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HESL, FiE IS RAW264. 7 472 etk , A5 a0 i K £ 90% IC & BT, 5 H) m N R B 3k B 69 ox-LDL( 50,
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CE 48,4 O &5 20 Rmin, b & %0 & L8R LA 5 (LDH) & £ &4 MTT kA4 49 J0 4 & R R UL ox-
LDL %} tm fe 44 AP A4E 1 ; RT-PCR #= Western blot # Annexin [ mRNA A& &89 kA KF, R REKREH ox-
LDL(50.,100.200 mg/L) # % 24 h, 4L 200 mg/L ox-LDL A m ji& /) B 5 B4k LDH B T 2 F A &, 5 n-LDL(200
mg/L) 2B E 2 F B A R %4 (P<0.01), 50 mg/L #= 100 mg/L ox-LDL %8 jt.i% /1 #= LDH # & L R % %% (P>
0.05) ;CE/TC WAL A & 55.0%+6.7% .61.8%+4.8% %= 59.6%+5.2% , 5 n-LDL(200 mg/L) 28 1b 4k 2 F 3 LA B
M (P<0.05) , 2 F 3% % 4 100 mg/L 4 ox-LDL 45 A 52 % 3% ; ox-LDL 2 % F AR #i M 47 %] Annexin [ mRNA #= % & %%
#.%  Annexin [ mRNA fo & & 89 kA % 5 CE/TC Wefi £ 5 48 % (r, =-0.9374,P<0.05;r, =—0. 9548 , P<0. 05) ,
i ox-LDL ZREARBUEIPH] Annexin [l &k 32 7 5 7T 36 % w0 2 B W A2 18] BF &) T 5 A 5 500 SR 4 BT R,
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[ ABSTRACT] Aim  The purpose of the study was to observe the expression change of Annexin Il and the correla-
tionship between the expression levels of Annexin Il and the ratio of intracellular total cholesterol (TC) to cholesterol ester
(CE) and to explore the significance of Annexin [l in the formation of foam cells induced by ox-LDL. Methods
RAW264. 7 monocyte cell lines with a 90% confluency were exposed to ox-LDL (50, 100 and 200 mg/L) and native LDL
(n-LDL, 200 mg/L) for 24 h, respectively, and the following parameters such as TC, CE, the release of LDH, cell via-
bility and expression levels of Annexin Il were detected by colorimetry, Western blot and RT-PCR etc. Results Our data
showed that the release of LDH and cell viability in exposure to ox-LDL (200 mg/L) for 24 h were increased and decreased
significantly and there were statistically significant differences ( P<0.01) compared with the n-LDL (200 mg/L) group.
However, the release of LDH and cell viability in exposure to 50 mg/L and 100 mg/L of ox-LDL had no remarkable chan-
ges (P>0.05). Moreover, the ratio of CE/TC were 55.0% +6.7%, 61.8% £4.8% and 59.6% +5.2%, respectively
exposed to ox-LDL (50, 100 and 200 mg/L) and there were significant differences compared with n-LDL (200 mg/L) (P
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<0.05) , and peaked at the 100 mg/L of ox-LDL. In addition, further results showed that ox-LDL inhibited the expression

of Annexin Il mRNA and protein in a concentration-dependence manner and the expression levels of Annexin II mRNA and

protein were negatively correlated with the ratio of CE/TC (r,=-0.9374, P<0.05; r,=-0.9548, P<0.05).

Conclusion

Ox-LDL inhibited the expression of Annexin [l mRNA and protein in a concentration-dependent manner, which suggested

that it may affect the intracellular cholesterol self balance and induce the formation of foam cells.

Annexin Il (BEEEER 11 ) 255 25 OB 19 85 s
454 B Annexins Z8 & Y — B, 2 2T U I )5
(‘plasminogen , PLG ) Fll 2H 23 £ %5 it 5L 38015 W) ( tissue
plasminogen activator, t-PA ) ) 3 [7] ZAK, TE N B4
ff I A0 7 v UL A0 R A h R R E R
Annexin [[ ZF A F 15 %%@ﬁgi,%‘%ﬂifﬁ%jﬂ 36
kDa, TESH A —A W BENR 4 G B8 J1 1 DR SF A%
O, —ANeE R S PR DI RE 0 278 1) 2 SRR R Ak 2
X SCRRARAE " Annexin IT 3222 5 A7 W 7 i 19 4
PRIIRE, BIPLTE PLG 152 W 211 R GE I BE , L Ah b
S5 2 Annexin T 235 F1 8 £
S SVF 2B A O, R & T AT U SR A AE
VSR LIPRL AN M 1 10 B H A e A

