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Exploring the effect of licochalcone A from Xinjiang Glycyrrhiza inflata
Bat. on proliferation and apoptosis of cervical cancer cells and its
molecular mechanism based on CADD
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Abstract : In this study,licochalcone A (LicoA) was used as the substance basis to study its proliferation inhibitory activity,
apoptotic and cell cycle arresting effect on cervical cancer cells,and its molecular mechanism was initially investigated. LicoA
was purified from Xinjiang Glyeyrrhiza inflata Bat. ,and its chemical structure was identified by 'H NMR,"”C NMR and HR-
EI-MS methods. The inhibition rate of LicoA on human cervical cancer cells (SiHa and HeLa) at different concentrations was
detected by MTT assay and ICs, value was calculated. SiHa cells were selected as research object, flow cytometry was used to
detect the apoptosis rate of cells by Annexinv-FITC/PI double staining, and the effect on cell cycle was determined. The
CADD method was used to predict the possible target of LicoA. The mRNA expression levels of marker (Bcl-2, ALDHIAL,
OCT-4 ,UHRF1,BIRC7,BIRCS5) and cyclin-dependent kinase 4 ( cyclin-dependent kinase 4,CDK4 ) were detected by fluo-
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rescence RT-PCR method. The results showed that LicoA could significantly inhibit the proliferation of the two cervical canc-

er cells in a time-dependent and concentration-dependent manner. With the increase of LicoA concentration, the cell prolifera-

tion rate slowed,and the cells showed a shrunken form. LicoA induced apoptosis significantly,and the apoptosis rate of SiHa

cells reached 52.0% at 30 pg/mL. LicoA may block the proliferation cycle of SiHa cells in S and G,/M phase. Molecular

docking results showed that LicoA had a good binding ability to CDK4 protein,and predicted that LicoA might have a strong

inhibitory activity. LicoA significantly down-regulated the expression of stem cell markers Bel-2, ALDHIA1,0CT4 ,UHRF1,
BIRC7 and BIRCS,and inhibited the mRNA expression of CDK4. The mechanism that LicoA can inhibit the proliferation of
SiHa may be by arresting the proliferation cycle of SiHa in S phase and G,/M phase, inducing cell apoptosis,and inhibiting

cell differentiation.

Key words: licochalcone A ; cervical cancer cells; proliferation inhibitory activity; flow cytometry; CADD ; tumor stem cell

markers

U ™ B A 2 A R R R R 2 —
VAR R S8 E TR Bk, e 3R
] By S 8 O AL R DL RRAE 3. 35% (1) 3 i TR 3
B 10 AR KR8 29. 9% , HAE R N Rt A 45
W AR — T I T4 ok HPV AL k8
J% 2% (human papilloma viruses , HPV') i 2 25 52 v 11,
RN 17 46% 1, AT UL S0 1Y TR K36 9T
e " URAR AR o I SR ) RLIR Y T A Ay
KFARIGIT AR RIVE AR 5 % A= g it 25 K
SR PR T 40 L ( cancer stem cells,
CSCs) & —28 A IR BT AE /1, BEWE ST 5 F 9K ) Jith 73
MM AR S R TE MR I 52 K e R ad Fe vh HoA
FAEFRIANAE" . CSCs A7 78 T I i SRR 55 v 1
—/INER AT A I 9 A DA EY B0 A0 B rhRT DL
EATES B #0096 T 40 MY ( cervical cancer stem cells,
CCSCs) "7 i+ 40 e %F 22 $0 4k y7 25 W A URK,
SR ETERE B BT EURAE R K EEF I
ST USR5 2 ~ 5 AR R, A
FAR TR AL B 53 v 4R 07 08 45 KB A0 L R b g
I ARCEE I ELELAT 00 ) e 20 i 0 B
e LB WTERIF 25 WS b B B Y R ARIE
FEXL,

AR 25 2 W A 2561 B2 i, e TR 25 1
AR . BARH RUAAAE Z R A b 2 )
(2020 A R—78) Bk H A AT 2 B, B H 5
( Glycyrrhiza inflata Bat. ) F1 Y6 5 H & ( Glycyrrhiza
glabra 1. ) , Horp iR SR H FEAEH 88 g 710 L H A 5505 b
HLIX A3 IR A R S [l Rl A R b B
B IR R 28 1 o W AR 2 S5 AR A I 25 5o WIFSTEAIE
S, 2 JK A A (licochalcone A, LicoA) E. 7 $it if
g P R AR e
R T O B S50 AH 5C B8 T 40 i b 2 9 1A

