525 B 15 W RELEATFZERE Vol.25,No. 15
2019 48 H Chinese Journal of Experimental Traditional Medical Formulae Aug. ,2019

TR DU A 12 %0 B e 1 oK B 204 Oceludin, ZO-1,
Claudin-1 & [ M2 H: mRNA 235 1Y 52 1)

JEREE, i, ks, PEW
(M TPESXRF FPES SR EEEERET, KiF 410208)

[(FZE] BRIk 0 7 x5 sk i A B2 2] & 8 3 (Occludin) |, % 3 85 1 -1 ( Claudin-1) , F1 41 3% #2451 -1
(ZO-1) FIK 5L, HIR I AH G 0 1E AL . 3% o 60 HHE M SD K EUBEHL 2 MR F AR 4, B 2 4R ik Fr 22 21 (3.2 x
10 7 gekg ™) BRI F S DA e 75 700 ik 41 (4.77,9.54,19. 08 gokg™') o SR LM ik i 4 I b 3 ki %€ (MCAO) £
B RYT T d R ALSE i FH 2R A S B BNl i (Western blot ) A6 2 B sk ifi il il 52 J5t [X. Occludin, ZO-1, Claudin-1 2 [ (9 % ik, is
S 5% S A i B A I 45 5K 2 0 (Real-time PCR) # W B i ) i B2 Ji IX. Occludin, ZO-1, Claudin-1 mRNA ik, &8 5EF
R, BRI Oceludin, Claudin-1, Z0-1 2 [ 8 2 9 > (P <0.01) ; 5B 20 b8, MK GA F 22 4 ik DU R 3 45 ) i 4
Occludin, Claudin-1,Z0-1 ZE [ ¥ B E & (P <0.01) , H5EFRH LK, AL K B Occludin, Claudin-1,Z0-1 mRNA ik T
P (P <0.01) ; 5RO L, MR hr 2= 20 ok U3 + 1% % 71 & 20 K Bl Occludin, Claudin-1,720-1 mRNA £ik FF-(P <0.01),
253 IR DU T 37 T f5 3 1 100 95 3% 32 B 1 Occludin, ZO-1, Claudin-1 {9 38 3% , 45 3 1 i 58 % , i 7% Sl ot 42 Mg 2 v o
IR o
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Effect of Modified Sijunzi Tang on Protein and mRNA Expressions of Occludin,
7Z0-1 and Claudin-1 in Cerebral Ischemia Rats
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Chinese Medicine, Changsha 410208, China)

[ Abstract | Objective: To investigate the effect of modified Sijunzi Tang on protein and mRNA
expressions of Occludin, Claudin-1 and zonula occludens-1 (ZO-1) in cerebral ischemia rats. Method: Totally 60
male Sprague-Dawley rats were randomly divided into sham operation group, model group, edaravone group, small-
dose modified Sijunzi Tang group, middle-dose modified Sijunzi Tang group and high-dose modified Sijunzi Tang
group. The middle cerebral artery occlusion ( MCAO) model was prepared by suture method. After 7 days of
treatment, the modeling group was put to death. Western blot was used to detect the contents of Occludin, Claudin-
1 and ZO-1 in the ischemic cerebral cortex of rats. Detection of Occludin, ZO-1, Claudin-1 mRNA expression in

the ischemic cortex of rats by Real-time fluorescence quantitative polymerase chain reaction ( Real-time PCR).
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Result; Compared with the sham operation group, protein expressions of Occludin, Claudin-1, and ZO-1 in the
model group were significantly down-regulated (P <0.01). Compared with the model group, protein expressions of
Occludin, ZO-1, Claudin-1 in the positive control group and modified Sijunzi Tang groups increased significantly,
with statistically significant differences (P <0.01). Compared with the Sham operation group, the expression of
Occludin, Claudin-1, and ZO-1 mRNA in the model group was down-regulated (P <0.01). Compared with the
model group, mRNA expressions of Occludin, Claudin-1, ZO-1 in the positive control group and modified Sijunzi
Tang groups increased, with statistically significant differences (P <0.01). Conclusion; Modified Sijunzi Tang

may protect the blood-brain barrier and reduce brain edema in ischemic stroke rats by increasing the expression of

tight junction proteins Occludin, Z0O-1 and Claudin-1.
[ Key words ]

cerebral ischemia; brain edema; modified Sijunzi Tang; invigorating spleen and replenishing Qi

and draining water; Occludin; Claudin-1; zonula occludens-1 (ZO-1)

