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W E UKRRAAEZEHNH RN CLAmE S (Vitisvini fera L. cv. Centennial Seedless) 4 # 4}, 18 it # & & RT-
PCR®WET VoSCLY) AR AN H AR AR B E PR AR A BHEFRASHIK LT HHRE P VoSCLI 3551 R 4 &
FGAOA RN, BEAARAFINFPRBRHITF AL BRI TFTADEEFONAHARNBIER - FHRAT
VoSCLY # & i 5 fE B 3T R Bl h it b vl 2, 252 & ,VoSCLY EH HA L Yot  Bvt R FSHARET Y
BAHEAR ALENERES — ik A RO AT A2 R GA; B AR Fva 5, *F 5 K E 0 VoSCLI B 3 F
HITAEDBEFIN RIS AR ET P E S it R AR T, 2 GA; 2228 &5 VoSCLY & # 5 B | 3 4
FLoERARBMERFHHAREENPRT AR, £ARMWEMEG 2 100 mmol/L NaCl ¢y &t & T 45 8, BFR
AW . VoSCLY AR AL H AW T RAA R AAAR . RERFAD TR, E—RR2E LY midshR GA, 98
B AATRRZNSRAEEGAINFHAET RSN Rd420 2 2RE T,
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Isolation and primary function study of VvSCL9 gene and its promoter

CHEN Li-yong', CHEN Li-hua', CHAI Li-juan', CHEN Shang-wu?, MA Hui-gin'"
(1. College of Agronomy and Biotechnology, China Agricultural University, Beijing 100193, China;
2. College of Food Science and Nutrition Engineering, China Agricultural University, Beijing 100083, China)

Abstract SCARECROW-Like ( SCL) genes are the members of GRAS gene family. They involve in many processes
including plant development,hormone and stress response. In the present study, ¢ Centennial Seedless’ ( Vitisvinifera
L.) variety was used to detect the expression of VvSCL9 in different tissues and organsby a semi-quantitative RT-PCR.
The precise transcription abundance in berries after exogenous GA; treatment was revealed by transcriptomic data
analysis. The expression character and function of VvSCL9 were further studied by full sequence and promoter cloning,
bioinformatic analysis and heterogeneous expression. The semi-quantitative RT-PCR detected VvSCL9 expression in
shoot tips, young leaves, full-expanded leaves, old leaves and inflorescence. Berry transcriptomic data revealed that
VvSCL9 was expressed in stage | berry. But no differential expression was found on 1,3 and 7 d after exogenous GA;
application. Bioinformatics analysis found that VvSCL9 promoter had multi-acting elements involved in response to plant
hormones and stress resistance. Transgenic tobacco seeds over-expressing VvSCL9 demonstrated lower germination
rate than the controls in the early days under GA; treatment. Transgenic tobacco plants over-expressing VvSCL9
improved the plant tolerance to 100 mmol/L NaCl. Our results indicated that VvSCL9 participated invegetative and
reproductive growth of grapevine,it involved in plant salt tolerance and the sensitivity to GA; . However, VvSCL9 might
not serve as a main regulatory element in exogenous gibberellins(GA; ) induced seedless grape berry enlargement.
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GRAS(GAI.RGA F SCR) H H 52 % 4 i 1) 7
FE - REENERRT. S 5N ERER .
FERGAFESESY SLESHSY R
ARSI R A AL i R R
A~ SCARECROW (SCR) 3K F 1996 4F £ 48 5 7+ v
B TR AR B L iZ S R AE 8 GRAS JE R 0% v 22
(14 18 B 5 7 SUU R I AR B v ke S S AE Y . B
N I — S B T 2% 38 7 8 bR & (ESTs) Jir 2 5 119
S5 SCR A 7=y 78 #2 55 v FL AT 5 B 1 A
ol P, X 2 35K 5 81 Bk I3 2% SCARECROW-
LIKE(SCLYF:H" ., #F52 £ M, 5 SCR F{l,SCL
FHNZB 5B O R GA 5594, XHU R IF
SCL14 Wyt 5E R W], K35 ArSCLI4 WA Bk XA
FEAL 2R S SRR RN 2, 4, 6- = LR A0 T A2 M o e
e, KK PeSCL7 FE4U R IF h il 17 %3k, &
MH 25 NaCl F1 -+ 5 a6 mg Bz 3 #2070, 2011 48,
KB AtSCL3 i T RGA R H T if, &5 5 il JF
GA A1 — A 1E ] 98 2 K F . 76 8L JF AR Ml 4 v
WEEMEM. AtSCL3 5 DELLA ®H4i/EH I
HE— A 30 o X R RS BUVE R R R GA fm gt

