R34 5% X HL-60/ADR MR B HAEIE & H P16, P63 FRiEHIE NN
BARH], BB R M I e R X AL O R, )R BRI 519041)

WE: B K& ERESEH s HL-60/ADR 4008 A4 % & P16, P63 Rikey¥Hrh, ik A2 AR EHEHRMER
F HL-60/ADR #ait., JA 2m M+t $0 k4 B 3 4% i 4 5T HL-60 28 02 K s &K 69 %vhr, MTT x4l I B & b B 4% 2 44
A R )G ta ML R 2O B E AR I 4R AE A HL-60/ADR e — T w195, B — R E S SRRz e — e,
X g A 3 0 B 8 T R B SR AT e L Bl AR B8 P16, PE3 Wy Rk, HER  AmmAeitHE 6 RKEE,
B AR RS R A T B, 4R i 2 40 4 A SR (P<0.05), 1 mg-mL ' B 4% 2 41 AF A HL-60/ADR %42 96 h, &
37 4 004 3 ) 2R 5 3T SR A TR SR R AR R 69 HL-60/ADR 8 4 ) 20 5 7% (P<0.05); 7 B 7R 69 B 3E 4% 2 Sk 4E R
HL-60/ADR #8296 h &, HJA 1.5 ugmL™ 89T EE4EA 6 h, %480 N 61T 5% 3% 5% B P 394A(127.2+4.8) % 2 1B 4
(77.8+7.2)#% (P<0.05), EAAF FRH £ £ ; 1 mgmL ' B ¥4 24 4E M HL-60/ADR 4878 48 h, HL-60/ADR a it.#) 4m
Jo B B 4E P16 44 T 39 1A (898.46+30.50) £ 3+ F3 40 (698.45£91.29) & (P<0.05); P63 #4314 (837.53£42.75) %% *F M8 41
(591.33+92.99)% (P<0.05), £5it M EF 4R HL-60 e A ¥ A B Ve , 7T A8 1% 3t am i s I°T 5 2 0 480 1k 49 1
B, B4R ISR A L HL-60/ADR %8 18 B J 42 & & P16, P63 49 &k , WAL TTREA S B R 4F 240k B 4E A
KEER: BEESIESIE; HL-60/ADR mie; @i #i; P16; P63
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The Effect of Kanglaite Injection on Expression of Cyclin Modulin P16, P63 in HL-60/ADR Cells

YU Yongli, LI Jirong(Department of Anatomy and Histology and Embryology, Zhuhai Campus of Zunyi Medical College,
Zhuhai 519041, China)

ABSTRACT: OBJECTIVE To investigate the effect of Chinese medicine Kanglaite injection on expression of cyclin modulin
P16, P63 in HL-60/ADR cells. METHODS HL-60/ADR cells during logarithmic growth phase were treated with Kanglaite
injection, growth curve was based on cell counting; the inhibitory effect of adriamycin(ADR) on Kanglaite injection-treated
HL-60/ADR cells was tested by MTT assay; the concentration of intracellular adriamycin and the expression of P16, P63 were
detected by flow cytometry. RESULTS ' In each group, live cell count reached a peak on the 6th day, compared with control
group, the Kanglaite injection-treated cell count was lower with statistical significance(P<0.05). Treated HL-60/ADR cells with
1 mg-mL™"' Kamglaite for 96 h, the inhibitory effect of adriamycin on the cells were greater than that of control groups(P<0.05).
After treatment with different concentration of Kanglaite injection, the intrancellular ADR fiourescence of 1.5 pg-mL™
ADR-treated for 6 h were statistical higher than that of control group(P<0.05). Treated HL-60/ADR cells with 1 mg-mL™'
Kamglaite for 48 h, compared with the control group, the expression of P16, P63 were all significantly increased(P<0.05).
CONCLUSION HL-60/ADR cells exposed to Kanglaite injection resulted in dose-depentent inhibitory, Kanglaite injection
could increase the sensitivity of HL-60/ADR cells to ADR. Kanglaite injection could increase the expression level of P16, P63 in
HL-60/ADR cells, that maybe involved in the anti-tumor mechanics of Kanglaite injection.