G A v R o e A A S S Ik A AR DL A i
P T N 2SR AR i K i A ot i 1 A
P B IAR A o PRt DA b B A R AR 2 0 ik
KR YT 7 2, SR P B A ROR YT T B, BT
IR TR ik A TS B 22 BTG B ek e i — KRR
JUORS TR R A v R A RR A B A
AR H AR R S o P i A e a0 A A S
ARG R BT K, S i T A URL AK A
20 N RS X R I G RR O A (A i R ) UK
Jifr o AR PN S ALK DL A0 AR DX S AR AR T
I AE N R B A IX 3 22 ) ST 0 b B R S B
AU I B R I IR BE S R AR R A 0 I Ak
J5 B ( BBB ) 1Y 38 375 14 Bl I, 28 i s 00 o A8 O 1 K
Jifr. BBB B 45 T 2 I A8 U5 A A i ) s 2L A i
R FEE U AR S, R TS AR IR 5 B0 BBB L
B IR I I, 48 IR A2 VR T, 4RORE 1A ) R R
Na®/ Ca’" z2 4 I3 480 (ROS) 7 A 25 5 A 5 30
L KM K IR B E A (T))
15 BBB i 3 5B A AE AT, N R 40 M R R T 2 b
22 1ML B0 A3 I I BBB i B A5 M i gy, T
V5 TR I A Y B R o e R, OB i YR A K ik = [
MbeRE, TI 2B A B AW sh & 45, b4
5 TS5 I 1 R 200 i B S R 1 A, B AT S A i
DU B 2R (L3l 288 B A ) BT R A
1925 JBE AR 11 O A2 A 2R B OO IS P 05 B B . SRR
PR 3 4 2 O 9 B 8 2 1 A0 BE R AT T
i P A B 1 (Oceludin) |, %+ 7 11-1 ( Claudin-
1), AIBIE $2 3 -1 (Z0-1) 2 TT MG A Hh R
A5 BBB a8 1, BE 08 2 ik I e A
PR oM i B B LA K s 4% dile i P i A b BRI K
Job o R RIS S S i DU 3 (A b
F97) BEAE AR 4 (4 P 37 #h 22 T BE , ok % 2 RE DR &
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A ChmicAz g SRR ) E M RE T ) A R TR
SEORE MR R R R R T R
Seph 22 A IS L BT (ECM) 2 /% 8 1 (LN) iR
ik R AR L BT 42 J@ 2 A (MMP) -2 F1 MMP9O (1) %
KU 2H BT 2 5 W JEOOTE ) (-PA) 3G £ 5
Tt i T P A ) 56D -1 (PAT-1) 9 R 3k, X 22 ECM
HA GRS mesh, % 7r d e i & £ 8,
(INTB, ) , B & & % 45 i mG (TLK) 2R3k, 19 n #ih 22 40
Ji 5 24 B A 5 S5 22 ] ) b B R B R Ah 2 A Ak
{558 55 B (p-ERK) , p-2 F 8 B (p-Akt) , T
P4 B bk 40 R -2 AH DG X 2K 1 (Bax) Rk, 1D b
ST TR B R R K R
EH R Wi, AFRENEHFEEZEA
Occludin, ZO-1, Claudin-1 A F=, 3t — 25 3% 57 i wk 7y
B R ECM AL 5 B 04 O 40 VR HT S AL, DL
Skl A 75 36 Sk o P4 G 7 P 48 AL BT A 36 Tk B B WA
B

