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[HZE] B WG X - & 25 15 % 0E 3 LA AE (airway smooth muscle cells, ASMCs ) 38 58 45 74 ¢ 71 5% AL 18 952 /Y
FEA, IR R B IR - 2 A I 400 ) <38 S A AL TR, 48 s R 2 AT LR o 3% < SR /N AR AT 2B TR (platelet derived growth factor,
PDGF) i 5: 119 J7 xU # 37 ASMCs 34 58 #8525 43 51 45 T R BRUUE 15 AE S K LB XU 5 M | B XU-25 Mg (A= 2 15. 425, 15. 425,
30.85 g-kg ™' -d TG ) A5 25 W 0 W B4 A6 B A K0T A9 N 32 A< F UL 4 K ( human bronchial smooth muscle cell,
HBSMC) ,# H 43y a8 P 2E A0 MR B 4 T R Bl L 37 2 T K U I, 7 400 B A B0 2 (3B 1 T4 L Bl XL 3 4L % 4 i 3 28
B IR\ -2 AR I V7 2L, XoF 200 i 45 T AR 7 A B 001 SR A 9 5Ol VB 1 JBT H B AR i (Western blot) £ il ASMCs i 4 24 45 75 25 A
a-L3 A (a-actin) , & B A5 & 8 H B HF 8 F (osteopontin, OPN ) 3% ik , WL 2 5% AU % 16 i B0 5 B Tk 4 222 W I %€ (enzyme
linked immunosorbent assay, ELISA ) £ il ASMCs 43 [l 45 P %2 A= K [ T ( vascular endothelial growth factor, VEGF) , # fk 4= K [H
T -B(transforming growth factor-3, TGF-8) , 141l 4 K -6 (interleukin-6,1L-6) 7 & . 5 : 525 FIAL IEH KRG 4 L,
RUZH IEH KRR M 40 PR R ZH a-actin 2800 5 8 (R IA 059, OPN 20 i 5 45 1 R IA 8, VEGF, TGF-8, T1-6 % 1 ]
AR (P <0.05) ; SRIAYLH | IF F BRIV 4 A T 20 Lb 85, By XU A0 100 7 20 5 00 R T 9004 W] B 3 B8 0 -acting 5 5 3 %
HE R, I OPN JEOU0R B K 1335, Ik VEGF, TGF-B,1L-6 & & (P <0.05) . &5« By -5 g e AL 1 00 ) <3l T 98 4
F,ATRE S H0 ] ASMCs | W 4 2 ) & BB A4 e Ak, NTTI 20 VEGF, TGF-B, IL-6 5 1% 1 #) B B A 56 .
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Effect of Saposhnikoviae Radix-Mume Fructus Drug-containing Serum in Regulating

Phenotypic Transformation of Airway Smooth Muscle Cell Proliferation Model
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[ Abstract | Objective: To observe the effect of Saposhnikoviae Radix-Mume Fructus containing-serum in

regulating the phenotypic transformation of airway smooth muscle cells ( ASMCs) proliferation model, in order to
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explore the mechanism of combined administration of “Saposhnikoviae Radix, Mume Fructus” in inhibiting airway
remodeling, and reveal the compatibility mechanism of traditional Chinese medicine. Method: The proliferation
model of ASMCs was established by platelet derived growth factor (PDGF) induction. The rats were given normal
saline, Saposhnikoviae Radix-Mume Fructus, Saposhnikoviae Radix-Mume Fructus ( 15.425, 15.425,
30.85 g-kg “d ') to prepare drug serum respectively. Four generations of logarithmic phase human bronchial
smooth muscle cells (HBSMC) were collected and divided into blank control group, cell model group, normal rat
serum group and normal rat serum cell model group, hormone intervention group, Saposhnikoviae Radix serum
group, Mume Fructus serum group, Saposhnikoviae Radix-Mume Fructus serum group. The cells were given
corresponding treatment. Immunofluorescence staining and Western blot were adopted to detect ASMCs deflating
marks protein g-actin and osteopontin (OPN) expressions, and phenotypic transformation was observed ; the levels
of vascular endothelial growth factor ( VEGF ), transforming growth factor-8 (TGF-8) and interleukin-6 (IL-6)
secreted by ASMCs were detected by enzyme linked immunosorbent assay ( ELISA). Result: Compared with blank
group and normal rat serum group, the fluorescence intensity and protein expression of @-actin in model group and
normal rat serum cell model group were low, whereas the fluorescence intensity and protein expression of OPN were
high, and the concentrations of VEGF, TGF-8 and IL-6 increased significantly (P <0.05). Compared with model
group and normal rat serum cell model group, Saposhnikoviae Radix-Mume Fructus serum group and hormone
intervention group could significantly enhance the fluorescence intensity and protein expression of alpha-actin,
decrease the fluorescence intensity, protein expression of OPN and concentrations of VEGF, TGF-8 and IL-6 (P <
0.05). Conclusion; The combined administration of “Saposhnikoviae Radix-Mume Fructus” has an inhibitory
effect on airway remodeling, which may be related to the inhibition of the transformation of ASMCs from contractile
phenotype to synthetic phenotype, so as to reduce the release of active substances, such as VEGF, TGF-8 and
IL-6.

