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B AR AR bR AN M3 A b SRR IR & BRI . Faik B T 2 A SD KR, 43 i I BUHR IS A
BRAZIIEE 3T3 YR AL R 975 do RS EANFHSER 1T A Z H 360780 ( DMSO ) i i) il A ) ik 13, 44 BR B
SRR P 0 B PR S W A P S T AR R [ R A B 3R A0 A 43R 0. 125 pwmol/L 25441 0. 250 wmol/L 2}
P4 0. 500 pmol/L 25441 (1. 250 wmol/L Z5H) 40 F1 2. 500 wmol/L 25 ¥ 40, 43 55l in A AH B ¥& & B B ) 2 il B¢
P2 T AL 2R 20 K348 h, 75 500 %8 B AL AR B A B DMSO ¥ 571 o R R S 98 9 o e (6 7 0 7 I H AR 41 28
KR Y 00 A 200 5 B 20 v A 21 14 (K4 AL p63 1 i AL T2 38 5 R I 92 I 9 o it PCR 6 6 T By
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EPHM: . ST R4 E 4 ,0. 500 wmol/L RS ZE 4 (1. 250 wmol/L [ FF2: i 41 Al 2. 500 wmol/L [& ) 2 i
21 Ki67 mRNA A Xf 358 W 8 7F 7% ,0. 500 pmol/L JF 2 [T AZLAN 1. 250 wmol/L J+2: il 1T A4 40 iy Ki67
mRNA X R E T U BT &, 22 R A G5 B L (B P<0.05) 5 A [ vk B2 B T 2 B =P 2 B 11 A 4 240 i o
K16 il C/EBPo mRNA A5} 235 58 B A L85, 22 S Y T0 40 124 78 L (38 P>0.05) o WG A i 40 it e e P oA AL il
210 Yefs, SOl ah S A8 S A A 1A B BUIR 4T O PRk Y, 1. 250 pumol /LG FF 2 i 41 #6 AR B 4N i 7 15
ST Ry (2. 5520.20) % , i T3 R 4 BREA 9 (2. 05£0. 13) % , 22 57 A7 e i 2% 7 L (1=4.379,P<0.05) ;
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The effect of tanshinone on meibomian gland cell proliferation, differentiation and lipid synthesis
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[ Abstract] Objective To investigate the effects of cryptotanshinone and tanshinone Il A ,two major monomer
components of tanshinone, on the proliferation, differentiation and lipid synthesis of rat meibomian gland epithelial
cells in vitro. Methods The eyelid meibomian gland tissue was isolated from 2-month-old SD rats and co-cultured
with 3T3 trophoblasts for 5 days. Cryptotanshinone and tanshinone I[ A were prepared with DMSO into different
concentrations. The cells were grouped to 0. 125 pmol/L,0.250 pwmol/L,0. 500 pmol/L,1.250 wmol/L and 2. 500 wmol/L
drug groups and treated for 48 hours, respectively. Only dimethyl sulfoxide ( DMSO) was added in medium in the

DMSO control group. The expressions of keratin 14 (K14) and p63 in frozen sections of meibomian gland tissue and
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clones of meibomian gland cells were detected by immunofluorescence. Real-time fluorescence quantitative PCR was
used to assay the relative expression of K16, cell proliferation related antigen 67 ( Ki67) and CCAAT enhancer
binding protein a ( C/EBPa) in meibomian gland cell clones. Crystal violet staining and oil red staining were used to
evaluate the colony formation rate and lipid synthesis of meibomian gland epithelial cells. ~ Results  Primary
cultured meibomian gland cells were cloned on day 4-5 in vivo, and the cloning area was increased on day 7 after
culture,p63 and K14 were positively expressed in clones. Compared with the DMSO control group, the relative
expression levels of Ki67 mRNA were significantly elevated in the 0. 500 pwmol/L,1. 250 pmol/L and 2. 500 pmol/L
cryptotanshinone groups ( all at P <0.05). The relative expressions of Ki67 mRNA in the 0.500 pmol/L and
1. 250 wmol/L tanshinone Il A groups were significantly higher than those in the DMSO control group (all at P<
0.05). No significant difference was found in the relative expression of K16 and C/EBPa mRNA among different
concentrations of cryptotanshinone or tanshinone I A group (all at P>0.05). No lipid drop was found in the tarsal
gland cell clones;however,the accumulation of lipid was seen in the cell clusters at the margin of the clones by oil red
O staining. The average clone formation rate of tarsal gland cells in the 1.250 pmol/L cryptotanshinone group was
(2.55+0.20) % , which was significantly higher than (2.05+0.13)% in the DMSO control group (t=4.379,P<
0.05). The average clone formation rate of tarsal gland cells in the 1. 250 wmol/L tanshinone I A group was (2.25+
0.20) % ,there was no significant difference between 1. 250 pmol/L tanshinone I A group and DMSO control group
(t=1.616,P>0.05). Conclusions Cryptotanshinone and tanshinone [I A promote the proliferation of meibomian

