53. p21

5 %x10° /ml

300 pl

BCA

MDM2.
-80C

96 h

12%

80V 120V o 5%
1h 1 : 1000 4°C
1 : 1000
1h ECL
A A o
1.7
SPSS 19.0
+ (x +5) ¢
LSD o
2
2.1 HCT416
1 N
N Ason (P <0.05
P <0.01)
(P>0.05) , HCTA16
IR 42.37% .
1 HCTA 16
Astonm (% %5) IR (%)
5 0. 590 +0. 102 0
5 0.354 +0.111%*  40.00
5 0.340 £0. 134**  42.37
5 0.418 =0. 186" 29.15
D IR ; * P<0.05 % %P <0.01
2.2 HCTA16
2 NN
(P<0.05);
(P>0.05),
2 HCTA16 (%)
5.19 6.93 87.88
18.75 26. 12 55.13
20. 00 23.52 56. 48
15.32 18.18 66. 50
2.3 HCTA16 MDM2. p53. p21
3
48 h HCT416 MDM2
(P<o0.01); 96 h
MDM?2 48h (P<



2015 1 56 Journal of Traditional Chinese Medicine 2015 Vol. 56 No. 1 * 57
3 HCTA16 MDM2. p53. p2l (10D x=+s)
MDM2 /B-actin p53/B-actin p21/B-actin
48h 5 0.20 +0. 11 0.36 0. 38 0.54 +0.32
48h 5 1.22 +0.56" 1.22 0. 56" 0.78 +0.50
96 h 5 0.01 £0.004% 1.95 £0.384% 1.50 £0.3844
48h 5 4.32+1.12° 0.37 0. 39 0.58 +0.29
96 h 5 0.01 £0.0044 1.29 £0.574% 0.83 £0.572
48h 5 1.87 +0.38" 1.42 +0.68" 1.74 +0. 68"
96 h 5 0.01 +0.0022 1.95 £0.802% 0.86 £0.402%
: MDM2 2; * P<0.01; 48 h AP<0.05 AAP<0.01
0.01) . \ 48h  HCT- 18.75%  20.00% - 15.32%
116 p53 (P < 5.19% (P <0.05)
0.01); 96h p53 48 h
(P<0.01), o
48h  HCTHI16 p21 HCT416
(P<0.01); 96h 48h  p2l
(P<0.05 P< o
0.01) . pS3
3 N o pS3
MDM2 7 MDM2
p53 p53 A
48 h HCTH16 p53 MDM2
96h  p53 N
3 MDM2
. MDM2 p53 N
; 5 N p33
. . . 96 h o p21
. p33
9
. 48h  MDM2
. p53 p21
: MDM2  p53 -
. . . ; 96 h pS3. p21
. ; \ p53 p21
o MDM2 953921 o
5
. MDM?2 p53 p21
HCT416 MDM2 53
40.00% + 42.38%  29.15% HCT-

o 116



* 58 2015 1 56 1 Journal of Traditional Chinese Medicine 2015 Vol.56 No. 1

6 .

| J. 2013 54(6):509-
' 511.
32 I 2013 54( 11): o . .
7 Rigatti MJ] Verma R Belinsky GS et al. Pharmacologi—
966-967. . .

5 cal inhibition of MDM2 triggers growth arrest and promotes
] DNA breakage in mouse colon tumors and human colon

cancer cells J . Mol Carcinog 2012 51(5): 363378.
8 Nyiraneza C Sempoux C Detry R et al. Hypermethyla—
tion of the 5° CpG island of the pl4ARF flanking exon 18

in human colorectal cancer displaying a restricted pattern of

2007 26(2) : 7294.
3 . HT-29
T 2012 53
(21) : 1852-1855.

p53 overexpression concomitant with increased MDM2

4
J expression J . Clin Epigenetics 2012 4(1) : 9. doi: 10.
2013 54(21) : 18541858, 1186/1868 —7083 -4 -9.
5 ) 9 Abbas T Dutta A. p21 in cancer: intricate networks and
K562 /A02 7. multiple activities J . Nat Rev Cancer 2009 9(6):
2010 13( 1) :45-48. 400-414.

Effect of Fufang Zhebei Granules Drug-Containing Serum on Proliferation and Apoptosis of Human Colorectal
Cancer HCT-16 Cells

ZHANG Zhe' CHEN Xinyi® ZHENG Zhi’

(1. ChinaJapan Friendship Hospital Beijing 100029; 2. Dongzhimen Hospital Beijing University of Chinese Medicine; 3. Cancer
Hospital of Jiangxi Province)

ABSTRACT Objective To observe influence of Fufang Zhebei Granules ( FFZBG) on proliferation and apoptosis
of human colorectal cancer HCT- 16 cells and discuss the possible mechanism. Methods A total of 40 Wistar rats
were randomly assigned to control group and high middle low-dose FFZBG group with 10 in each. For 7 days
high middle low-dose FFZBG group were given 8 4 2¢g/ (kg * d) drug solution by gavage while the control
group was given 0. 1 ml/10 g normal saline. One hour after the last gavage drug-containing serum was prepared. MTT
method was applied to detect cell inhibitory rate of HCT-116 cells intervened by drug-containing serum of different
dosage. The apoptosis rates of HCT 16 cells were detected quatitatively by flow cytometry. Western blot was used to
examine the influence on expression of MDM2 p53 p21 proteins. Results The cell inhibitory rates of high
middle low-dose FFZBG group were 40.00% 42.37% and 26.78% respectively while apoptosis rates were
18.75% 20.00% and 15.32% respectively which were higher than that of the control group ( P <0.05). At48h
the expression of MDM2 p53 p21 protein in high-dose FFZBG group MDM2 protein in middle-dose FFZBG group
and MDM2 p53 protein in low-dose FFZBG group were higher than that of the control group ( P <0.01) . At 96h
the expression of MDM2 protein of high middle low-dose FFZBG group was significantly lower than that at 48h
while the expression of p53 protein was higher ( P <0.01). Conclusion Fufang Zhebei Granules can inhibit the
proliferation of HCT16 cells and promote apoptosis with the possible mechanism of up-regulating the MDM2—p53
signal pathway.
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