5 07 T LRI o A TR 7R T SRR AT 5 A S A
b o R — R R R SR K 1A% B I B iR L
AT % LicoA By iR H B A& I, IEFEAF & B A il
5 B S0 v 1 R T I B R R SRR Y
BB F o 78RR ROR S BT 15 P i e v &
P, AR H 5 A IR R 1 43 LicoA X2y #50Jea 41 i f) 438
B T NI Ty A R AN, HX S
T4 AR iE 9 ( Bel-2 L ALDH1AL ,OCT4 UHRFI .
BIRC7 \BIRCS ) J D] K 24t Jfi Ji 30 2 (1 A4 0 7 8 ity 4
( cyclin-dependent kinase 4, CDK4 ) B [H 7= A= BY i 1)
WA M. &I 25Tk (CADD 3% ) 4%
T B A H T 5 i A FHEE A, 5T LicoA X LA | 2
mRNA 3k & 1 5E0, Ay i — 2 W] LicoA Xf &
9095 20 AT T R D VR FH AT R 1 43 LI
R 7532
1 MR5HE=*
1.1 FEKFIENE
1.1.1 &KX

IR E S (VLR S AR 25 ML A BR A FD ) 5 A
T S A i SiHa  HeLa 35114 3K 387 i 2 B K 2%
HPC S 2 A0 L% s DMEM /=l 1% 57 5 (56 [ Sigma
AT BT AF29561079) 5 JIG A4 1L TE (36 [ Sigma 24
B9 : 1644044 ) ; P 19K 71 & ( H A& TaKaRa 7y
1247 : RROATA) ¥ 5% 535 £ ( H A% TaKaRa /v
A, 575 : RR820A ) ; RNA $2 U & ( Bl EY T
BHAGRAF, 5745 :00170212)
1.1.2 =EMNE

WRX4 5 s s A C7° PR AL A% A PR
1 [E ) ; Unity-Inova600 # 5 4% R PR 4Y ( Varian 2%
wl,5E[E ) ; LTQ-Orbitrap XL 83k € 4H & i 70 P
AL (FEBR CH/RBHE A A, 3 ) ;KQ5200DE $d%
R e (R LT A s A R A R, )

A

Al
A,
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Z¥-7 BUBEFE = FH 22N A A (BT S R B A R 2
A], 1) ; Heracell CO, 355247 (T8I U RBHE A
A], 3 [E) ; Multiskan GO 7 73 4 (FEBR G AR B
Fovdl, 2 ) s BD Ji N 4i e (BD 2w, 2 5
QuantStudio ™6 Flex SZ7¢ G iE f PCR [ ( FE 8K K1
IRBHE A E] EED) o
1.2 FHi&
1.2.1 JRRHFEERE A 695 &

B8 A B SR AR 1, BRI 50. 0 g, LIURHR
FE(W: V) Ry 1215 B9 95% LB iR 24 h,45 C 4%
PR 15 min, 80 CAn# IFEHEI 2 h, #l17E, 15
UEW a, JEHETF 500 mL 1) 95% L EHIR AR, [H]
FIRIFIELL IR AF IRV b, A I UEW a b, 45 CUE
Wedii 50 C T Kk PEd) HAE it 30% LB il -
FETHE T A R AT 1 SR e R (B35 A, W 24 b, Je Kk
3 BV, 8% J5 FH 10% .20% .30% .40% .50% .60% .
70% 80% 90% £ BERE BEVENL 3 BV, 43 51 4 Ui
oy WRAR A I EAA MIRVERIE (343, F 50 °C Uk JiE
I TR B B R

B R R R TiE i 20% 2, FRET R
R4 1Y) AB-8 AL iR i , ML BfE 24 h, Se /K ik 3
BV, 8XJ5 30% .50% .60% .70% 80% 7,45 1 3
BV, 73 S I 43, W 4, EL A AH TR RRAE 04 3 5 A
JF, T 50 CUUTRHEZE TG 15 2 S B R . FREX
SR R 100 mg, I & IV i, 1 o & T2
M b SRR, LA LicoA X BE L b b B8 DAyl ik 2 1R
Mg =110 1 i H R A R F EF, T 365 nm 48
AT B BE &, i 5 60 BE S X 0L A9 B 55, ( LicoA
HAZZE SO BES) , TH S 2, i B R
45 CHWUEHR4E,50 C T, SR, 250
RER AT )2 ML Al AL, Gk LR B8 =20 13, 1
RSEE OB, WA, TR BRI ARR,
Hb M 22 HU 5 048040 H NMR " C NMR &% HR-
EI-MS #7450 4558
1.2.2 mppisi