gland epithelia cells, but play less impacts to lipid synthesis of meibomian gland epithelia cells in wvitro.
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M i S 5 T MR B 7 A R 2R B B IR it L 32 T R
JEa B IR TE B IR BT g o B AR BR 2 RE B 6
( meibomian gland dysfunction, MGD) J& & UL (9 IR 3% %%
o, PRI Al R &5 R N I RE S 5 BRI G I B
I S TR e TH R A E P, 51 R TR R RO
R MGD RS B Z kT IR A RN H A
MGD FI6 7 75 ¥k 32 2 02 PRIORT G Bk £ B8 55 ) BT 7
2 B N AW SR 9 15 7™ A % ) 10 IR Y B % g
BEEEPAEZRT S ARG RSB S
I A IR 442 BE K 5 fik #h % ((intensive pulse light, IPL) 3,
ELHF MGD R3ay7 " L X 3R 97 7 1k & A R it
S AR R AT — Fh U5 12 BE 68 5€ 4 IR AL MGD i IR A
ER B, FE 4T IR MGD [ % R R LB
Il R A A & BRI 28 58 2 IR 3 2 BRG T 20 3
JEIN MGD IR 15 2 22 fif . FF2 W /Y 32 2 500K 8 7y
RSP SEFPEZ A AH DG 58 & B 3X 46 5 A Bl
3 AT H A ] e R MR A0 M Y 5 A e BT A ] 4
TV B i AN B A R 32 AR mRNA Y R 5k, AT R
A 55 2 R B A P R R AR R T A
A RMER M ATE R . ABETE T OIS T 2 A
FHS0 1A I AR IR b B 20 M3 A o3 A S R BT
FRY 52

1 M#5FE

1.1 e

1.1.1 s2I6shY) & 9% 2 A # Spargue-Dawley (SD)
MEVE R B 40 HL R BT B 220 ~ 260 g (1 9 317 3% v 52 5
YA R W) ) 3R T ] OR A B A B Sk B s ) b
o TR IR ) R R Be sl W) o0 ok T 5L 5
4 A T 0 A 2% 4610 0 D )

1.1.2 i E 200 X 2 as 313 il & (&
IR MR B 5T BT 32 43E ) 5 4 1ML 3 25 F (bovine serum
albumin, BSA) DMEM/F12 .DMEM Z:fli 8% 352 3L (3£ [H
Gibeo A7) B8 FF 2l FH 2 1L A (& 0 P 15 s
FARM 55 A R 5 Jedt KB/ EE 14 (keratin
14 ,K14) Z 5iFEHUAR (ab181595 ) AAi KRB/ A p63 £ 3¢
BEdiihk (ab124762) Hi % FITC 3% 56 — 4 (2 E Abcam
AT SIMAL O Qe il & (L1 Sigma A7) o WHT
AW B (18 E Carl Zeiss 23 7] ) 5 ff 1 W8 ( H A
Nicon A ] ) ;563 A& BB ( H A Olympus 23 7)) ;52
I 252 Y62 5 PCR AL (25 [E Applied Biosystem /AH])
1.2 Fik