IERIFGE KT Annexin [ BE5 T 3 ik HE1E
1k (atherosclerosis , As ) f{) & A= L & B0 A SCRik 4
IR (a) A5 S Annexin [T 254, 27 5 Tl
G , £ VA P RR AR, S 22T 4E 28 1 i ik b
i AR HEATIE As B9 &4 BAHRIE Annexin 11
]38 41 % BB B A2 ( phospholipase A2, PLA2) [
T, DT A0 A 2R RE A BT Y 7 AR R AR As AR
S RIS R Annexin 1T 0T §E2 5 5410
JIFL I 2 P A O R O R DG B AR M TR Al
J1(foam cell ,FC) 2 B P 2 35 1Y A8 K 00 455 4 il
P IE T e P AL R E R R S8 TR AE L PRI AR
WEFELL RAW264. 7 HURZ 20 bk S T 52 % &2, 3 o
AT P AR AL IR 2% 2 B 2 H (oxidized low density
lipoprotein , ox-LDL.) HONE SRR B ], WE%E Annexin
I 7E ox-LDL 55 FC M rp R I A9 202 Je He
2 it PN PH & B2 s ( cholesterol ester, CE )/ & H [F B
(total cholesterol, TC) o AE B9 AH & P, M 1T #8 1+
Annexin Il 75 ox-LDL 5 5 ¥ 1R 41 i JE 150 b i 3 3L,
NN T i As 1YL B AT As 259 00038
BT A

1 M#EFHE

1.1 FEHFRIXF
DMEM ¥ % 2 W B Gibco BRL 2 ], & 4 M 7%
WEAMMNEEHF A TEMSEARAE, WL EHRAD

R FR IgG/HRP (AR L A48 ) W & b P 45
K A R A F, Annexin 1L #0f& #7 B-actin % 7%
B 8 % & Santa Cruz A 8, K R 1K H JE g &
B (n-LDL) & & Sigma /A 7 ; BCA & & ¥ & Ml & K
7 & B Beyotime Institute of biotechnology ; %8 i
TC 7% & 2 [E B (free cholesterol, FC) 1 CE 4 & #
R iR I /N
1.2 ox-LDL HIEREE

ox-LDL # #| % . # n-LDL & T 10 wmol/L
CuSO, t PBS ¥ (pH=7.2) ,37°C %47 20 h, # 4T
A, A4 st LDL B F 100 wmol/L
EDTA # PBS # ,4°C# AT 24 h, & E £ b, #IKR
HW,BCAZREE, MEAKREEZMMERER T LH,
ox-LDL #7 % % .SDS-PAGE , st @ 3t il # 77 — B 4 &
(RRELZE B2 LKA E) UL E A B
R,
1.3 EREYARE MK AR p 3 I

RAW264. 7 % 4% 40 j 8 FF T F 1L J7, 28 160
nmol/L B K EEHH 24 h, EHF S 0L K E %
ML324 h JEH#N 0. 1% f 25 ik 935 F 2L, 4k 53 ok
48 h, Hl & A R % & n-LDL 7 ox-LDL & 10% T flg &
B iE 3 SR A 5 R B B
1.4 RARIEFRFI4y4H

W HLIE R RAW264. 7 B 4% 40 bk, 230 4 4
41 :n-LDL 4 50 mg/L ox-LDL #1100 mg/L ox-LDL
41 #1 200 mg/L ox-LDL 4, B %k 7 447 4 4 1
WAL 6 LEHRK L, T 37C 5%C0, &4+ #
BREF BHEBKE 0% L AZN, 25 mNTH
W £t ox-LDL(50,100 ## 200 mg/L) % & 24 h; it
BxrFaotr.-BapfaEEe LERFRE, T
37°C 5%CO, 48 o # B35 Fa K £ 90% i
A FE, AN 100 mg/L ox-LDL 45 5 & 40, 12 24
K 48 h, DA% & & 1F Fl B 1A,
1.5 #ABEA TC . FC #1 CE &=