[ Key words ]

Saposhnikoviae Radix; Mume Fructus; asthma; airway smooth muscle cells; airway

remodeling; cell phenotype
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Z ik T EAL AR Z UK, O AT s 0k R
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5545 BT S0 VR AL 4 Bl Wy S 56k S B K- 5 A TRE T
A 0 M) BB TR A B R RE S S U T
JUURE JBE i 2 A1 S35 1 ) o i A S o AR AR5 R
17N B fi7 A= R F ( platelet derived growth factor,

c2 .

PDGF) K iF & A 32 & F W UL 40 ) (human
bronchial smooth muscle cells, HBSMC ) 4 5 4 0 41 |
M IE 1 UL 4E I (airway smooth muscle cells,
ASMCs) 3% B 5 fp /1 % 5 1 & N B2 A4 KN 7
(vascular endothelial growth factor, VEGF) , ¥ {k. 4= K
[ -F--B( transforming growth factor-3, TGF-8) , [ 41 Jitd
4% -6 (interleukin 6 ,1L-6 ) 11 % ik 8 & b5 K- 15 Mg 1)
il A - U B AL 8  h 2 EA AL
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L1 SISk SPF 4 SD HEFEA R 20 51,0k
it 220 ~250 ¢, 0T bR SRAE Y RHECA PR A,
B A& UE S SCXK (5t)2015-0005, 3 ¥ 55 40 2 ¥
B2 Be s WA B 22 BY s L ME R AT, L S AT & e
MM E, B ZE R 2 %5 hyyx]12017038,
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Saposhnikovia divaricata W TR . 5 X0 2 #F (Il IR
BN R 15 god ™), B RG24 4 (il R 18 A
F330 god B HERI R EL R 10 1) 5 A A
Z PR B (B [E Astra Zeneca A ), b5 320341) 5
B DMEM 3555 2 (B I5 A Rk e R A BR A
Al b5 L110) s PDGEF [ A s e (b at) A R A
PR, 45 10572-HO7Y | ; a-fIL 3 H (a-actin) ,
H M & 1 (osteopontin, OPN ) , - i -3 -l 1% Jid 1 1
(GAPDH) —#1, a-actin %¢ 5 —$i, OPN 2%t —#%,
it Bk & M (Ig) G (3£ [E Proteintech A F], L5
4% Bk 23660-1-AP, 22952-1-AP, 10494-1-AP,
SA00006-4 , SA00006-2 , SA0O0001-2 ) ; VEGF , TGF-g,
IL-6 Jiff 15¢ 56 92 W BRI 22 ( ELISA ) 35 & ( IS &
R AR A RN B4 4 3 LH-E10186HU , LH-
E10178HU,LH-E10103HU) ,

1.3 f¥#%  IX71 #UAH 22 B 6085 ( H A Olympus 24
H)) ;3111 & CO2 %% 3% 48 ( 352 [E Thermo Fisher 2%
Al ) s SW-CJ-1D B i &5 (J5 I & b 3 45 A R 2
) 51400 AU ES.CAIL (I R AN 52 50 2= AL 28 T & A R
2N H)) s RT-6100 7Y fifg 5 A (I T kA= A B2 B A
R 2 ) ; ECLIPSE 80i 7 2% 3¢ & 18 5%, DXM
1200C # A AH#L ( H 4% Nikon 2 ) ; 165-8000 %I
JINTE ST T F UK ORE L 170-3930 751 /)N 5L 7 B R ( 3 [ Bio-
Rad /A #]) o