1w

L1 Zh¥ IKBihE 250 ~280 g, Joke & i AR 3 )
(SPF %) SD KB 60 H (24 >k I T ma 317 3¢ v 5t
RS B A IR A R ), DNE M Bl ) R P 2R
F IS, ik B4 R A R BR . o R R 43
A SPF i = e &b (B9 2 ~3 ), i N Pk
MEEFE 1R (DR B HRoRE 34 R R R 25 K 2 s s
g AL, F Y E R 22 ~ 26 °C, M xR
35% ~70% ., S4B W) VF AT UE S SYXK (i) 2013-
0005 , sSZ 56 5h W) i 1 & 4% GIE 5 43004700048236, 14
B R 2R A A8 B B 45 4w % HN-LL-2017-025-
03, 7 & sh e B & B & i Bk

L2 iy 58 ke FEHmAS R 15 g, A
A2 g, FIRE 10 g, B EE 15 g, WEILZY 12 ¢, B
12 ¢, 715 12 g, 3% 12 g, R HH 6 g A (F245Y)
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W R B 2 R R — I R BE B ) L i W RS Th
2R N B S 8 Y R IE L A A 2015 4R RR
(o 24 3 BV . AR B 7R T G R (o R TR
A RS W 4t 5 80-140603) . 0.45 wm PVDF i
(3£ [ Millipore 24 7], it & TA-09) ; DAB i A,z 5]
B(LBWMEBERBELEYRLARLS A, #t5
k175914 A) ;trizol ( 5% [ Sigma 23 &), L5 CW0581) ;
B R R B (SDS, Jb s R K E R A R A A,
5 WC8762) s A i St PR EE 1 (1g) G(H + L) /3K
M A ALY (HRP) (J6 50 A2 4 9 A: 0 HOR A7 BR
25 H L S ZB-2301) 5 85 52 U], RIPA 247 Wk,
PMSF (100 mmol-L ") , % %% 2% #h i, TBS 2% #h i,
BCA 4 H & 4G 350 & (sUDUAs A B Bl 3
A, it 5 4 5 S G2001, G2016, G3201, G2003,
G2004,G2014) ; 4+ IfiL 7 B 5 B ( BSA, 1% [E Roche 2y
A, 4t 5 G5021) ; HyPure ™ Molecular Biology Grade
Water( 3% [E Thermo 2\ &), #t5 SH3053802) ; fudii kK
B B-NLBh & F1 (B-actin) P (b 50 1l B8 2R A= 7 5 R
HBR 2w LS BS-0061R)

1.3 {Y#% MDF-U72V %I - 80 °C 7k4f ( H 4 Sanyo
/v H) ) 3 SPLL806 7Y yk 7 Y1) A #L ( 36 [ Bio-Rad 24
Al ) s MC-N201 #UfH i 46, DYCZ-24DN #I i Jk 4% (b
FN LA ) s E-203-L B BT (i 1] O AR 5
Yegs AT ) s ABI7500 %3 5 2¢Ot & 3R G B4 U
% ( Real-time PCR) {¥ ( 3% [E Applied Biosystems 7y
] ) ; Centrifuge 5415D AU 2.0 #1 (1% [E Eppendorf 2
Al) s BP310P RUFR 5 K (f&[H Sartorius 22w ) 5 3K
[& ST Vortex-Genie2 i g iz 3% %5 (Jb 50 545 Z AL AF
WA A BRZA 7]) 5 SPLOBAO 7 i 41 /K AX ( b 5 B #7 %%
SRR A BRZS A ) ; WSE-4040 2 >+ #e 5 4% R 48
([ ATTO A7) ; alphaBaseFC JK B 73 Hr #c {4 (56
[# Alpha Innotech A ] ),