1.2.1 [t g 4n i se e 5 9% % -80 C ¥R A7 Ry 3T3
LT 37 CoKE R P E Bl AL 2 95, B DMEM S fifi 55
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FeHErh T 37 C AR E 5% CO, A FR 15 57 48
AT R IR B 2 ~ 3 R 1 UG 15 FRT2 h, (8] Gl
BT WA A0 B 2, 15 40 M A %8 B 5 L i AR 80% ~
90% 4T L AC, 1 10 mg/ml 22 %2 K AL FE2 h & H .
HUHERE AR BE SD KRB, TAUH T AR WS T 70 8
XN 1T BRI B JEK A5 6 Al R 21 21, AT AT I 4 R
BRI AR IR 2> 20, 48 PBS Fi B 10 % i AR 3=
95 min,PBS #higk 1 3,254 1 ml Hi & DMEM L4 5%
FrBE Y EP 45 b2 I A5 AR ) S GO RO 2
MR 2L, FHARBL 5 B 25 B 16 25 I Kl A7 BE B ) B 4
it B 2 N M, R 2 W AR R 4L R BT A 1 ~ 2 mm’
T2 mg/ml JBEJEEE IV LR P AE 37 C L& 5%
CO, L F09% B (9 15 Fr 46 vh i A4 bl 4k s i 4L 2R
TIN5 P 22 2855 2 A BRI (9 373 40 i & L
1:2000 FE @R £, 5 9% 19 SD I BRI A i 240 i 2 32
3T3 4l Jifa 4 5 43 51 A 2x10°4~/ml F1 4x10°4~/ml, 53 5]
FeRh T 24 AL 12 fLE AT IR AP B 57

1.2.2 2B r#H i DMSO K (2T 2 B = ) 2 i
11 ATC & A VR, T 55 37 5 S IR e B OB i 9 J5t AR
2L, o3 5 AE K5 R W i A 0.125,0.250, 0. 500,
1. 250 #12. 500 pmol/L &S} 2B FF 20 T A% 1 ml,
VB DRy AN T e J3E 245 9y S5 36 201, 4 700 %k B AL AL A AR Dz A4
L) DMSO, 4% 22 15 #7248 h,

1.2.3 Sty @48 0 40 i b K14 F1 p63 [
K BCSD R R A i 2 23R AS UK R U0 R JB Sy
B 4% 22 0 F I [ 1 45 2 G AR 4 v B, PBS i
YE 5 min; I A R AR A %% 0.2% Triton X-100, f i
20 min;PBS ¥ ¥k 3 WK, £F ¥R 5 min; i & /08 2%
BSA JRE M1 hs A 1% BSA Hi B p63 (1 :50) F
K14(1:50) —41, & TR &+ 4 CHEF L6 PBS ik
3 WL, AR 10 min, IRANHT 1% BSA 70 B i B8 1Y
FOLTHL(1:1000) , 5 3 FHEOEHEF 1 h; PBS miik 3
K, B 10 min, {154 DAPL A% 7 £ 17 8 R4 °C
KA RGP AF s 79O AR W R W

1.2.4  Spp5 ot & PCR LKL 40 K16 Ki67
Lo CCAAT #7255 o BRE A4S
48 hiy i A i 20 i, i Trizol ZRf7 240 M0 J5 42 B RNA 39
B s R DNA, I 92 ) 5 06 € & PCR AU I K16, Ki67
M CCAAT 3458 1254 % 4 a( CCAA/enhancer-binding
protein o, C/EBPo) mRNA 4 %f % ik 1 . K16, Ki67
1 C/EBPa 5|4 i PubMed NCBI 3% [H J# 7 £k % 11, I
i3 Primer Blast £ £ A% % A0 N F g 45 5 1 )5 i b i
T TRAR G (K 1) . PCR RN F&M:95 C
AR PELO 5595 CAEPE10 5,60 C 3B & K GEH135 s, FLAF

PR 40 K., L B-catenin fE NI IR, ] 270 5 &
H 03 A Rk &

x1 EEE5IYF

RN IS5 -3")