BAE KRS R 45 (% SiHa F HeLa 2 ff, &
10% JiG 4 17 V8552 R (100 pg/L) (JRREZ (100
pg/L) ) DMEM 58 4855 (pH =7.5) ,7£ 37 C,
5% CO, IR -G 00 B i E IR 55 7240 h 35 5% 24 h, K
X B R AH I A T DA 25 30 5
1.2.3 EHJRmIeE AN

S MTT 3 K5 0 LicoA X BY %5 40 Jid SiHa
HeLa [958 5 90 1 35 Mo B F X 0k KA Y Si-

Ha HeLa Zfifif1, LA 5 x 10* 4~/mL (9% B4 7E 96 L
B, 5555 24 h, #7596 FLrP A LB 80% 22 44
B, F2e Rl B TE W, B S 0,10 .25 .50 .75 ,100
g/ mL [ 58 4215 37 FE B 1 19 LicoA VAW, $% R 1L
200 L, BANUEE 6 AL, A ZE] 96 fLAkH, LA
TR A0 32 1 5 LT ) 8 4 5 5 VR S BH PR %o R
U8 435 5 W 240 W52 ok 25 1 6T R, 43 S04
24 48 72 h J§ M A MTT %, HEEFR 1 T 490 nm
DIZEMOGRE (A) , TH5 20 B4 i %, ik — 2P H] SPSS
26. 0 FRAF o B 1C B AHMIIN AR = (A -
Ay ) /Ay x100%
1.2.4  mpel 0K

MG LicoA X} SiHa,Hela 2 Ml 1Y 1Cs, {H , XT H:
HATIEA ST o WO BRI A, W4, FH 4t
THEGE IBEFLANIACN 3 x 10° AR T 6 LR, 1
S LU B A K 2 LT 80% ~ 90% |, FH 58 4 15 75 HE L
il 2 B0 0,10 .25 .50 pg/mL LicoA I, 73 5IAE
HIT SiHa HeLa #fiJifd 24 h J5 , 7E48) & B 55 T g%
£ D) PN A A LS
1.2.5 SiHa Zg 08 T4

BOow g K30 SiHa 4108, AN A 1 x
10° A~/mL, 2R F 6 FLAC T, 15595 24 h 53 155
e BFUIMA 2 mL 58 @837 30 E /) 20 wg/mL
(A T i Y S Ak BE 2R 00,10 ,20 .30 wg/mL /19 LicoA
VST PRGN (R 1. 2. 37 S5 SR AT A )
YEFH 24 h )5, PBS Myt g0, 58 2 5 2 LG B
— 204350 100 wL Bingding Buffer( Buffer: PBS = 1:
QML il ) 5 AT 5T, B4 43 5 il A AnnexinV-F
PL& S wL, S iE G 15 min, FRAEL 53 54NN
400 wL Bingding Buffer JRA&3%47, 22 300 H M i i
W&, LML
1.2.6 SiHa &g 8 a44m)

R K AP SiHa 41, WA THEC R RE AL 1
x 10° A~/mL (A0 E I, #% A5FL 2 mL 48T 6 LR
W, B TR SR AR R 24 b, FRRIEFRW, AL
A 2 mL F5¢ 4 15 57 LB E 1 20 pg/mL [ AT
W BE A 0,10 .20 30 pg/mL % LicoA ¥R, VEH
24 h, FRALA3 R 3, I PBS T BE AL R
o WELFR A0 NN 4 ~5 mL B0 75% 21
RAYS)CE 4 CURFE 2 24 h, 1 000 r/min &
25 min, 37 B3, 205000 3 mL PBS #jjsk 3 ¥k, 77 2¢
TE W, OB AN Y, B 2 4 ) 400 wL PL/RNase
Staining Buffer &5 4], E i HHGYL A 15 min, £
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300 H Mg, b AR