2 AFiE

2.1 EHETBENL A KRR 60 H IR B ML AR
B3 R T AR 10 H BRI 44 50 H

2.2 BRI SIE 5% Longa % ' Uy ik NL
R v 2y Jok P 2 Jey ek M M 5k i A5 AL (MCAO AR )
JEFE I 120 min J5 3Kk 2R, I IR Lt A, BT
AR ZH B R LR R B 2 21 K o3 B LS, O R Il A AT
TR HLAL 3 . 7R OR B 58 42 1 e S5 R OO ¥R R AT
M DIRESBIIE I3, 1 ~ 3 70 AT W IS BRI
534 0 43,4 43 R BRIE AN R, T LA S BR o

2.3 EMRJEAZY &R RN S BOR 3 KR EE T
CINFARAS T 32, Gk ifn 45 05 %™ 0 LR e aod i 4 )

HIBRFERLHY 3 HORRL, 4 47 2 AR5 HEREAL AT 43
A BIRIZ Ay 9 L MGERI AR Ay 10 H /N 2
10 H o s i 9 H ORFI A4 9 B BT
AR 10 2,36 4, 7eiRyr mRIRWIE, K h#H
FRAEN 2 K 2 LTS 52 il 5 1l 453 495 B ) A — 55 4% il 5t
B G Brdsl O HAE T2 B, Il R 8 H 45
BRI 7 2 AMGRREZH T 2 ek U 5 450 & 2H
P T H R I bR A 8 2 IR O
Vi A 8 K, MR 70 kg BUNTEH AR 111 g
A R R R R I AR BT R 2y . BARG 25 75 X
G BT ARV TF K HE B 5 BB A E 18 25 1R K
WBPLAALLL 3.2 x 107 g~ kg ™" K ik 1 4 I I v
B AR AL LA 4. 77 g-kg ™" (A4 T I AR 55 2057
(19 1/2) WE B 45 25 5 PR 4L LL9. 54 gokg ™ (M T
I PR 45 205070 ) VB 7 4 24 5 e R i 41 LA 19. 08 gokg
CRH S T i R A5 25000 i 2 A8 ) E 18 45 25 0 O ol A 4
277 O R 1 22 5, BT AR 2 AL A K v 24 4R
38T DL A B ER K I R R A, PR X BRZH T DL T
KHEH . MWEBNINE 2 h PR 2. 8 meh 7
d, % H 45 25 R AH R, 4% 1 Ik,
2.4 FRACRE H 10% KA HEE (3.5 mL-kg ™)
M T S IRR B R B, 15 DR B 58 4 Bk e B LT S T
FARM b GH W S, 57 77 5 I Sk, TR B TR
B R B Sk B A B 2H 2R (7 R A IS 40 A ki 2H
21, H AR AR N AE K B B HEAT ), 20 B e il A K Ak
B 5T, K 43t A ik 2H 2 T R T L TR
B -80 CUKAIRAT) .
2.5 FHHASRIEEDTE (Western blot) ¥l Occludin,
Z0-1,Claudin-1 F By ik Bk i M) 5z 2 20 48,
MR IR T R A R AR S LUK B
VKGR BT 7 B B e — 9 £ M I (Millipore )
Fo M TBS-T W E) 5% 4= i HE A E M 2 h 5,44
JRAE4 CT 5 —PuEa &, KB TBST ¥k ik 3
UL RREE S min, SR 5 1R 2 T 5 B G 401k 1 i 4
B HrEE 2 ho H TBST J¥% 6 K, &K 5 min
J& AfH ECL RGN 8 1 BT o A% KR 49 4 40 A
H alphaEaseFC JK B 53 7 815, B 098 LU i 5%
VAR AH L N 2 K BB 7, AR WF 58 LA B-actin
HNZ,
2.6 Real-time PCR ¥l Occludin, ZO-1, Claudin-1
mRNA 23K Bk i 0 12 )22 4 2UR BUR RNA SR
J& J e 5% eDNA #E4T PCR P34 (9715 51 )7 51 W, 3
1), HUK,HBCRNA S L J1 1% By wH B8 e 47, 6
I RNA (58 B PE o S B i, 1) S A8 HP B A e iz
. 59.
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RAR A —8 5> 50 pL, R0, n#A S min Chn #4RE
BE K70 °C) , Frk FyH1 2 min, 108 (550, W
SR A AR R 4 53 R R W ATIR 20, 16 25 C K
42 C T 73 B 10,50 min, X5 A4 S min,
B S BE AR & B B2 50 pL, - 20 CfRAF. R
2 7 X B A AT R X R AT, DA 2 T
HAY PR 3R Gk A5 B, SRR & (20 pl) S Mix
10 wL, EFUFESI 945 0.6 wL,cDNA 47 100 ng, il
A ROX Reference Dye 0. 4 pL, TCHFAFE /K £20 L,
& 95 C 15 min; 95 C 10 s, 1 K1 IR,
58 C 30 s;72 °C 30 5,40 RGN, 230 FH B A5
SIAN Z I G JEAT PR i At 2 65 ~
95 CHMTitT.