KEY WORDS: Kanglaite injection; HL-60/ADR cells; cell cycle; P16; P63
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M, & B AT S HL-60 40 i JE 78 1) i 2kz 41 B 4>
16T, 88 b HL-60 40 0 A F Bl 2 2k 2P, T i
P-170E (A X EM,  FifCyclinA®E A # LB, 4
TR — DR R BRSSP b8 1 P
A8 3 FH 5% W 240 0 e 0 T 1 40 i R S R 4
P63, PLOAMIFRYR, ML HE SR I SR
HL-60/ADR4H i J& S 4% 45 8 1 P63, P16k ik
1751

1 MRFFA*

1.1 #F

R N H-Grkn i 40 AR HL-60/ADR(H
B e 2 R 22 B iF i) . 254 BRSE R 9 W
(10%) (WL FE R A R A F], 4 Clitife, #5:
0309081). FZZRARINT RAT A, 0305E1).
BPTAP63. PLOEPHL R IO CPLIA( iR AP
P N/NCIDE
1.2 4Rz

B — 8k 11 100995 40 fR ¥k HL-60/ADR 41 g %541
B 20%/N LT 9 RPMI 1640 15953, & 1 37 °C,
5%CO, i FRM BT, HFh T8 10%/ N F IS
RPMI 1640 #5372 85 7%, fefa @ ek A
0.1 pgmL™" P2, EHMZE 0.5 pgmL™, JEfd
HL-60/ADR 7E77 0.5 pgrmL ™" il 75 2555 52 vh 1%
I, SUGHT 1 TR SR,

1.3 FESEHS VRSO HL-60/ADR 40 Jfu 21 K- il 2%
(1 5% )

B %4 K ] HL-60/ADR 41 g 2 X 10°
AS-mLT BN HESEIRE I S 1 5 0k 0.1,
1, 10mgmL™", JF¥Ar R hn2hx 4. HEATE 41
MTHE, AT 3 IR, BUAME R ORI 4
TG ESHE T ds
1.4 FRSERFE SO BT 47 2 M) HL-60/ADR 4
28055 i F s

B 042 K30 HL-60/ADR 41 g 42200 137 (1K) 1%
e, AT AR N 2X10° AN mLT, ARG
TN RESERFE S, AEZIKRE N | mgmL™', FFi
SEARINZ N R, BT 37 C, 5%C0, 5 FEH 5 )
592 96 h, WAE Lid 2 414080, oI 15 782 L
E2 W, oy R 3 e 96 FLEF IR, A1 2k
JEh 2X10° ASmL™, RGBT 2%, (%
WA 05, 1, 5, 10 pgmL ™", FEESTAR N
20T, BRI 4 N RAL, R

I BLACR HT 25%% 2010 4F 3 H 5 27 4555 3 1

L. BT 37°C, 5%CO, 5 kg% 24, 48, 72 h,
LI IERT 4 h BN 50 pg MTT. 10%SDS-0.1
mol-L™" HCl £ 1 [ ¥, 24 h J&5 T BEFR SR I Aszo
B, DARINZGA AL Asqo (XTI 40 4 i)
H%=(1-25 2941 A {H/ X R A ) X 100%.
1.5 94 R HL-60/ADR 41 ffd Py i 25 25
W g

B0 $04E K HL-60/ADR 40 Jif 432 b 1397 (1) 1%
M, WA IRRIKSE R 2X10° A mL, RE
TN SR SR, AELWRE 34 0, 0.1, 1,
10 mgmL™", BT 37 °C, 5%CO, B &40 4 MK 55
96 h, WA SIKFEEA AN, JollysHs IR 25 vk 2
W WA 2 X107 A-mL™", 4 i R
& 1.5pgmL " 1EH] 6 h, R4, PBS
B0 2 O i g RS A A0 P 2 s
1.6 a4l (R HL-60/ADR 41l il P63

Ay EE 0, 0.1, 1 mgmL ™" HESEHR T SR AE
J1I+ 48 h HL-60/ADR Zifd 1% 10° 4~mL™", /i] 0.01
mol-L™" pH 7.2 PBS B5.LayE¥ 2 K, BHX 5 mine M
2%% S HEE 200 pL [# & 15 min, /il 1 mL PBS,
1500 rrmin" B 5 min. 1 0.5% Tritonx-100
100 uL 474 Smin 5% LiE. n—$HiHL A P63
(1 :200) 100 pL 37 C/K¥& 1 h, i1 1 mL PBS,
1500 rmin”' B0 5 min, 3 3. M PERR
PIEHUARA T 100)100 pL il &% 30 min, i 1 mL
PBS, 1500 rrmin"' 2.0 5 min, 3% . PBS Fk
Y20k, 0.5 mL PBS B i 2 40 M AR 0 o
1.7 a4 S HL-60/ADR 41l P16

F “1.67 TR J7ikAeEE, En—Hh RBTA
P16(1 : 200) 100 pL.
1.8 Seil2ahbt

SO0 O DA B A b 22 (X £ 5 )T e K5
Ab 3,
2 H#R
2.1 FESEHERE SN HL-60/ADR 4 i = K ith 2&
Al