12,7 HFaaEsk
1L.2.7.1 S FMESH

XHEAEL (num_modes ) S 20 4>, BEIR YL F] (en-
ergy_range ) 5% 5, 1] BE M 4 % 8 5 ( exhaustiveness )
{4 100, BR ARl LA Ab , HA S 808 R BUER A
{H.
1.2.7.2 X048

2] RERY 45 5 07 a5 Y Bt 1 2 )i, 1B+ i CDK4
LN T 4ty CDK4 & 15 H AR HAK LicoA #4753
TRHE m TR R R AR ERA S Z
ZEG W R, BOR Al R0 4 07 ARk AT o0 A
CDKA4 (VLB 1), 3% 1 AR AL b5 O« center _x =-1,
center_y = -2, center_z =75 ;size_x =52 ,size_y =40,

size_z =44

1 CDK4 EHRMEOLE
Fig. 1 Docking pocket of CDK4 protein

1.2.8  AF'8 ZJ% A8 X 0 I8 AR T 69 % vh

Wit 986 % 1 RT-PCR &, DA B-actin N2,
%t SiHa 4 ffi b Bel-2 . ALDHIAL . OCT4 , UHRF1 .
BIRC7 .BIRC5 45 i T 20 Ml AR ic 9 1) mRNA R ik
AT . B RAFAY SiHa 40A0, W 4E , 114K,
FBEAL 1 x 10 A~/ mL 4002, #5455 FL 2 mL 4l
T 6 fLARN, B THEEE S FE 24 b BLLMA
2 mL 58 35 R B R B 0,10 .25 .50 e/
mL [ LicoA ¥, fEH 24 h, #2858 RNA 25U
& (Trizol ) (Y158 B 5 R JE 4545 , 45 ¢ SiHa 4 fifd 5
RNA 5 f I W0 5 200 B 5 306 7 s A4 3 AN m] - i 4
1) cDNA $Z 350 B 5 A5 |9 S 3 44357, | PCR
WASGHATY 38 SOy, 97 38 2512 TaKaRa 371 1245
UL BT SRR 445 PCR =W IF 0t
45, PCRSIMPHI W T & 1,
1.2.9 %itsam

Bl gt Fam it SPSS 26. 0 HfF b3, THE Bk

x1 s|¥FEIE
Table 1

Sequences of primers

CILZER S

Primer name

LTSRS (5 —3")

Forward and reverse primer sequences(5’'—3")

CDK4 F:GCCTGGCCAGAATCTACAGCTAC
R:CCTGTGGATGACTGAGTACCIGAAC
Bel-2 F:CCTGTGGATGACTGAGTACCIGAAC

R:CAGACTCTTCAGAGACAGCCAGGA
F:TTGTCCAGCCCACAGTGTTCTC
R:TGTCTTTGGTAAACACTCCIGCIGA
4-Oct F:GTGCCGTGAAGCIGGAGAA
R:TGGTCGTTTGGCTGAATACCIT

ALDHI1A1

B-actin F:GGGAACGAAATAAACTAGCAGCA
R:AGCACAAACTCCAGACGTTCC
UHRF1 F:AATGTCAAGGGTGGCAAGAATA
R:GCCAGTATTTCACAACCTIGTA
BIRC7 F:GGTGAGGTGCTTCTTCTGCTATGG
R:GCTGCGTCTTCCGGTTCTTCC
BIRCS5 F:CCGCATCTCTACATTCAAGAAC

R:CTCCTTGAAGCAGAAGAAACAC

Tl w5 R, Bl O 22 PR 0, 25096 12 1E 25
I3 TT 255, R ZREA R R J7 22 08T 5 8 R 2
IEAS AT 2255 , MR FHEHES 5Ok 56, P < 0. 05 1 P
<0.01 BFRRZEFBAGIHE L,
2 #R
2.1 HEE/RI A NEHRIE