R 2 2 A AR % T R e K SR R 2 —, fef
£ 25 it o e JC A% A R A SR, R R R
ARKGT R . T A BT R AR RN,
AR EAE R SR K HEAT 1 B2 GA, 43,
R PR KRR S 4 A i (B . R GAS 1
7 ol B N 2 BT AR R D s (E X GA,
N FH T EHE KRBV R EE, T
GA HUBR Y JC A% 1 45 1 3% & . DL SR A R
GA; 4b38 g8 O 5 i vk B i fk . B A, % SCL
HEHIERSH5IME GAs A 308 4 R LW K fE
SHESBBAENEE, WA T EMAE SCL 2K
S SR AR N L BFSY SCL H: R 8 45 45 903 vh 1)
fER L H A EEZE L,

AWE Y 8 5T 2k E & RT-PCR, L #% VoSCL19
B PR 7 46 25 R AR R TR) A 2L A R AR S R R I Y R
IR 7K R BT 0 5 R A A A R S e SR A 8K
it . 43 A1 VoSCLY B PR 7 1 5 K SF XA GA, kb
PR R . 3 R VoSCLY e [, s Ak 0 B, 3
— B RAE VoSCLY 3 X+ GA, 4b B A1ER B
SE YW N, B R VoSCLY JE 8, 6 IS B
Je A HEAT AR W AR B2 2 B, LA T VoSCLY ) Jk
PRSI R

1 #E57FE

1.1 ##

PEORE A Ay DRI b T A ) 2 i A TR
(Vitisvini fera L. cv. Centennial Seedless) , ] T 3%t
PR o B M B S AR S 13 d g 2R S8, A b o T
DRy 56 o Bk . B e PR W AN % E 4 T
(Nicotianna tabaccum ), K g ¥ & (Escherichia
coli )DHS o T 4% 1 [ b 50 1 108 PR 3800k e A IR &
wl. MR R A (Agrobacterium tume faciens )
EHAL05 Btk FAE 4 3% ik 204k pCAMBIAL301
A SLYG R AFE . pMDI19-T #ifk [ DNA H 48 & Fh
BRI 1 o U L T4 3% HE il S M-MILV 3 &% Si il 45
¥ A TAKARA A\ CRi%E) . Z Y Hg DNA 4lifk
Ml ) & B S R R R AR AR 51
B I e S R AR R A IR R SE
1.2 F#iE
1.2.1 ¥&% RT-PCR

K CTAB /Iyt 325 412 U 25 i ik AS 7] 41 2158
PEMEREEY A RNA™ . RNA #lifb 2 cDNA — #E ()
BB JEAS S5 5 6 AR TR R ORE 1 R A O ikt
AR 45 7 % 42 5 IR 21 )7 41 3 VoSCLY J X 1Yy S+
P2 & = RT-PCR 5| #): VoSCLI-F. 5-GATGG-
GAATCAAAGACTGGC-3, VoSCLI-R: 5'- AGA-
GGCGTTGGATAAAGGTG-3',

LA Vol8S fE R NS 3. LA % A 7] 4 4144
LA 5] B 309 5 52 9 cDNA — i 0 15 4 . 916 26 45 1
H:94 °C 5 min; 94 ‘C40 s;53 C 40 s;72 °C ZEf#
40 $332 MEHR ., Hh VolSs BTG 4 1F R 94 C
5 min; 94 C 40 s;48 °C 40 s;72 CHEAH 40 s;27 4>
TEA
1.2.2 H#H RS VoSCLY 4 F 57

FETCHR RGO B AR fG 12 d X AR R E 1T 30
mg/L GA; FEREAL PR, 7350 TALBEJS 1.3 A1 7 d Bl
HILR B2 XF BE 5 Ao LA i 2 2R 52 %2 /0 100 o, i H
WARR VR A —80 CHgfr# 1. RH CTAB i
PLECAS FE B 9 3 RNA, Nanodrop 2000 # il RNA
JEHE J5, % ] Hlumina HiSeq™ 2000 % & #F 17
RNA 1 J5, 42 Bt VoSCLY 1 # & 5 B, 3f 2 17
Wik
1.2.3 AWAB 3 T6 k5 AR H o)k ik Skt