FA M E T E S R B B, PBS Bk 3 K,
EET 0.5 mL BB 4 % ow i (pH>T. 4) # , 7
2L 25 1 min, 4% B TC FC F2 CE 4 3% 7] 4t WA
5 77 %M & TC FC fn CE 4 &, 40 MW TC FC #n
CE & &4 7 A4 % & A pré TC . FC fr CE th &
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k&7 (1 mg/g pro) .
1.6 RT-PCR #:i] Annexin Il mRNA 7k 3

FARAT VA AT R g 7 R B e vk 3 R #E AT,
Bl h Eig A TREARANE A KR, Annexinll
sense: 5'-TCCACCATGTCTACTGTTCACG-3', antisense :
5'-CCCTTTGCCAGGGCA ACCATCA-3', 536 bp; B-actin
sense : 5'-CTCCATCCTGGCCTCGCTGT-3', antisense: 5'-
GCTGTCACCTTCACCGTTCC-3",268 bp, PCR ¥ 3 {&
A K25 pL, 2 ¢DNA # 5 L, b . TF#3I4H4 1.0
wl,2xTag B % 12.5 pl, A L H = & AKFZ 25.0
pL, PCR f& 3 % %t % 30,94°C H & 4 5 min,94°C %
M 45 s, ¥ 3 Annexin Il % 61°C i ok 30 s, ¥ ¢ B-
actin y 55°C R K 45 s, 72°C ZE ¥ 45 s, &% Ja 72°C #E
5 min, B 06 wL b 1. 5S%IE A6 A B AR
mik)E , BB RSN TEY, FER N L
i Image Tool Kl 4 22 2k AT 4L 32
1.7 Western blot # il Annexin [ EAKF

eRAT LT AR oy 7 T e e vk B $E AT,
W A FE By 4 B, R TLA B PBS SR K 4B R 3
W, A TA BB, 4°C 2 A 30 min S E T
‘/\/‘\ﬁ/‘] Eppendorf % tfjo —%‘\M‘)ﬁ,mi?ﬁt, 4&%% é] ’
BCA £l k&, BUE A EHE X 30 pg , 4 SDS-
PAGE % Ji, W, % 3 PVDF J,5% i fls 2 45 4 1] 2
h,4°C 8 & 1 7, Fl TBST Z 3k 3 K, ¥ K H A
Annexin Il # — 4T # (1:1000), 4C # & £ &,
TBST & % J& , 4 B A N A8 BL#Y — 30 (1 2 2000)
FRFIE 2 h J5, %k 3 K, %K 20 min, Al ECL 1t
FRAFHATRIM, HELLEFHTX LKA A
i e, # F Quantity One & J5 247 21 4 9 4 4 7 B9
KB EER ST B N5 & B4 W B-actin By 4
B, BUMBARBLTELBEANSE(EN 1), H
&4 8 e 5 PR R DA XY BB 4L LA B BT
RE BN EARAKT,

1.8 ML O #&

AT LT AR oy 7 ) e e v Bt B AT,
WHE %A LA K RIFNIE S 4, PBS K&
BURWR, A N BT E T B 10% % R FEEE 30
min; % & B E M, MNFETEW 0.5%H 2L 0 7+
WEVEIR, £18 T4 60 min; K 4 4 & 7%, A PBS
TS, RERE, T RHRERRTA»  ETEFE
TR T WL e A 1 UL,

1.9 LE@ENE LDH BHE

Z B ZE T R FLE it 2 B (lactate dehydrogenase,

LDH) %1 i & M A MR A & LA F 4 B LR FEA

FE YA (AN 0~10 pL £ 4 4 E 1 2 4
b O & N - AR NI Rl
NEL WA IEFR AR, T AER, BT
FE B A B A] R 1 b, A AR R A BB e
FRMR B S KB VE M A R FLT R A N IR R B R
A6y LDH B 3K 71, in N B h B A B FR R R By
10%., #m N\ LDH B # XA &, R & R 3T K K| 4,
R EEMMERETRET, 2ETEHHEE,
WA % LA E S AL 400 g B8 5 min,
A BLAFL B B VE TR 120 pL, Am N 96 FLAR A R AL
F, R ETHEAT AR SO E
1.10  MTT A& 4 =R