ST B T2 6 IR EAE, SRR S
F F 221 () HL-60/ADR 41 Jif 15 06 (i 45 6k e 21 4
HEAE(P<0.05) . 1 W J3E SE4RFE S 6T HL-60/ADR
MR AIHIER, xEHRAREKBCR,
ZER W 1.
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Fig1 The effects of KLT on growth of HL-60/ADR cells
2.2 FESRFFES O Pl a3 6 HL-60/ADR 41
ik evAsap- Al

JEAR R B2 BBl 25 28 0% 2 4.4m I A AR )
b 1) B U061 R B AT LA, 45 R B 1 mgemL ™! HESE
HRFE SV AL FE R () HL-60/ADR 41 i of B 25 2% 1) B
SRR 28 3k FRE SR v S B AL BE AR 40 I F) v, ¢
VAR R PS5 (P<0.05), SR 1.
%1 1 mgmL ' FEE4FIE 4 1EH HL-60/ADR 40 96 h
G, FEFELHIE R (=4, X£5)
Tab 1 The antiproliferation effects of ADR on HL-60/ADR

cells which were treated for 96 h with 1 mg'mL™" Kanglaite
injection and 0 mg-mL™" Kanglaite injection(n=4, X +s)

g5 i 5 2%/ 1C/%
pgmL™ 24 h 48 h 72 h

W 0.5 245+ 1.3V 274+ 279 449424
popies] 1.2+ 0.5 2.6+ 1.0 10.2+1.4
R4 1 32.5410.3"  53.4+ 6.8  64.8+1.5"
o} I 2 115+ 23 32.1+ 4.4 442433
w4l 5 36.3+ 7.4V 562+ 55 67.1+7.7"
paplcRat] 24.1+ 5.5 449+ 43 47.6+5.1
RG24 10 46.5£11.2" 64.6£153 "  76.7+4.8"
popiicea| 31.7+ 4.3 495+ 7.2 68.9+3.7

T HXIR4LAHLL, DP<0.05
Note: Compared with control group, "P<0.05

2.3 BESEAFIE SN HL-60/ADR 4H i i i 77
FIRE IR

WP 0.1, 1, 10 mgmL ™" e 3erv 5 i 1F
96 h J5 (4, /0 1.5 pg-mL™ 6 2 A
6 h, L 4 A (SORS W 4 B P 1R 5 R 4 ik
106.3£10.7, 127.20+4.8, 164.81+6.4. X4 N
77.8+£7.2, FESRHA B AEH L ) HL-60/ADR 4
FR P o) 2 2R I R e R AL I B B v, SRR AT
H B ENEZE R (P<0.05). HHAAFRKBALR.
2.4 FESEFRTSHY HL-60/ADR 40 it P63. P16
AL )5

WA 0.1, 1 mgmL™ 3835 v 5 v 78 1)
HL-60/ADR 4t 48 h J5, =4l M Askslinft P63
BEFIIMES A 878.04+18.60, 837.53+42.75,
XFIEZH K 591.33+92.99. P16 & - F-IMH 435k
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853.741108.46, 898.46+36.50. MIHi41N 698.45+
91.29, FHESRHAHAE i 1) HL-60/ADR 41 id P63,
P16 FIR B R BT R, Gevt 22 o B
PE 2 5 (P<0.05).
3 itig