R 4 4 4 3 PR 41y 81 i) VoSCL9 3 (K] ¥ 41
FE 3 5 3 70881, 43 B L CTAB /)i ik 42 B
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BSn 5% . MRS VoSCLY S R 50 T 5 e J% 9 26 B 5 103

g e 13 d 19 GA; Ab PR #2492 RNA 5B
VoSCLY9 3 [H 4 K. LIS 52 DNA b B b o B

VouSCLY J&8h¥ ., VoSCLY 3K 4K M 3 7 vk
S

VoSCLY F Pst 1 5'- CCACTGCAGATAGCGGTAATTGCGGAGTAGAT-3'
VoSCLY R Xba 1 5'- GATCTCTAGACAGACCAGGGTACTGATGAGCATA -3’
VoSCLY promoterF5'-AACTGCAGGAAGAGCAGCATACTGACAGAATCA-3'
VoSCLY promoter R5'- GAAGATCTCTACTCCGCAATTACCGCTATCA-3'

TElE VoSCLY £ MY PCR 4444 94 °C 5 min;
94 °C 50 ;57 °C 50 s;72 °C 3.5 min; 35 MEIF,
T VoSCLY J5 8+ PCR 4444 94 °C 5 min; 94 C
50 5353 C 50 s;72 °C 3.5 min; 34 MEFH, PCR =
W2 1 0 B e W e I B vk R, ML S 5 pMID19-T
PR ERE R WAL E. coli SR 25 40 L, B T RL
MFE. JH Pst 1 M Xba 1T X EG Y & K pMD19-T-
VoSCL9 fil pPCAMBIA1301, & 4 # &k 54k E. coli
JEAZ S UM, BRIBUTURL AT AU V) %08 . B AT
(9 5 ki pCAMBIA1301-VoSCLY ¥ il 2= 6 A 4¢
FRER TR MR EHALO05, LA 38 08 52 5 S 1R, H A AT
BT 0 (B R vk SR AT A . S T R AR AR IR
ARATEFE DI L 2 B MR SRR = b A B R
B3 AR FE 43 I B Tl 1
1.2.4 HARMEMNTHLENE

KR ) VoSCLY 8 2 35 M % 1) Fp 7, B ML Pk
TE 100 L HEAT W & AL 3, B Wi & RN iETT GUS
Yeto 81 90 6 i Fh T X RE B YL K €, I B AR
AR VoSCLY 8 3 ik M0 B Fp 5, 7] LA T8 &
M E . B VoSCLI 8K IK MM FLF 1 4 °C F Ak 24
h J5  BEALIE I 150 K, 43k 3 240 F Fh 350 40 A
TERHA DR AR 5 F5 L rh s 43 3 47 1 A0 10 wmol/L
GA, 1218 7K b B, £ 50E Bl 1 Bl B 98 b B35 012
M, A AP 3 K. L pCAMBIA1301 28 #; 4%
FE DR 7 Ry X R AL, RE SR LY R A 23 °C
16 h JEHRfE R IE SR A6 0, kb 3] 48 h 5, FF 4R R 4T
T RRNGIT.
1.2.5 #AAMWF MG e phia

A A& 100 1 200 mmol/L NaCl g MS 3
F A H VoSCLY #3234 2, L pCAMBIA1301
23 AR HE S DN T G B R . 1 A A S . W8 R B
AKAELR .
1.2.6 R3HFTAEBEEFHH

N TE 28 B R P2 PLACE Xt 5% B I 19
VuSCLY J& 877 S A7 0 0 . ARG A5 2 1 1
e & VoSCLY i 3 F i % 5% 8 4% F VoSCL9
(9 A= ) 2 D) Re R AT T

2 GRESW
2.1 WSCLY EREHBEALBRERRIABE
BHGHRIE

XoF 7] 2 A R AN (] 2H 2L 09 A4 RE IE AT 2 E i
RT-PCR., %5 5 32 8] VoSCL9 3 F 76 % 25 4 42 . 4h
R R Y S e A R AR P T
W 238 (I 1Ca)) o o A8 Jl i i 2 i ey 3R 5K 4
B, WAL R TR EF B & RT-PCR 45 ) %
W], VoSCLY BRI AE 4 — sl A K9 (13 #0115 I
A FRIEER IR A KW (45 D RIS R e AR
KHI61 DICI B REE 1(b)),