% BB MTT 40 j 38 78 R 0 ja & A I K 7 &, B
R kT 0k B xR OROR R,
A 3L AN 100 L, 4 A3 45 I 40 AR 2 1 000 ~ 10
000 FL(L%3LF £ % PBS H 7% ), 5%CO0, 37C
BEMMIEEE i N R A, RN B e
TEBEJE B AT Andy 2 R e, — M 5~T ME, E L
100 pL,#% 3~5 N2 5L,5%C0, 37CHE & 24 h~72
h,BIEBMHE THE, 5 4m AN 20 pL MTT 7 &
(5g/L,J 0.5%MTT) , %455 4 h, BHY 5
MTT #64 RBL, 1 & &0 5 3 £ R W, DS A
PBS w3t 2~3 i 7, B N4 MTT i, 41k
B, NORELAERBK, B AN 150 pL — W
H TN, KR EKER T 10 min, £ 45 & 1 72 0 %
fi B BE %07 A0 M LA 570 nm A B A FLHY R OE
i, AREERELNZ a4 (FERE MIT,ZF
FTA) x4 A BLR E 2 R AR
BB MTT, —FHETM)
111 GitERZE

& S 2 B AE DAaks KR, K A SPSS 12.0 it
RU#HATTEZF R BEE T £ 040, 4
BH LSD % W /N & I8 41 % M 447 K JH Pearson
AT, B B K a=0. 05,

2 & R

2.1 ox-LDLHI%LE

LDL s it Ak (LPO) & Sy 4 v iH [ it
3~5 wmol TBARS #E L WM, n-LDL £ 10
pmol/L CuSO, [ PBS ¥ AL 20 h J5,LPO &1
ANV 3 im0 A5 B v IE R B Y TBARS & & ik
19.3£1. 53 pumol , HoE (8 IR B A8 A FL T MR X
MANE FREGM, IS8 AR E, mikgA e
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Figure 1. Identification of ox-LDL

2.2 AREIRE ox-LDL 3t RAW264. 7 4HfE7F & 20
LDH # H £ /3

2 200 mg/1. ox-LDL £H 40 Mg 3% 77 & 2 F& A1,
LDH B 8 0 3% 715 (P<0. 01538 1) ; ALK EZ /Y
ox-LDL X4 % 77 1 LDH B 5 6 B 5 52 i, 15
B ox-LDL( 100 mg/L) il ox-LDL (50 mg/L) % 4f Jity
HYFEPERL N AT 25 TR TR 2R 505

= 1. AEIRE ox-LDL X 4Hfai% /170 LDH BHEM I
(xxs,n=4)
Table 1. Effect of different concentration of ox-LDL on cell

viability and the release of LDH (x+s, n=4)

g @ 4l AT S LDH (U/L)
n-LDL(200 mg/L) 100. 00% +0. 00% 456+39
ox-LDL(50 mg/L) 89. 36%+4. 52% 478445
ox-LDL( 100 mg/L) 85.31%=5.24% 493+48
ox-LDL(200 mg/L)  74.87%+4. 28%" 546+32°

a A P<0.01,5 n-LDL(200 mg/L) 2 [L#

2.3 AERE ox-LDL X4 A CE/TC Lt {EH
=1

AN JE 5 ox-LDL (50,100,200 mg/L) 43 5] 5%
BN 24 h J5, WK CE/TC 454 55.0% +
6.7% 61. 8% +4. 8% F 59. 6% +5. 2% , 15 n-LDL( 200
mg/L) i) 28.0% +3.5% L # 2 F 4 F W F % (P<
0.05) ,HH 100 mg/L ox-LDL fEfR BE (£2).
2.4 ox-IDL AEHEREXHMEA CE/TC L&
kA

100 mg/L ox-LDL 43 HI9F & 40l 12 h 24 h Al
48 h,CE/TC 432 51. 4%+5. 6% ,61. 1% +4. 5% Fl

63.4%+5.8%, 50 h WA BEMSAEY B3

P25 (P<0.05 5 P<0.01) , H:rf ox-LDL %5 24
h CE/TC JEA ARG (£ 3)

% 2. IE)IRE ox-LDL 3t 4R CE/TC LLEAI%
n=4)

Table 2. Effect of different concentrations of ox-LDL on the
intracellular CE/TC ratio (x+s, n=4)