iR 24 P4 A 5 R A A2 5% i P 1 L (AL S
RE K AEAF R 3, K& I AR 70 70k
TR F AL 25 FIHLHIBRMDR A& A= 45, 4 i J5 31
FR R 2 S B R S IR AL 25 f S E AL 2 —. BT
AERIP164R FIE HCDKIZK G H 1 — 01, FE Rk
SN PH) 454 T CDK It BeyclinDHIA 5, 5
Ji 3] 2 D(cyclinD) 3% 4+ 4% ¥+ CDK4CDK 6 21 5 Ji 1]
FDCDKACDKOE A W4k 45, JHI & A0 10 1 1
LV R, gE— 20 B ok W0 4 i 4 it 9 & Je 5 A
YIPRbI IR AL, 2 55 kR FE R4 75, il
Bk, MU TG, DLAERFHLAR G i 1t
BAFE RIS RO, M P16JE B B R B S A, cyclinD
5 CDK445 1, fiEALRbIEE B AL, TR 1L )5 (1)
Rb A& B 2% 7560 41 M 345 5 R 23 4 1 472 3 42 A
M, me s R s, Okamoto& ]
P16 L I 3 420K 1% iR (cDNA) P 5 s 64 4% o 988 41
il 2 R INP16 cDNA TR G Xof I 4 L v e T2 ol
AW RANEIER, A IT AP 16JE DR R 4 4 H 42
BET B AR o K RAE S BERE B R [ 19
A APIGHERRIA R, FERIAPI6IEE K
A BRATIAT, 1 IR . S
S5 AR S R SR A W S N 43 B T 8246 45
R S I R A2 B R A TR B B
P1OJE R [ FH S AL SRR A o 25 S R824 Stk
1L 95 (AL) i 35 P16 JE DA A3 4k (1) H B0 %6
39.0%, Ho @ rEdE R (M (AML) B3 441.4%,
24451 PR BR EL 40 1 if s (ALL) & 5 R 33.3%; H)
TBALEE 436.6%, MK EENHN54.5%. 821
ALEZE P H6HIPI6IER G, BkFE NT.3%, 1
AML. ALLEFEF 7 5100 1.7%H120.8% . 16451 {5
B A B A 0 P o 00 R A P16 IR U R kA
FeAb e . 45 BPLRPIORE N K IEFH SR &
P I (1 %2R R R S R 5% . R 27 &1 OT% 50
i 2P 195 B 58 P16 JE I mRN AR A 7K P HEAT T
FUI & L P 163 I mRNA 3% /K7 ] B T
IEH NFIP16 mRNARIE K (P<0.001). i 2k
R E I AR 1 L5 mRNA SR K 7K P ST 2 v BE 40
ot 1L 955 (P<0.05), #1241 58 2 2 i 2 mRNA
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FIEAOT w5 T R 58 A G 41 (P<0.001). Strank 5!
WF 5T & I P16 FE PR 5K I i 2k 28 76 1 10 95 40
25%~84%, W T AR Mg i, 298 5%
(315 . FLP 16 R 5 B 2k 26 vy 1) JEL AR I 80 41 A
B R AR E RS A R Arap2 Pk
P 05 T 1) 5 ¥ 1) SA AR M5 5% TR P 16 5% DT e 2K 1)
JE I IR A0 B 2R TP Y PTOFE [N, 5 | Jir g & it ) A
KAl . Hama 25" JR 58 i 1) 40 i 22 5 N U5k
PLOJER, fdr 4 M A 4 52 2 W Al b3k ek vt
BHERPIOEL N MR RIE, Bk, J0E, o e
b5 il i R AR B DI A DG, I P16 BRI 48 v i 9
A HP16.8 [ (1R I8 K IG I7 I vl g e — MR
W VAT 77 %8 o ASHIEUR) F B STV S5 A
HL-60/ADR 48 hji7, K3 2540 40 i P16 1A
B TR R AL, H2Z 29 Pl t I Rk Tk
WS, Pon B ST P AR
kR PN 2 —, B FAP16E IR
A AR R Rt — .

P63 JEITER I PS3 K2 —, P63 &
2Rk T ARIER AL, W80 F g it
hBFE. &M ERARKKRE . SIS K-
FEEZEEM, XTAAE SO R AR E R R E
HAT R P63 ReA & fr - A\ etk 3¢°72,
R E S TAP63 il a NP63M?l, TAP63
WE P53 FREEDR, 5 4 M S RELE A0 5 | R n i )
T, RIAIEER, 11T aNP63 ANHA i
TEPE, HEAIRTBLS DNA 454, LU G
75 s3] TAP63 Fl P63 HHfF L SL A (e %, £E
KNI P63 WFFTH R ILEE 2 [f1°4 & NP63 I
e FER ThBE, AN P63 (1 il R 40 ) Th RELY,
Yamaguchi 27 80 {54 1k A0 AL £ 5 R
(1) P51/P63 KIEFATHIIE, KIMH P 74 4] P51/P63
LIEBAME . P51/P63 RIEHIZEAL Sl R 73 WL 2
FHIEME, (04T 6 BB PS1/TAP63 5848 . H18M:HE
S P 1 L 2 1) PS5 1/P63 S¥AF . (11.8%) 45 1
PERI(1.5%) W S5 T 7 o ASHIFSE AR FH B S A S A
Fl HL-60/ADR48 h J5 , 28k 22 YR A2 S50 4G 45 41
YL P63 Kk, LLA I & 244 P63 Kk
0 8 s TR AL, (H 24140 P63 B Rk
TGS 25 o N RESERHA SR 1 HL-60/ADR 41 il
P63 HIFRIAA TCAI AR G F S LI 1 S A
WD, AWETE Ras G Gk R, $on sk
RS R TR ) T P63 I HIERIA
PR BRI 252 2010 42 3 F 45 27 %45 3 11
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