2 FHiE

2.1 HAMWH B 20 B SD KR, 4%
BEDLE F R L BEPLEEH 5 HAE 2 A4, Ay 15 |
BEMLS A 3 4L, 20 900 A B VAL | 25 i 4L 5 XL 1 A 2
(43 F 4 25 15. 425 ,15.425,30. 85 g-kg ' -d ' 24
WHEE ), BH S5 K, fiZih&memshym S Ak
PR BT A X, A A T 0.9% 4 3
oK, BHMEBSRZ3 W, BRI mL,ELLHZA 3 d
Ja AR 8 h 4 RORIRGZ) 1 h g TR S T%
IK G U T VBRI , JC TR B AE N A ) K BT IR 3230
Q1 NP1 = S W W = E [P/ 5 3
2 000 r-min ' B0 15 min,0. 22 pwm fHFL U8 B g
SR TELE T, -20 CRAFE . TG IR &
M7 ,56 C oK KiE 30 min,

2.2 JUpEEEES MAH SHEEBEY 5,
FJH 20 wg- L' PDGF i 5 1975 X dt 57 ASMC 4 Jifd
REGEASEAY B 4 AR B KW HBSMC, 15 B il
AL G LL S x 10 AN 40 g 2 B $2: F T 85 37 4, 37 C
5% CO, ¥rffidssw. MMm &% 70% ~80% , i1
#e DMEM 3535 0k, 4k 22 5 5% 24 h, {fi 40} W) 20 fk T

Gy W1 o FeRRLLTR 432 0 25 41 40 B 25 7 AH Ny Ak 34 . 25
FZH[10% Jif 41L& (FBS) + DMEM J 5 4 fifg A5 51 21
(20 pg-L™" PDGF + 10% FBS + DMEM) ; iF # K B
ME 2 (10% 1E 5 K UM E + DMEM ) 5 1E 5 K B i
WA R A (10% IF % K B +20 pg- L7
PDGF + DMEM) ;i 2 F %4l (1 x 10 *mol- L~ " 75 4th
Z5fi + 20 wg - L' PDGF + DMEM ) ; Bjj XU ifi 745 4H
(10% B5 KU1 7% + 20 weg-L~'PDGF + DMEM) ; 2 #
M3 4 (10% 2 #3113 + 20 pg -+ L7' PDGF +
DMEM) ; Bj K- #g 1fil 7 21 (10% B K- 45 13 +
20 pg+L 'PDGF + DMEM) ,37 °C 5% CO, %3746 4k
53T
2.3 GEEROGK I HBSMC «-actin, OPN [ 2615
KLY TP 48 h J5 , BEER £ 2% v (PBS) 32 TR
Uk ,4% 2 R4 CRE SR E PBS 23
% 3 ¥, 0. 1% Triton-X 100 25 & 4t ¥ 20 min, PBS
5 YE 3 IR, 1% BSA R 3P4 1 h, 1% BSA i B
) —Ht(1:50)4 CHEF R, K H H] PBS iE %5 fin
AR BTG B 2806 90 (1:100) , % i & 6 7
1.5 h,PBS {H¥E3 W5 LA DAPI(1:10) 7 B, % T bk
JEIEE S min, PBS JE Bk 3 WE A BLIEG I KA,
WA T WL
2.4  E [ HRREEIEEE (Western blot) #: il HBSMC
a-actin,OPN F IR BAKF KUY T 48 h
J& , A HBSMC $2 I 1, BCA LK AL o 2R 1 ik
B AL R (1 HE 100 g, #5497 10% SDS-PAGE H
WK CBEER R A R NC R, In A AW, =
WFERE I 1 h, il A a-actin, OPN — 3t (1:4 000,
1:1000) ,4 CARFHER LW E 27, PBST 59k 3 K
JE A & Z4H0(1:5000) , = iRMFH 1 h,4k%L PBST
VR 3 IR A S R 350 X A A B L, RN
3 ~5 min, K ARAE B PR GiE B b EE S 22 RO
W TEWS s A, i, A U — AR ARG K BEAE .
2.5 ELISA 040 it 55 3% %5 W h VEGF, TGF-g,
IL-6 F%35  E AR 1E 4 4% B VEGF, TGF-g, IL-6
il 3K e 92 100 0 T FH U0 B A5 A R AR 0 S O
AR iEfh & TR &
2.6 HEitE i SR SPSS 16.0 GEit it 53 b,
BAELL x 25 Fox, ZHMECE RN R T 2007
FLSD #4773 B, P <0.05 g 22 % B A 41t
3 #R
3.1 X ASMCs M4 5 B Y w-actin, OPN 4 3% %¢ ot &
KN IEH KL G 4 a-actin D¢ 6 ol R 25 H
- 3.
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AR ARG T B b A P B XU L 775 LR A i 37 2 (P <
0.05) ; BRI KUIML T 2 4, 45 45 25 ZH Y RE R IR OPN ¢
JEHR B (P <0.05) , HH By -2 A 1l 375 41 55 9= 33
0.05) ;4% 45 25 2 P RE $2 = a-actin OG5 JE (P < ZFFAR OPN 225050 JBE A CR L T 5 i I B I i 35
0.05) , Horb By X2 A L 75 2H $2 5 q-actin ZEOGIRE MG HFMIFH (P <0.05) . WE1,2,% 1,