A ICER

5 41 TC(mg/g) FC(mg/g) CE(mg/s)  CE/TC
n-LDL
U= . DE . Jdx0. . +3.59,
(200 mgr1,y 562187 16955153 66.158.9  28.0%x3.5%
DL 05 823050 223.1225.9" 272.7424.3* 55.0%£6.7%"
(50 mg/L) O chEL. AR 0%+6.7%
DL 345087 216.5420.4* 350.8231.5" 61.8%4.8%"
(100 mg/L) 2777 2x20. 831 8%+4.8%
ox-LDL . ) )
(200 mg/1) S84+6%61.3" 236.2224.9" 348.4234.1" 59.6%5.2%

a y P<0.05, b A P<0.01, 5 n-LDL 4H 045,

% 3. ox-LDL WE A E B E X 4 A CE/TC LL{ERI S
(xxs,n=4)

Table 3. Effect of different time on the CE/TC ratio of cells
incubated with ox-LDL(x+s,n=4)

| TC(mg/g) FC(mg/g) CE(mg/g) CE/TC

0h 212.5+£19.8 185.5£18.6  27.023.5  28.0%%3.5%
12 h 483.7+£37.8" 235.2+24.8" 248.5+25.3° 51.4%=%5.6%"
24 h 586.4+61.5" 227.8+24.5" 358.6+33.8" 61.1%+4.5%"
48 h 579.8+51.7" 212.1+23.0° 367.4+37.2" 63.4%=+5.8%"

a i P<0.05, bl P<0.01,5 0 h 4 lb#,

2.5 MO ORBER

n-LDL W5 24 h, A A SO0 s gk ; i 100
mg/L ox-LDL W¥ 5 24 h J& , 20 i N 21 (2 550k B I 34
Z 28 RAW264. 7 CRUER T KEM CE (K 2),

;’,‘ - A y'«",l:ﬁq:'l;'i’.: " - \.“ g
£, Ry
| 2= )
; 4 o ‘C‘.,l,‘? > ‘?
’: - ) ’.-. b ; * ) o0 Q \) |
L O ;jﬁ (’Q"f- g J“«
s . : - "n ‘&J .} &. ’0

n-LDL oX— LDL
& 2. iR LEE (WL 0 i, 100x)

Figure 2. Foam cell identification results(oil red O staining,
100x)
2.6 AREIRE ox-LDL X @K MM A Annexin Il &
ey nE=A1)
AR BE ox-LDL( 50,100 £ 200 mg/L) i 5 41
il 24 h J5 , Annexin Il mRNA Fl45 H B FRA KR ik



CN 43-1262/R " [E sh ik fb 4 2016 4555 24 556 6 M 545

FEMRISPE ARG, 6 ox-LDL 52 Vi BE AR it 91 61 An-
nexin Il E"J%:zﬁj( K3),
2.7 Annexin [ mRNA F1ZE HHIRIEZS CE/TC b
ERHEXE

ANJRIR FBE 4 ox-LDL( 50 100 1 200 mg/L) 5 &

A1 24 h J5 , Annexin [ mRNA F15E AR IE KRS
CE/TC HWAH B AL B A E (r, = -0.9374, P<
0.05;r,=-0.9548,P<0.05; & 4) ,

B-actin (42 kDa )

e

120 ¢
100 |

o]
o
H

IS
o
o
3]

20}

Annexin Il mRNA level
(% of n-LDL )
o
o

\5 \5
\O - A9
O o

&0 «° AQ®

o*’\p\’

P

3. REIRE ox-LDL X8k A A Annexin I RiX BN (x+s,n=4)

120 ¢
2 o0}
£ 2 8 a
g3 T
8 & 60 >
= o
£ R 40t bed
g 2
S 20}
<
0 . ,
WO g st et
0 6\9\\' ((\Q\\’ ° ((\Q\\’ ° ((\Q\\’ °
20 0 AQQ 'LOO

a Jy P<0.05, b} P<0.01, 5 n-LDL #H L% ;¢ N P<

0.05,5 ox-LDL (50 mg/L) 4 AL ; d 2 P<0.05,5 ox-LDL (100 mg/L) 41 H#%

Figure 3. Effect of different concentration of ox-LDL on the expression of Annexin Il in foam cells(x+s,n=4)
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60% ™~ ——
50% _?\
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30% \\
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e CE/TC == Annexin I mRNA level(% of n-LDL)

& 4. Annexin I mRNA F1ZEHHRIES CE/TC LbERHEXME

AnnexinIl level(% of n-LDL)