KI6 F:CCCAGATCCAGGGTTTGA
R:CCAGCCGAGTCTTCACAT

Ki67 F:CCTGCCCGACCCTACAAAAT

R:AAAATCTCTGAGGCGGTGGG

C/EBP« F:GGCGGGAACGCAACAACA
R:GATCCAGCGACCCTAAACCATC
B-catenin F:CACCCGCGAGTACAACCTTC

R:CCCATACCCACCATCACACC

TEFIE SCHE R [ SCHE ; K16 ffi 25 11 165 Ki67 : 4l Jfd 3% A= #H 3¢ $t )5t

67 ;C/EBPo: CCAAT/ #4585 T 45 4 % [ ; B-catenin : B-i% 5 & [ ; Tm : DNA
IR

1.2.5 il 2r O Y 46 0BG A M 40 B A B J5 43 10
O B 1,250 pwmol/L B3 A+ Z W41 . FF 2 11 AR X))
TN, T 259 T BJ548 hil 577 24 FLAR K 5= 4
U IRk, PBS phsk 1 U 45 LA BT & 3 4 10% £
B HEE 200 wl [#] %€ 30 min; PBS #9k 3 ¥, &YX 5 min;
PRFLT H 60% S 7R ¥ 530 s5 20 O T4 ¥ i3 e
15 min;60% 5N EE Pk, H B b 2 R AN L6,
XZEIKPE 1 G AR R E Y% 5 min, FI T XZE K of
Ve, WK 43 s H-1000 $f AR AT 3 A, F 6% B i Be
WS 2 B P B TR I O
1.2.6 45 A28 e (o k6 00 G B IR 40 B Y e B AR
T B T 1 5 2k 43 %8 0. 05% 45 fh 58 Y (0, #E 0.45 H
{1 2 e 08 0 3k 08 i 4 D 5 46 B AR 4 LA 2x10°/m
JE RN A 12 LA, £ AL AN o i 4 S E AL, TR
JE48 hi 75 85 77 35, PBS w2 i, WK FT 4% 3T3 41 i ;
FALIMA 10% £ 5 H 200 wlf#E 5 20 min; PBS #iyk 3
YRR S min FEALITA 1 ml 25 528 Y ik, 32 4 30 min;
KK ohk 215 S o Jo a5 0 KT H S LB IR 114K
FEFLH A TR B, 345 4G W 40 A v I TR LR
TR LR = (FUREEH /4N R A H ) x100% , 25
523 O A,
1.3 Sl

K F SPSS 19.0 Gt it 24 81 44 #E 47 5 11 43 Bt , R H
Graphpad-Prism 6.0 $E17 4011 M AE & AR 5T H i 2 45
BT E R R W R IR 2 B4 70 , UL mean+SD IR ;
2t Levene 5 30 77 25 57 Mo N [a] 25 9 B vk B 441 440 i v
K16 .Ki67 il C/EBPa mRNA #H X} 2 ik fiF & - 14 55 f I
LR R H R B R 3Ry 2240 MT, 4L T) 22 J L R
Dunnett-t 5%, P<0.05 H2% 24 G124 L.
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2.1 JEUACHE IR G AR i 4 M R 3T3 40 i i) IE 25
IR ARG R 524 hal UL 3T3 40 g 2 i IR, i 6
B M (P TA) o BEFRES 4 ~ 5 AR I 40 1 e TR i,
HEDT 3T3 A JIE 180/ e e B Al 240 i D) 49 2 - i
TE 3T3 20T ) WOIR 544 v (18] 1B) o B 9756 6 ~7
KA F R T Al 35 200 i e e B O e A
KW Rt (B 1C) o AS[R] ve B 8 22 18] A 5 4 fih )5
ol 200 0 A A P T i, TR A5 IR AR R (B 1D) ¢

1 XFEMBETEFNBRBERAMI 3T MM (x100, 15
R =100 pm) ARG SEHER 35 )5 24 h,3T3 40 g I8 1 RO AR, 4 ik 1%
FEM BARGEFE A ~S A, T WIGHUIR A e B AL CLIR AR
Fod, ke A Bk DAIRGEFIG 7 d, K[ v BB A
2z i

2.2 B AR R 2H ZURN S IR 1 16 AR R 20 i e K14 A
p63 Y G Yt 15 L

FPEIE Y 0 25 R G Al I I 4 L R v e
Fr 0 G AR 200 . K14 273 3K BR A , 06 A Bt 41 4 b K14 %3¢
DG 9H J3E TH J T o A R 1 11 i 2 L G A v e
Tl I B A I A 0 i B B v p63 X Rk B I
PR LR p63 Y 4 B 1 53 TG IR s ke (181 2) .
2.3 KN [AHkEE RO 2 B 4 48 B K16 Ki67 Fl
C/EBPa mRNA A%} 2 ik & 48k

SR A B PCR KGN 25 2R s, 45 W 2 5
i 2EL 24 i o Ki67 mRNA AHXF Rk & S L8, 22 7 4
GG L (F=121.278,P<0.05) ,K16 mRNA
C/EBPo mRNA A Xf %35 5 SUA L3 25 5 S8 &
X (F=5.427.1.678, 4] P>0.05);0.500,1.250 #
2.500 wmol/L [+ i 4 40 il vh Ki67 mRNA # X} #&
IR TIEA A, S AR R (8
P<0.001)(%2),