H A RE A, B AR, 155 0.36% ;01
C, H,, 0, ;mp. 136 ~ 137 °C; HR-EI-MS: m/z 339. 159 2
[M]* (caled for C, H,,0,,339.159 1);'H NMR ( 600
MHz, DMSO-d, )§:10.31 (1H,s,0H-4") ,10. 14 (1H,
s,0H4),7.98(2H,d,J =9.0 Hz,H-2' ,H-6") ,7.91
(1H,d,J =15.6 Hz,H-B8),7.59(1H,d,J =15.6 Hz,
H-a),7.54(1H,s,6-H) ,6.89(2H,d,J =8.4 Hz, H-
3’ H-5"),6.53 (1H,s, H3),6.25 (1H, s, H-10) ,
4.94(1H,s,H-11),3.83(3H,s,OCH, ) ,1.46 (6H,
s,CH;) ;" C NMR (150 MHz, DMSO-d, )8:187.8 (s,
C=0),162.1(s,C4"),160.2(s,C-2),158.7(s,C-
4),147.9(s,C-10),139.2(s,CB) ,131.2(s,C-2",
C-6"),130.1(s,C-1"),128.2(s,C-6),127.0(s, C-
5),118.3(s,C-a),115.7(s,C-3",C-5") ,114.0 (s,
C-1),110.5 (s, C-11),100.4 (s, C3),55.9 (d,
CH,), 40.1 (s, C7),27.5(d, CHy ), L\ }F'H
NMR " C NMR #4055 SChik™ ' % He A — 3%, o
BT A H FEAE IR A (LicoA) , HZ5 M Kl 2 Jir
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TRo WPV Bl P 9 B LicoA FIBHPHE XS HE 245 WA 9 578 42 1%
FrHEAEIH 24 48 .72 h AR HAM G F A SPSS 26. 0
KA B 1Cso o BH P 24 LA 43 ) Xk 79 7 248 e A
24 48 72 h J5 , %} SiHa 4 A4 1Cs, fH 43514 20. 53 |
7.75.4.49 wg/mL, %f HeLa 4l i (1) 1C5, 18 43 51 Ky

. 2 Licoh MMLZEH 20.71.8.92 5. 76 peg/mL;LicoA 43 51| ¥ f 40 A
Fig.2 The chemical structure of LicoA 24 48 .72 h 5, %t SiHa 41 0 (Y Ic,, {E%%U Jy
2.2 ¥ R S A 68. 38 .38.48 24.49 pg/mlL, %f Hela i it (1) 1C,, {8

U 2, SiHa HeLa 4f {35351/ 0 ~ 100 pg/mL 5392 39.31,14. 91 6. 90 pg/mL,

2 HEE/RE A RIAFRS SiHa,Hela WAFHHMEIRE (x 25,0 =3)
Table 2 LicoA and Cisplatin to SiHa and HelLa cells IC, (x £5,n=3)

H R RER A 1Cs, JIE 1Cs,
i)l LicoA ICs, ( pg/mL) Cisplatin 1C4, ( wg/mL)
cel 24 h 48 h 72 h 24 h 48 h 72 h
Hela 39.31+1.78* 14.91 £0.57 6.90 £1.52* 20.71 1. 18" 8.92+0.45" 5.76 £1.01°*
SiHa 68.38 +3. 12 38.48 +1.03 24.49 £0.94* 20.53+1.19* 7.75+0.73* 4.49 £0.58*

S X A s, * P < 0.05,
Note : Compared with control, * P < 0. 05.

2.3 MR ASHIRMm AL G , i %) SiHa JE 245 B 5 W 45 F 50 pe/
LicoA %I HeLa AL Y5200 LE X SiHa 480 mL,10.25 pg/mL B 52 BE (WK 3) .
W1, 10 pwg/mL B FF- 465200 HeLa 4HHIE A, 40 5

%35 14 i Control 10 pg/mL 25 pg/mL 50 pg/mL

N ----
- ----

3 LicoA 3t 2 MR AR F A (100 pm)
Fig. 3 Morphological changes of LicoA on two cells (100 pm)

2.4 MEHEMRETHZE SiHa ZHfig 24 h J5BYfE M T-AE I8 3% . 78 10 ~
JBEATE 20 pg/mL FXF SiHa 40HIAE ] 24 h i 30 pg/mL YRBEVLHIN , LicoA Xf SiHa 408 723
P T 3Ny 47.60% . 525 LA XTI, LicoA + i M2, 6% 3ETNF] 52. 0% 25 R WK 3 KKl 4,
3 LicoA %} SiHa 4ABFEM 24 h BT (v £5,n =3)
Table 3 Apoptosisrate of LicoA on SiHa cells for 24 h(; +s5,n=3)