Figure 4. The expression changes of annexin II mRNA and protein were negatively correlated with the CE/TC

3 1 i’

ARWFFESEAS n-LDL FEAT 8B, 417 1 % ox-
LDL, JF7E Al b A 7 B 5 240 T 050 P 9 T 24
MAR A B 5 WX Annexin [ %F RAW264. 7 B H
Wi 2401 JH 9050 1 6 K A ML TR 8 ) 2 W, 45 2R W7 n-
LDL 283 b B LPO & 8 AW i, 45 45 v AH [#]
P TBARS & 5 W] i 1 5, AR ot & A= i 4804k, IR Jot

AR R TR R A T ROS SR AW L e, B
ROS 5 4= W BRI RN | T A S2 PR 56 10 22 AN A A
U TR P 00 8 A% TR 55 K o0 1 0 B s T i S Ak
BN FSUNG Ttk A1 7 00, AT 08 240 6 J5E £ 3 5l 14
I 25 P A RO e S S5O0 M 40 1 R 2 RE F) ek
AR R SEHG 55 R R LDL #R 3 A A8 i ik
ox-LDL,

ARG LERAG H B TC CE & =M TH i DL
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T BTG RO TR B, 3411 T AR S B A% 15 W 200 i TR e
LR AN A A A ST )

A SCHRARTE ox-LDL fE 0% 1 25 LA A [B] 45 5 19 7
KIEFUMPN CE A TC FHir, HoAa g gtk T L5 |
LR IR AT LR GE I B0k A B e 194 Al I A o0 o 3k 3
P ARTa e v, I e % 1 3 ox-LDL B9 41 i #4574
WFT R T He@ B E LDH B 1B MTT 246
ANMAFIG K, 45 5 B 7R Y 200 mg/1 ox-LDL 414 iy
I 71 W E RS, LDH B & 3 T, ™ E
A, Al R A ox-LDL X 40 Jf1 3% 7 F1 LDH
P B TC I B X B ox-LDL 19k 5 K
KB, A0S ) 2T B, LDH B i 2
B LT LDH (198 H o 7 DRt 15 B 240 e 4 5
JUHE AN EE AR . 2 ox-LDL ¥ EE R F] 200
mg/ L I3 804 7™ 200 A B 1 S 25 T B0 UK 4 IR
BE AR TG 252 3 A T RUR i

A ox-LDL (R EEXT A CE/TC H(E HI5
W45 S vl LA H ox-LDL £ TC \FC .CE } CE/TC ¥
A n-LDL 2047 2340, Ui ox-LDL AT LAME N 13y
VA 24 e AT 1 P ) SR A | IR F 5 W58 200 7 5 ox-LDL
MR A IF B ox-LDL % CE/TC (¥
HRKRR, BIFE—E a4, ox-LDL ¥k B K, CE/
TC L8R 7, E 020 B 25 5 75 0 ox-LDL JE B IR
TG K As B, HIFEE R T LIS H ox-
LDL §% 5 WHE] (U ZE K, CE/TC il #7524 h 1},
CE/TC FEA TR F AR

i@ 35 RT-PCR 1 Western blot £l Annexin II
mRNA Fl 8 [ 19 3R 5 K F 7] L& 1 Annexin 1l
mRNA FIHE [ 1Y 38 78 7K 1 52 ik B AR M R AIC, 15 1
ox-LDL 2 ¥ FE M PE I il Annexin [T () 335, A 45
AR Annexin I 0] BE 52 Wi 20 i P4 JIE 51 F5t (5 SF £l DA
7% 5 17K 40 i 98 A, ox-LDL 1E & 8 52 41
Annexin I &35 D17 BH A5 200 At Py AEL [ 2 70 HE (Bt
HRM ) |, A5 AR [ £ 200 0 A O e R
TC .CE & iAW T+, Wi fli CE/TC AT &, A
PR 2T R TR A TR A S As &
AR R SR X O — L R R T B RGBT
As PO IR A SR HR AL T—AB A Jy 1, v LA 3
—BEIRAR AT AR RN Annexin 1T (63K | 152 10
£ L R L [0 P A7 3k Sy 3 — 20 ) D 9 UK A L
R4S F-HLE, SR T As (1 &L B Tt

As 2P HT 0 S 295 SEA
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