NIy 5 A e
R R Young Mature Old Inflore—

Root  Shoot ti
P Jeaves leaves leaves scence

WwSCL9

13d 15d 45d 61d

VuSCL9,

() R LA E (D) RS2 3 & EH W
(a)Different tissues(b)Berry developmental stages
1 HEWSCLY EREARRHLAFZEM
RIXRELEPHRIE
Fig. 1 Expression level of VoSCL9 gene in different
tissues,organs and berry developmental

stages of ‘Centennial Seedless’
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B SR B i A 5 2R B, VoSCLY 3R 78 TG
WA AR S5 — R A KN Y 3 A R AR B[]
(AEJ5 13,15 F1 19 DO¥ARIE . XADEER 5 H AL
Ja Rk B it RT-PCR 253 —3, £ 30 mg/L
SRR GA, AbFRJS 4 VoSCLY K&K 63k 7 1y 5 1k
M55 F B VoSCLY 3 A i) 2 35 W A7 Hh 30 I A% £k
(R 1), RKH VoSCLY BN EBRZS 5 T % H 4R
S — R A KRBT & F A R AR GA,
AbF

*1 ABEEZEBLHEFRIH VWSCLI EEK
FiEKE
Table 1 Transcription response of VoSCL9 to

GA; treatment in centennial seedless berries

GA; R E/ Ab B F R [H] B ]

(mg/L) Different time
Concentration
of GA, 1d 3d 7d
0 27.14 20. 56 24.72
30 26.52 22.12 19.56

H: RPKM 3[R F ik K-,

Note: Reads per kilobase of exon model per million mapped reads.

2.2 WSCLY EEMEFHTFHRE
ML A AT 13 d ) GA, &b B 24 3 %5 5 52
RNA F1252 DNA R 44 . L VoSCL9 Fl VoSCLY-
promoter 5l Y XF K51 W), & PCR ¥ 3. 5 B 3K 1%
2280 bp A VoSCL9 F: W H Bt & 2 170 bp 1y
VuSCLY J5shF R B (F 2), PCR ;=4 £ 4lifk [ml )i
J& R pMDI19-T 5 R 28 44 v 45 218 (4 BkL , 43

B4 4 4 pMD19-T-VoSCL9 Fi1 pMD19-T-VoSCL9
promoter, 745K F W, 5afE Ry VoSCLI HEH
B A S DR A S AR 0 R AR AL Ol 9904, v B 1Y
VoSCLY J& 8l ¥ h Bt 5 1 % 5 PR 4 28 A1 19 1y 50 AR A
JEN 99 % UEB 2 A Bk B R B AT DL iEAT
T =25,

M1:15 000 bp DNA marker; M2:2 000 bp DNA marker
(a) VuSCL9 3 [H PCR =) (b)VuSCLY 3 51+ PCR 724y,
(a) PCR product of VuSCL9 gene (b) PCR product of VoSCL9

promoter,
2 EZBEBLEE VSCLI EE
B FH PCR ¥ 18
Fig. 2 PCR amplification of VoSCL9 gene and its

promoter from centennial seedless grape

R AT B A0 5 0 AR e A R i o 4R e i 9 A
Ot 3 d WEE IR BN SR R R I BUVE B
FRIEPEAT AP 0 1%  ARAF PO 2 8 (B 3Ca)) o K4
PEZF VDT e A2 B P R A7 AR AU 3R L 15 B
Ja - 2T GUS K L Uk B 3R A5 VoSCLY i 3 1k 4 e
(B 3(b)),

(a) VoSCLY M FRIEME ML (b) GUS K,
(a) Selection of VuSCLY9 over-expression tobacco (b) GUS detection.

3 VvSCLY B FRiFMWER LI GUS &l

Fig. 3 Selection and GUS staining results of VoSCL9 over-expression tobacco
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WRAZ 9345 . %45 VoSCLY HE RS 3 7 14 v B S 4 20 B 5% 105

2.3 GA, 3t WSCLY BREMEMF LRI

FEZEAR K A B e, Xt B2 R B R T 8 kR 0 b
fE 2~3 d,VoSCLY 33k M 75 1~ B & ey 04 31 7
3~4 d, £ 1 pmol/L GA, 4t 2 d J5,VoSCLY
F IR TR T W AR B R ORI B A BT E
Tt B A AD T2 1 pmol/L GA, &b HR 5 Y 8
K&, 1 umol/L GA, AbBE 3 d J5.VoSCLY9 # ik
TR 0] R 5 Z8 1K A BEAR LA B
10 pmol/L GA; 43 2 d J5,VoSCLY 8 3 ik M &