&1 PCRE|¥FFI
Table 1 Primer sequence of PCR

519 FPHl(5'-3") K B /bp

Occludin 5'-ATAGCCATTGTCCTGGGGTTCAT-3' 83
5'-TCCATCTTTCTTCGGGTTTTCAC-3’

70-1 5'"-TGATCGTCTGTCCTACCTGTC-3’ 101
5'-CGCCTTCTGTATCTGTGTCTT-3’

Claudin-1 5'-GAGACTACCACTGTCCCC-3' 109
5'"-AAAGAATCCTCAAAACCA-3’

B-actin 5'-CCTAGACTTCGAGCAAGAGA-3’ 140

5'-GGAAGGAAGGCTGGAAGA-3’

2.7 FdasAorHr SR SPSS 22,0 #EAT S, A
BAREIRA x 2 s FoR AT G LB, 2 4 18 X5
FE B 58 R HL B I 22 RE AR B0 IR 3K 05 28 20, 4L 1)

P L f2 7 22 57 1, T LSD & A6 56 ) SNK
BV BIEAR S 255, H Games-Howell i i
o, Dunnett’s 73 J7 352547 P PG LUH s AN A5 & IE S 70 Al
T EZFEARMEE DL P<0.05 LR ERAFS
e,

3 R

301 o il A A e BRIk it A0 B B2 BT Oceludin,
Claudin-1,Z20-1 FEHRIXBZ W SR FARH LK,
& RIZH Occludin, Claudin-1,Z0-1 & |4 3% ik I & %K
(P <0.01) ; SHEERIA L HK, AR KA 2 20 hnuk DU 1
%4550 20 Occludin, Claudin-1,Z0-1 fFE H £ X ¥ &
FH (P <0.01) , Hor DU A $v 7= 28 F0m ok a4
TmEAEHEA SR NECA W, WK 1,%R 2,

Occludin .- -m 60 kDa

Claudin-1 v e S 23 kDa
Z0-1 - - - - 220 kDa
-actin L e D i G Dl 42 kDa

A B C D E F

A RF AR ;B RV ; C.Nk WU T 850 5 41 D. ik WE 7
PR 2R IR DR T N AL F AR IR LA

B1 XBRMAZL Occludin,ZO-1,Claudin-1 F [ 3% B ik

Fig. 1 Electrophoresis of of Occludin, ZO-1, Claudin-1 protein

expression in brain tissue of rats

Fz2 MKMEFiZHX KRB MLMNARALS Occludin, Claudin-1,Z0-1 EHRIEKZM (2 =5)

Table 2 Effect of modified Sijunzi Tang on expression of Occludin, Claudin-1,Z0-1 in ischemic brain tissue of rats(x +s)