A B C D

E | G H
A2 VLB ANMBE RS 2 5 L IE R BUILYE 20 5 D 1B 4 R LML T 40 M B A 4 s B RO T 30045 F B KU 3 20 5 G % g oL 37 20 5 . 95 K- 1% A I 3
(K 2~3[[)

B 1 BiX-5# 0% ASMCs ! a-actin i B &M (L2, x400)

Fig.1 Effect of Saposhnikoviae Radix-Mume Fructus serum onexpression of a-actin in proliferation model of ASMCs(IF, x400)

A B C D
E F G H

B2 BiX-5iE0ER ASMCs KA OPN RiE RIS M (L5t , x400)

Fig.2 Effect of Saposhnikoviae Radix-Mume Fructus serum on expression of OPN immunofluorescence in ASMCs proliferation model

ZH I B FEAIR (P <0.05) 5 525 4] IE % K RS 41
P, A0 M A AR 2 | IE R K UL A i A5E Y 21 ae-actin
DGR FE BT RE AR, OPN 2% 5t o B B i 4 /& (P <

(1F, x400)

1 BR-BHM0EXT ASMCs HEHEE @-actin X OPN RE R HERIEMWEM(z+5,n=8)

Table 1 Effect of Saposhnikoviae Radix-Mume Fructus serum on the expression of a-actin and OPN immunofluorescence in ASMCs(x +s,n=8)

215 Ry % a-actin OPN

% - 636.69 +10.63 34.37 £7.03
21 it A5 7Y - 284.60 +12.60"'% 81.40 +14.70"
T R R ¥ 10 344.86 £15.20" 32.48 £6.90

TE R BRI 7 200 i A 7 10 223.67 +7.22"%3) 56.14 £13.34"
A7 1 4% 1l 1x10°¢7 456.82 +13.25°Y 23.85 £10.44%%
B XL I 37 10 554.86 +17.54*% 55.78 £11.80°%
Ly g 1l 37 10 483.97 £10.57%4 46.65 +3.12%%9
B -2 1 11 785 10 438.21 £14.99%% 27.21 £9.10°%

E ALY P <0.05; 5IEH KR MFA LA P <0.05; 5 41 A R 41 B P < 0. 055 5 1E 4 Jk B % A A B 41 e 4 P <

0.05; 5 & T W4 i) P <0. 05 ;5 B K -1 M 1L 775 41 1L 8 P <0. 0537 R B mol - L',

4.
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3.2 %I ASMCs HiFE A5 A a-actin, OPN 2& [ £ ik )
S 5 A DR R OR SR 2 L A, A0 A R
2H L IE R BRI TS 40 AR Y 4 qe-actin 2K H FRIA B B
B, OPN 25 FH 3R W 42 iR (P < 0. 05) 5 15 4 g 4
RUZH TE R B A A S Y 2 LA, R TR
B IR - 5 A 13 4 a-actin £ 1 R GK 3 B 15 (P <
0.05) ; W3R T T (B I/ 20 25 g 10038 21 L 7 AL-
G40 OPN i 3R I B B 4 B R 4 | 1E R
B L 77 24 A 2 2 ] [ AR (P < 0. 05 ) 5 H: v Bl XL -
M EH S5 E T4 FH a-actin, [E ik OPN 2
P2 38 Y RO B T 2 e P By XL I 37 2 T % A I
AL (P<0.05), WK 3,%2,