PPl & %5 1 pmol/L GA, b ¥ 1yl kL. %A B
B4k, 10 pmol/L GA; 43 3 d J5.VoSCLY &
FEIR M Rb T &R G AWK AL PR B
o DAL UL AR E A X T AMNE GA, kb FE
B BRI T 0 R (R 2) . B R (10 pmol/L)
SN GA, Xt VoSCL9 #8235 1 5 b 1 1 8 & 42 1
V5 3 AR Mk 3 (1 pmol /1) 25 Fe AN K, o 6 B 55
ik VoSCL9 HE IR B % K 1K H0 55 Fh 7 X A0 GAS 11
M) S

F£2 GA, I WSCLY9 BRZFEM T A RN

Table 2 Effect of GA; on the germination of VoSCLY over-expression tobacco seeds %
GA; e/ AbBESE 2 d Ab B 3 d Ab B 4 d
(pmol/L) Germination rate of Germination rate of Germination rate of
Concentration treatment for 2 d treatment for 3 d treatment for 4 d
of GA, CK VoSCL9 CK VoSCL9 CK VoSCL9
0 941 12.67+3 86+38 44+2 100 96+1
1 262 17.5+£3 89+1 45+£5 100 9442
10 34.5+11 15.3=+3 8442 4743 100 100

2.4 VvSCLY i3 1% ff & 4H 55 & 3 NaCl 4 12 i
Nie) Rz

E MS B FEF A 100 mmol/L NaCl, A4 K

—/NH 5 VoSCLY #3535 10 A8 vk = B I 8 s T

Yt 4(a) . (b) () FI(d)), VuSCLY #4354

FARFRAERKIER M BUEE R, AR R

A RAE S i A L SR BT R A W O

1E 200 mmol/L NaCl {55 77 5 ab P 45 352 5 41 5 A0
X HBLLIHEE 1A F 2 )5 . VoSCLY #8341k Ml 2 5 %}
FECZE 0 R 24 1R B R Ak Y R 4 L AR N R
MREEA AEWIPE AT R R E BB EF R (B 4o,
(D (DFIh)), ZHFZEEA BERHRESR. D
R UL, VoSCLY #3235 M F %) 100 mmol/L
NaCl Jipi61 ¢ 50t 34 5 1) it 52 g ) .

(a) 100 mmol/L NaCl &b 3 ) %f BUE B (b, e A1 d) 100 mmol/L NaCl 4t F ) VoSCL9 # F ik M0 %L (e) 200 mmol/L NaCl 4b J#
[l X BE A & (g A0 h) 200 mmol/L NaCl £ ¥ g VoSCLY #8 3 ik M5,
(a) Control under 100 mmol/L NaCl treatment (b,c.d) VuSCL9 over-expression tobacco under 100 mmol/L NaCl treatment

(e) Control under 200 mmol/L NaCl treatment (f,g.h) VoSCL9 over-expression tobacco under 200 mmol/L NaCl treatment.
4 VySCLY #8 3 3% #H B3¢ NaCl ffri8 #9 iy 32

Fig. 4

Tolerance of VoSCLY9 over-expression tobacco to NaCl stress
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2.5 WSCLY BRI FHENEEREDN

23 e L B PLACE 43 M, we B 15 3 19 G
3.0 VoSCLY 5 3 F )7 51 B J3 2 7 i B A
ifg o TATA-BOX.CAAT-BOX. i L 245

AL A) 30 358 360 AF DG | o) O AR 90 98RBT DT L A4
AR 38w R T A (3D, SRR T AR MR B b ik AT
VoSCLY F& Pl 338 )1 56 25

R3 WSCLY BHFRELHNENFEEZIHRELMEL

Table 3 Bioinformatics analysis of VoSCL9 promoter

YEHI I 4 Bk (AN BY) N HH
Name of regulatory sequence Core sequence Function Number
TATA-BOX4 TATATAA Bl —30 Bob R 3 7y 1
CAAT-BOX CAAT Hi g F AT AR T 15
PYRIMIDINEBOXOSRAMY1A CCTTTT GA 1 3 To 40 9
GT1GMSCAM4 GAAAAA 5 T3 W 5T 3
ACGTATERDI1 ACGT T 5L 30 0 e e 40 3
MYBIAT WAACCA MYB i 51 {37 5 , ABA i) i 76420 3
MYBCORE CNGTTR KRG 3
IBOXCORE GATAA ST 5
ABRELATERDI ACGTG ABA 1] )37 75 {4 5
DREDR1ATRD29AB TACCGACAT 2T 5 % i 3t v jo7 o6 (42 1
CRTDREHVCBEZ GTCGAC T AR 36 2
WBOX TGAC L 31 G 15
3 9 @B X GA; AU, VoSCL9 FE R X T GA i 3 1