21 3 n Fl4t/g kg ! Occludin/B-actin 70-1/B-actin Claudin-1/B-actin
[E=V N 8 - 2.357 £0.016 1.317 £0. 021 2.407 £0.011
LR 7 - 0.450 +0.015" 0.181 £0.013" 0.211 £0.017"
ik i 2 7 3.2x107? 1.323 +0.021% 0.421 0. 025% 1. 601 £0.013%
Jnek 4 E T 7 4.77 0.818 +0.010% 0.281 +0.012% 0.610 £0.016%

8 9.54 1.262 £0.013% 0.401 £0.013% 1.111 £0.014%
8 19.08 1.341 £0.021% 0.452 £0.011% 1.571 £0.012%

B S FARAED P <0.01; SHAA D P <0.01(F3 ),

3.2 s g A 5K B Oceluding, ZO-1, Claudin-
1 mRNA RIkBys2m S5 FARA i, A4 K

4 itig

MWK T, il K i R T8 T K i B 9 8, AR

FR, Occludin, ZO-1, Claudin-1 mRNA 3 ik I 2 5 I
(P<0.01); 5820 F 5, ik i 4% 41 vk 0 &
T % P R 4K B Occludin, ZO-1, Claudin-1
mRNA Kk B FT7H5 (P <0.01) . W3,

- 60 -

Coan N 2) Pt SR 50 TR A, R Tk
JKC T 3 S R I BOBO , R T2 4 S|
. CRE2T) ha 2] FLK M —%, J7 il 5
B = EAR 220, 56K S =BT, SO TR KA T
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x3 mMEEEFFIKRMEEALR Occludin,ZO-1, Claudin-1 mRNA HIF REEHFM (x +5)

Table 3 Effect of modified Sijunzi Tang on relative expression of Occludin,ZO-1,Claudin-1 mRNA in brain tissue of rats(x +s)

20 51 n F /g kg ! Occludin Z0-1 Claudin-1
BFA 8 - 0.982 +0.011 0. 884 +0.013 0. 831 0. 009
A 7 - 0.209 +0.007" 0.236 £0.013" 0.124 £0.007"
SRS 7 3.2x10 73 0. 623 0. 009% 0. 697 +0. 009% 0.612 £0.018%
Tk i T 7 4.77 0.316 £0.011% 0.363 0. 008% 0.284 £0.011%

8 9.54 0. 424 0. 009% 0.433 £0.014% 0. 407 £0.007%
8 19. 08 0.550 £0.013% 0. 586 0. 009% 0.511 £0. 008%

A WO RR AR Bl 5 K B A SO R K R T
AL KA S AT AR A, 5 O R AR R
Yl MRRAE WK B2 5 OB B, N B, I
T KA, & Sk i It 9% i BEL Y, 7K VR s A B A, A5
BHL, R 3 11 kA0, S BOK . i s U8 8 38 ) $2 3]
g DR BE K DRI G K B 0 T R SR
VIE & T U0, ARBFITHE 1 Tl B 25 S AR AR B
21 J 4715 T3 G A P ) 3 5 o