OPN | <5 1Da

g

A B c D E E G H

B 3 ASMCs 5B @-actin & OPN & H &KL B ik
Fig.3 Electrophoresis of expression of a-actin and OPN protein in

ASMCs proliferation model

3.3 X} ASMCs Hi 5 5 % VEGF, TGF-8, 1L-6 % ft
MsZ I 58 LA OE B R BRI Vi 4 L 5%, 40 R A AR
20 IEH R BT 40 M A AL 41 VEGF, TGF-8,1L-6 &
AR (P <0.05) ; 540 BRI | IF # K R
TH 2 PR AR R 2 LA R T A (B UL T A S

®2 BR-BigMmiEX ASMCs EE#EE -actin & OPN & 5 18 3¢
RIZEHIHM (v £5,n=8)

Table 2  Effect of Saposhnikoviae Radix-Mume Fructus serum on
relative expression of a-actin and OPN protein in ASMCs (x + s,

n=8)

2531 KRS/ %  a-actin/ GAPDH OPN/GAPDH

2 - 1. 000 1. 000
1 it A5 Y - 0.549 £0.078"  1.815 +0. 135"
E#HKRIMGE 10 1. 065 +0. 092 1.157 0. 031

1E# KB i 10 0.528 +0.088")  1.986 +0. 172"
T2 A P A A
A b 2%l 1x107°%  0.903 £0.090>  1.498 +0. 096>
B AL 1L 10 0.717 £0.086>  1.679 +0.011*%
Ly #g 1M 10 0.752 £0.076>  1.642 +0.061%%

B RG-S MG LTS 10 0.917 +0. 136% 1.453 +0.067%

TE 525 A B E R BN 41 LR P < 0..05 5 5 40 i 5 750 20
T I R BRI TS 40 M A B 4 A P < 0. 05, 5 B R -1 # I 375 20 %
WETHA B P<0.05;" FRHA K mol- L™ (£ 3 [,

ML 2 B K-S i 24 VEGE, TL-6 3 3k & 4 W] i
BeEAR 02K T 002E 55 A 03 2 B X A I v 2
TCF-B ikt ¥ W W FE AR (P <0.05) 5 B K- 4 IfiL
HHSHER T LRI VEGE £k & MRBURZAL T
R felT T B XL I Y 4R A L 3 4L, B IR TGF-B,
1L-6 3% 3k B 00 250 R ZEA0 T 50 T 5 K It 3 20
(P<0.05), %3,

%3 BR-BigmiEx ASMCs 147 % VEGF,TGF-8,IL-6 K EH M (v +s,n=8)
Table 3 Effect of Saposhnikoviae Radix-Wume Fructus serum on concentration of VEGF, TGF-g and IL-6 in ASMCs value added model

(x+s,n=8) ng-L~!
215 PR H % VEGF TGF-B IL-6

[g= - 161.68 +12.64 75.36 £8.59 227.24 +2.84
21t A2 7Y - 1 006.22 +83.24" 271.78 +17.68" 416.90 +37.56"
E 8 K B v 10 179.72 +31.19 82.93 +10. 60 192.96 +18.37
TE R BRI 7 40 A 7Y 10 1016.89 +93.52" 287.71 +16.23" 420.06 £22.65"
A b 7% 78 1x10°¢% 622.11 +64.38% 154.02 +16.07% 305.26 +30.66%
577 JXL i 5 10 844.71 +135.07>% 263.39 +18.28% 376.39 +9.36%%
) 4 1M 10 803.64 +70.57*% 241.63 +25.80% 365.32 +27.91%
Bi7 XL~ 2% A 1L 10 621.14 +57.08% 227.08 +9.57% 327.60 +3.89%

4 i BAk & R R ALV AL ASMCs 7=k Z R T, —

ASMCs (U fE R B m M b B 8
S, ASMCs &R Ak S 5 ml F — 26 i 8 <GH R ORE 5
TN S S GE B, ASMCs A IR R 5 A
JI R T 240 L A R OIR S T B R i 4 Y, 2
ASMCs 57 Fl| — 72 &0 il 38 B (5 25 py Jic 46 B 1) A o Y