B2 KR RARA R RAR T T K14 0 p63 WREAR 5
# (FITC x200,H3 R =50 wm) A [ B R 41 K14 335 T 6 A it
BRI RGO BB BRI s I P K14 25 5 55 T 1 B
JRAGL CoMHRRALUP o L A0 p63 ik P, B 3
D« I AR 5 20 T p63 B 4 i B H 22 1 6 A it 4 21

K2 ARKREBRASHAKRREHAM K16 Ki67 1
C/EBPa mRNA #f 3F 32 3£ 2 [k % (mean+SD)

FEA K16 mRNA Ki67 mRNA  C/EBPa mRNA

1

oM RKE O MXRBRE MYRRE
VAT B 2L 3 1.001=0.055 1.0090.158 1.100+0.011
0.125 pmol/L A f} £ 8141 3 1.072+0.014 1.110£0.071 1.113+0.020
0.250 pmol/L fafFZEA 3 1.073%0.047 1.097£0.123 1.1730. 106
0.500 wmol/L JAfF /4l 3 1.102£0.031 2.552+0. 155* 1.152+0. 056
1.250 pmol/L JaFEBEI41 3 1.212£0.028  2.953£0. 145" 1.19520. 049
2.500 pmol/L & FFSEI4H 3 1.11920.057 1.6370. 142" 1.1120.015
5.000 pmol/L JafH&EI4H 3 1.058+0.060 1.080+0.034 1.089+0.052
F g 5.427 121.278 1.678
P >0. 05 <0.01 >0.05

T 5 7 X IR L, P<0. 01 (BRI 3 7 22 43 M, Dunnett-t 4656 )
K16 : ff1 & 4 165 Ki67 : 40 i 35 A4 AH &0 7 5 C/EBPoc: CCAAT/ 3 51 145 5
EH o

2.4 OR[EVREFFZSER D AZL 40 M+ K16 Ki67 F1 C/
EBPa mRNA X} 3 ik & 421k

S E B Y PCR G 45 5 W, & k2 P2
IT AZH 40 s 7 Ki67 mRNA FH X 6 1k 5 iR Fb i 22 7 8
BG4 L (F=18.788,P<0.05) ,K16 f C/EBPa
mRNA X R B E BRI 2 R TR % E L (F =
2.424.0.820, 3 P>0.05), 5 7 X 18 41 b %%,
0.500 wmol/LF} 2 il T A 21 1 1. 250 wmol/L J} 2 fifi
I AZH 26 ffd Hh Ki67 mRNA A 2 3k i 0] 8 7 e, 22 5%
i gt L (¥ P<0.05) (£3)
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R3 FERESSE I ALHE MM GB K16,
Ki67 1 C/EBPa mRNA 18Xt 3 i% 2 Lt % (mean=SD)

A KI6 mRNA  Ki67 mRNA C/EBPa mRNA

iRl W MXERRE MRS E MXREE
B IR AL 3 1.050%0.038 1.000+0.031 1.116+0.024
0.125 pmol/L FF2MIAZL 3 1.083£0.036 0.094x0.024 1. 146+0.008
0.250 pmol/L f}ZMINAZE 3 1.11520.017 1.079£0. 109 1. 148+0. 063
0.500 pmol/L F} S MINAZL 3 1.136+0.324 1.266+0. 062" 1.1800.056
1.250 pmol/L FHSEIIAZL 3 1.13420.056 1.380+0.085" 1.165+0.023
2.500 wmol/L FHEMNAZL 3 1.123£0.028 1.120£0.044 1.1630.019
5.000 wmol/L FEZMNAZA 3 1.096+0.023 1.010£0.034 1.170+0. 058
FA§ 2.424 18.788 0. 820
P >0.05 <0.01 >0.05

T 5 7 R X B L A, P<0. 01 (B[R 3 5 2243 1, Dunnett-t £ 5)
K16 : 1 25 1 16 ; Ki67 : 4l Jfd 38 A= #1 & H1 )7 ; C/EBPa: CCAAT/ M58 F- 45 &
EH

2.5 A5 ZLHG MR AN 1 IR D5 4H 400 A

AL O P2 R BIR R GHFRIGT d, NI EE 25
W Aok R LG A B A R P R LB PR e €8 (18 3) , v
WE G A2 SRt A ATt B £ O e o PR, 2 HEAFUIR
% 180 5 I IR AN AL ) B R A 3T3 4 (18] 4) .