i fiki 5% B ( BBB ) (4 3% #2 52 & W0 i TS FE B &
PO (AD AR, T 2B A 5B B4,
b A7 F B2 T 5 B R 1 400 T S 4R R A, AT
55 20 i PN A8 R 4 (LB AR RGO ) o 4 30 R T
. 5 R AR 2F 20 B 26 B DT 08 B 40 B 5% Bt B
SCHRER Y AR AT O T B R AR Y B R A
TJ &4 o Occludin 255 — 4 o 5 1) TT 85 % 2R
1, BN A 2 e B B A R X R AR PR B Y T 5 R R
Fo Occludin £ B F 2 % 40 e D) &8 , £ 45 4% 1 Bt B
FEtE M R34 5 . Occludin J& BBB rft X % %
P2 A PRI 5L A BT A A KR oA, kAR 25 A
JH 18] F) 38 325 P . Occludin J2 i P9 K2 4 ffd ( CECs)
G5k TT, 79415 BBB Difig Pl EEH . ZO-
1 T EEEEMEN, R TS A SRR
W, 20-1 3k & 5 00 B 40 AR AR 4% BBB 52 K
A—EREWAEN . 20-1 EEEH 9L B
TR ARAMN S B EEMEEA" . 20-1 BFiE
P2 25 1 7E AH S8 P Bz 40 i 37 5 Ak 1 3R 35 0 6r 0 TR
WIHEEN DR R EECEEMW., HREY,
ZO-1 /& BBB i A i pn it & 1, 5 BBB (1)
WMUiA ERIEHRR . Z0-1 5 Occludin
(AR B A A B T 5% B R Y, R e S
BBB (il E M R EH, MM EEMHHE NG T,
HE M MFEREZDHEYM L, Claudins & TJ
R G A, & 21 ~28 kDa 25 15T, 4 4> 5
(TM) &5 38,2 > 40 g #h 38 (ECL1 1 ECL2) |, 2 Jk
R BE 2K i 240 0 5T 235 4 5 0 e A0 L ST B AR 2H R

Claudins J2& ¥ 5 20 g 55 25 5 FE BT/ 18 £ 4 19 56
BEE R Jr . Claudin-1 & HAEGS IR % 25 7 2E A L
J A0 L 55 4[] 20 60 408 30 4 v ) R Al 8 AR
AHEAE T8 1k G i T AR 1 BT I LR AT R
RS e 4 k9@ B 7 o Claudin-5 j& BBB
P T 25 1, Claudin-5 875 BBB 1) 58 2 ¥ Fl i %
P Claudin-5 FRIKk B INFE M & RGN P&
PRAP Bl VR AT, JU LR BT Bl ik o XU o i A,
Claudin-5 n] fig 72 @ i, ¥ A KU 309 ot 1 2 A A6
MVETERR B . 20-1 REREFE AN N S B8 A,
¥ 5 IR Occludin 1 Claudin-1, Claudin-5 4 g
240 A HOR A R R E A R e B, LT
5YHE B Claudin-1 I Claudin-5 & [ 3% 3k 3% = fE 0% %
P 5 B, ok 3% BBB R S L L ph e AT 0,
Jin'E %% % #2845 H Claudin-1, Occludin, Z0-1 B3 k1]
DA BBB (13 375 Ve, U 5 i e L+ 98 T O LA 7K
i, PRAP i 2 2R, e AR IR AR AU AL R B
BE AR,

H T, B2 25 IR T I K b 7 T2 2
TR WA T W A S £
RV B H HLIG YT A b B A R K T, kB
T 10 N AR 7K 5 k45 V5 24 YA T e R I o ol 28 2
BRI FE R S m iR T RCR 4 R A A
W B IR 4 SR I R R K B
AE 18 o K 52 i 4 40 SOD % g Ky /b MDA & i ok 1
SRAEH /N BURIC 2 D RE , JT 58 A5 A B 19 451 1
ANEUICIZ R F7 o MR & B Ak I 25 8 M 4 AT fig
il i {2 iF VIP,NT,NPY, SP {34 Z , 5™ ik ol e 45 1f
B LR BRI N2 AR T I A O e 4 ] LA
B MCAO KRB~ icte iz R RE 1 o 4
RSN I B A BT S A T Bl i A A
o (U M) 1 52 301 58, 4l SR R WA ki
REW] W st )R A Lk o S iz gh D ig , #8 m H w5 4R
TG 1% Bl AR 7, B V- B 0 R 2B ATRE T, IR I BRI T
B I S100B A [A] Y 2 Bt 2 2 (HCY ) 7K -

.61 -
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PRAEZH |70 5T s 0 vk Y T 3 e 7
(fE R 177 ) REH e B A RRE 0 VB 0 i ek 3 LA
Je A 1 T A, %0 i e i 451 45 0K BRURE AL B A R 4 A
T AR AR LA R R R
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