7 T & RE 240 M 1] <03 SR 4K, 59 — T 1T R 9% AE 4
ML A 57 A E S R 2 Rk e A,
B S 5 0 i S 3E ROE A S o B
I O A R s T PR I ASMCs 3 Y K BE
T i R I MR R A — A T N, T R R

. 5.
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Wi K A 1R 25 5, BE 75 ST 2 1 ASMCs & U X T % Wity
HvRyY B BB & X, W5 & B, PDGF o] { ik
ASMCs JE IR A AL B MO 2 194 8 95 [N 1~ 1 4
HE R T, 5 B0 s S A T T L5
JEE 20 M1 S 4R S A, B R R AE G N, PR IRGY
M ASMCs {1 5 A 2 78070 IR i o 1 G S oy
ASMCs 334 78 #6703l TSR I BF 5

a-actin, OPN & ASMCs F#E E R rEY ., OPN
NG R Th 2 5 ERAE S EE  ERE G X
TE 5 UAY) L b K A B e R B 1 2 ST Bk JR OPN
ik b A5 0 R R A R RE R LA e
RUMFSEIE i PDGF Hil3#i% T ASMCs 1§ 5l #5 7 , f
PPN 5 Western blot 25 R R W], LAY | IF #
KRN T 40 B A AU 2H ae-actin 56 G R 5 1R K A
AKXy A 7S [ A OE R OR BRI 2 9 B IR, OPN
DGR 5 R R IR A B F A OEE R B
T4 P AR R, B s ASMCs bl Wi 4 B 5 Ak ol B
B RFRSE RS AR RS B, PR AW, &
YR UL B RE — B BE ] ASMCs i e 4 24 ) & 1
RUFE AL, rp DRI X - % M 0 3 2H 3508 de o [ B A
REPENCHE L IE H K BRI W 4 a-actin 28 598 i
A AL RS, HAE Western blot 33k I 5 UL B]
225 T K R RE S R a-actin 2% 3 5 (1) %
ik T — 2T .

W it A3 E 9 ) AR b ASMCs Hiy U 45 280 1) A R
TG4k, — 7 AR F 6 RE A B AN I T B i, 2 5
W Wi 9 0E A R e b B 5 O — T T AR E A 5T A i
PRI SCRT 8455 ASMCs 3R B it % W < &1 8 gk — 20
Al TG OB EIR IR . R 255 R, A Al
T ASMCs 7 % 1 H 7 B9 4R FH R nl & 0840 i 28 K A
F VEGF,TGF-g, RIEN T IL-6 FFLFMIGHEY T, =
5AH RAE B B G Hoh, VEGF 5
ASMCs 384 58 % 1) M 5¢, BE 45 & N B2 40 MO B8 B iy
VEGF 2z &, 175 5 N Bz 40 it 3% A, £ 4 35 S i AR R,
R T S M WL A K, S Y T
TIF S5 I i 8 355 RO i 51 il 2 40 J% 1 3% h VEGF 3%
I TG -B i — R B A 4L 4R B K T, A 6
R B TGF-B ) A [6) MF AU 78 <l R AE X RGE &
R B AR Y TGF-B, n il ASMCs %
B VEGF B ™ | of w] 375 S i) 5t 200 i v 40 ffa 4
HEEAW, 2 5 EEMT, TCF-B i S £ Fh 41 il
SR, T W Wi 2l Rk R Y S TL-6 S —
Fh bk B4 R, A 9 00 JHL A 7 M A8 IR 3 e A
B AR 2 O SN P B Ak ) RN R

-6 -

B, S R M 8 RE S IV R A B T T [l
AT, 0 H 35 I3 v IL-6 T 5 T R i 1
Bz 240 M AL R A i 4 L ELISA 25 Rk, %
YR — & BE I VEGF, TGF-g & IL-6
B a3, He Bl X1 48 1L 4 90 il VEGF, TGF-8,
TL-6 43 1) 255 SRR X6 B ol P 977 DAL I 5 2 1 25 46 1
G BT

L5 1 45 L3R B K- A I f 410 < R
YEH, nTRE S 6] ASMCs Fy Y 46 78 1] 5 Bl 28 1) e b
A%, T 2> VEGF , TGF-8, 1L-6 45 3 1 ) it % ik
F IR T B K- Mg e A B M T AR
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