T

- ‘___gi 4

B3 HAKEREEARPERS S ML 0 Jef, x100,f7 R =
100 pm) A EFI X AAUR WG B PEAR A B:1. 250 pmol/LEEHH
ZEAUR LR EFHPEA C:1. 250 pmol/LPF 2l 1T AZH R WL 2
FHYEANNE B4 HH3ITIWAPEHRHSH (ML 0 R @, x100,
PRR =100 pm) A9 SRR WA G PR B2 1. 250 pumol/L
Bt 2l se e T G G PR C: 1. 250 wmol/L ¥ BE 44
Z 0 11 AZH T DL 22 1 e €0 B4 X3

2.6 SR MR AN MY v R B

1. 250 pmol/L [+ 2 Wi 5+ 2 i T A4 B¢ ¥4 57 %)
FER 2L B O 00 i T L 22 e R O L, B TR 5 8 U £ 1A
(FE5) ., 1.250 wmol/L &2 i 2H i A i 4t it F- £ e
FETE % R (2. 55+0.20) % |, 5 T 5 500 %) BRZH 119 (2. 05+
0.13)% , Z R A% 2#E L (t=4.379,P=0.005) ;
1.250 wmol/L FFZi T AZH i A B 41 J 14 °F- 35 52 [ T2
R (2. 250.20) % , 55 35000 BRAL LU 8, 22 5% o 48
X (1=1.616,P>0.05) .

BS5 MREEERARPAER KARRADNRESETEE KN —
F L B AN A A R, RS AT RIXTBRZE B 1. 250 pmol/L B
FFZEIH  C:1.250 pmol/L J} 2 I A4

3 itig

B A S P ) 4 4 0 S, R — o e ke A
{19 B2 Jig Mt DRI 5 B2 N M B 4 2 S R 1 o AR IR
5B W T 14 R S M B A A LR, £ & B AP A
BB R M EAmEY . AL T
T b A LA B B /DN BRI M R R B 2 B 4
Fik K14, H 5 K5 it %, 2[5 98 p 1) 25 4t 4 o 40
BB AR 5 R NG N 2 — R I AR M 2 e 7E A R
T4 A 5% 22 BT 46 43 A6 3F L 1 B 36 v ) 7 1) B 30, X
S R 3R B B MR 200 T 5 B R B TR, A K
() 1 S A D G A TR T 1L SRS R LB AL, i
I AZ A e AR T T 0 0 2 A A IR
B I 2 0 0 S T R, R AR IR S At 2
YU BE A7 7E T 3T 20 1 DA 43 1 3 T HT B0 40 Mk
T R T A S AL A 1 B AR A 4 2
T A0 3 77 3 b AT DR g A

JETE B I 2 2 6 I 40 B 14 3 A 25, 3%
25 T AR A A R BT S AT SR A
B2 FhELR L BEPEZ R  EET MRTE RIS 2 A AR A
Tish vk, fe ok Bk B ik, RIS B E Y BT
B R (AT o FFS R 1A T 0040 i 98 240 I £ 4
AR 3 A AT A AR LA ST R A R RS R A &
PN rAAN R AR G iIE L 0N Rt ¥ s p & KK )
IS L AL 77 ) 5 DNA AR B4R AT, 40 ) DNA fin
B AR B, AR 4P DNA L 5230 BF 52 3IE 52, 3% 2 Fh B4k
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TR 43 B 0 1 B i R 200 L i 14 A B T B % T 9
IS5t 200 6 8 25 57 A mRINA [ 22 3k, 40 B g 3ot 2 4%
Wh, T I8 S 36 7 S 1 F i

3T3 4 i R & —F B Swiss R/ BG4 &5 ok
) 7 AT 2T 248 4400 2R, T A P B L 2 0 5 At
2 AT SR R R FR 0 R ORI R . 7E B T
5 200 B T AV SR T B 2 R 3R O, R
S 6 A U 2 L 5 5 1 B S T BT N R DR A 4 7R 4
SRREAR . AR Yu 2T S i AR A S G B 40
SEREFRRR K B, 3T3 40 R AE FE [R5 57 1 B PR R
PO R 45 ) i DL T g B A 5 0 i DN B R A K B
AL, Ho T 3T3 4 R B A RaE AR B TR A
JE W15 5 3 3 2 S W AL LB W FT 45 7 2 AT L1 43
BT AN S M SE B 45 R . 754 B I AR IR 2L U, FR AT AE
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