HAixT SCL H N 1) 2 38 R E & & FE B UM )
PIREIT F b AT T AR T, Hoh ArSCLY 3 K 78 40 B I
(AR I P60 & S 2 A R A R 2 AR
HEREA KLY L IR 6 45 R &k B VoSCL9 J [H 78 3 2 K
A Bt R R T AE AR A R L TR AR
Wb ] ik, VoSCLY Jk K 75 Jo % 4 45 5 524
— UM A KA Rk e L i JE W B Rk
VoSCLY 3N 5 ArSCL9 % [H Y 2 35 45 1iF 77 1 22
S UL SCLY K& AE A IR Al W 22 [\) 1) & 3k BoAT —
SE (1R 51

AtSCL3 #£ RGA LI T il , &P ST RN 2
55 GA W R 1 — A 1F 1) 8 45 B L AR A 1 40 e F
XtF GA (B o AT 58 A X 55 — A A
SCL M i WF 58 45 R £ B, VoSCL14 S 7E T #%
FIXSO 4 SR  GA, b BRJE S8 E 8 3 a8,
A DA R i A AR S R 2 5 GA e N 9 1E ) 8 5
T XFF SCL B H A% 51 75 GA 555 S
YER RS Z WA, GA, 2P ICA% 8 %4 B st s
(3G S 21 43 BT 8 7% » VoSCL9 3 B AS I Ji7 48 U G A,
(AL HE . GA, ZhFE VoSCLY #8 33k 11 B fh 7 5 (1
WY & A5 R R, VoSCLY 3 3k 40 55 Fp 1 & 1)

M5 AtSCL3 1 VoSCLI14 H:PF AR [R, #6W] SCL %
i o e BA 2 51

W45 PeSCL7 KK AE NaCl F11 5 30 &b ¥ 5
WP b E % 3k, PeSCL7 #8 3 3k L B JF 16 100
mmol/L NaCl &b 3 5 {1 2 Bt 42 58 ) it £ T
i 4b H VoSCLY 8 3K M R i 25 R R WL 78
100 mmol/L NaCl &b ¥ & {4 F , VoSCLY % ik 1
R FH T O m Wz, XASE R B
/R VuSCLY 3N 54 PeSCL7 FEH ), BE 0% 2
T i B A W T R PR . VoSCLY 3 PR %k T Hi At 36
355 Tl 300 09 ) SO 55 0 30 A T E— 25 DR SR B IE

WX A VoSCLI4-LIKE 3 5 8 1 i WF
FHRM [ B FReS B GA, T 5 F1ER i3 b
D AR TR VoSCLY Ja sh TP A A £
A I 30 1 3 5 1 FH 0 R R R W 0 B W 20 A
O e 1 A P R AR e . #E VoSCLY 5 3+
TER T R BT 24 48 W38 m 5 oo . 5
VoSCL9 6 J P A8 F56F 2 Jolp 36 4 250 1y o 1o 285 2R g [7]
MM, VoSCLY 3P Fl VoSCLI4-LIKE B A
KM DIE . R 2 AFEEEDRE Ll fE R A —
FERESE,

25 b ARG R VoSCLY % PR 1 45 %5 A W] 20 241

pe=I|
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A 1) 2 35 15 00 AT VoSCLY J5 81 T 1 HE Wy 15 B 2%
HEAT T 50 M X VoSCLY 3 R X 34 58 i Al GA, 4k
T B HEAT T AR 2. VoSCLY H H 78 4 25 At bk AN
R R o B AR AR 22 v Rk B R I8 VoSCLY
RE W8 B AR 7 DR B Fh 7 X T GA I BIUSE  3 5
ot DR R R S R Tk 36 7 R P L (0 A R A 4l SR
VoSCLY (1) 5 K A0 57 A0 I GA, kb3, A<
LA — A R A A SCL 3 R 5 e 52 A
KEE GA {55 % 5 FURL B 0 07 26 85 Wy 38 2o 72 o
() 5L AE L RTPE AL S0 TR 2P R R
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