#1531 Group Q1(%) Q2(% ) Q3(%) Q4(% ) Q +Q4(%)
23 % H# Control 1.40 £0. 13 4.00 =0. 31 91.6+1.03 2.9+1.27 6.90
JI5i%f Cisplatin 8.50 +1.37 27.2£0.28" 43.9 £1.38 20.4 +0.38" 47.60
LicoA 10 pg/mL 1.10 0. 14 4.50 0. 19 86.3 +0.73 8.1+1.05" 12. 60
LicoA 20 pg/mL 0.50 £1. 11 6.40 +1.36 74.0 £0. 65 19.1£1.43* 25.50
LicoA 30 pg/mL 0.80 £0.37 11.7£0.75* 47.2£0.77 40.3+1.33*" 52.00

TE - QL HUBHR I FIIRIE ; Q2 LI T MRS ; Q3 TR AL ; Q4 - MPA T S XA LA, " P < 0.05,7 " P < 0.01,
Note: Q1 : Mechanical damage and necrosis; Q2: Late apoptosis and necrosis; Q3 : Living cells; Q4 : Early apoptosis. Compared with control, * P <
0.05,"*P < 0.01.
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%l afq

10 [
FITC-A

#
& m

SiHaZia ) ¥ 7
Apoptosis rate of SiHa cells

4 LicoA F0JIi%ARS SiHa AR A T-SLIR & R
Fig. 4  Apoptosis results of LicoA and cisplatin on SiHa cells
A Z IR I B AR A 10 pg/mL; C: 25 /RE] A 20 pg/mL; D2/ A 30 pg/mL; E: 5120 weg/mL; F: 8l A ~ E Z5 RS0 0T, 5
2 X IRE L, *P < 0.05,** P < 0.01, Note:A:Control;B:LicoA 10 wg/mL;C:LicoA 20ug/mL; D LicoA 30 wg/mL;E; Cisplatin 20 pg/

mL; F ; Statistical analysis of A-E. Compared with control, * P < 0.05," " P < 0.01.

2.5 st¢mREREHRR M

BHPEZ5 411 7E 20 pg/mL B X} SiHa 20 M 7E H
24 h 5 A0S Go/G, 1 el 52.55% ,S W1k
35.91% ,G,/M 14 11.54% ; 25 (444 SiHa 40} 7E
Gy/G, BRI LA 74.53% ,S #1K 16.19% ,G,/M
Wk 8.56% ;LicoA TE 30 wg/mL B, %} SiHa Zi] ffg 7£

G,/ G, W LAl R 43.58% , S H143 9 35. 18% ,
Gy/M 5330 Ry 21.25% 5 525 4 X H, LicoA 1E
30 pg/mL I} SiHa 40 M G,/G, B LA Wk > T
30.95% ,S W1 G,/M 4% 534 hn T 18.99% Fil
12.69% (W 4 K 5) .,

4 LicoA RIS SiHa MBI HIHIBIN (x = 5,0 =3)
Table 4  Cell cycle effects of LicoA and cisplatin on SiHa(; +s,n=3)

SiHa
5] Group

Go/G (%) S(%) G,/M(% )
23 %) IR Control 74.53 £0. 38 16.19 £0.77 8.56 +0.75
%A Cisplatin 52.55+£0.79 " 35.91 £0.34 " 11.54 £0.73 "
LicoA 10 pg/mL 51.62+£1.22° 31.80 £0.38" 16.58 £0.38 "
LicoA 20 pg/mL 49.36 +1.31°* 32.99 £0.73* 17.65 £0.08 * *
LicoA 30 wg/mL 43.58 +0.23 " * 35.18 +0.65* 21.25+0.33" "

H:HEAX AR, " P < 0.05,""P < 0.01,
Note : Compared with control, * P < 0.05, ** P < 0.01.

2.6 HFIEXWHER

LicoA 5 CDK4 & M f k45 & fE ~-8. 6 kcal/
mol , YEREHT 3 fie 2 W RTHEA G FA T HAR I 45 G5 =X
A3 M JE AT, LicoA RERLUF 45 A 7F CDK4 JE R 45
HHAEN, 4G HEMEMNFEZES A B.C =X

BEAYZS A 07 5, LicoA PIINIZEIR — 3 453 A 2] CDK4
TR s & I AR P, ] LA B 42 S R B S I P
FIAT B F 1 8 nT 5 R 5 60 i 4 FH 7
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