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WE: [ B8 ] #iL Osmanthus fragrans 7852 . 5 ZXB/L, WA THRLEFNMEGTFLANR ., WEAHR
OfSAUR21 A W x¢ 6y RIEh e, THRERB R LRI H-THH SRR BRE, [FE] AL et e
&’ O. fragrans ‘Liuye Jingui’ H#4t3#847 OfSAUR21 AR B o9 5L Fs, #) A £ 413 8.5 54 OfSAUR21 & & 69 2 AL M i Fe
AZuatfest &, KA R A EE PCR (RT-qPCR) 547 OfSAUR21 A B AR R M6 A X, SFild whatsei 67t
WHAT AR AR SR, [#BR] L4433 1 AKEH 294 bp 49 OfSAUR21 A B cDNA 53], T4 =% 97 MR A
B, RAZSHREHBEEMK, TR IERm T2k, 44 Auxin_inducible superfamily 4 5 25 M3k, Fl RS &t
A M Z I . OfSAUR21 X B 5 B & ih M ML Olea europaea var. sylvestris % % % % ® #& ., RT-qPCR 5 #7 & = .
OfSAUR21 L A it it 2 ME AR ZH, 2 RT-qPCR 5 TH oM ZH: ¥ OfSAUR21 A B i it B ot 451043 3 3 A FL 70 3%
P, RMHBNERS, LHGBKERMR, [ 4# ] OFS4UR2] kB 64 %4 Auxin_inducible superfamily #% 57 25 #)
B, TARZTHan AR RHERR, EXALRPAZIRS, FTRECHERZALELEL LA EAT IR, B
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Cloning and functional verification of OfSAUR21 gene in Osmanthus fragrans

GUO Hannian', XIONG Xin', HU Feiyang', ZOU Jingjing?, CAI Xuan'?

(1. National Forestry and Grassland Administration Engineering Research Center for Osmanthus fragrans, Hubei
University of Science and Technology, Xianning 437100, Hubei, China; 2. Xianning Hi-tech Research Academy of
Osmanthus fragrans, Xianning 437100, Hubei, China)

Abstract: [Objective] The short flowering period and the easy senescence and browning of petals restrict the
development and utilization of the economic value of Osmanthus fragrans. Exploring the regulatory function of
OfSAUR21 gene on senescence can provide a theoretical basis for the study of the molecular mechanism of petal
senescence regulation in O. fragrans. [Method] Using O. fragrans ¢ Liuye Jingui’ as the material, the
OfSAUR21 gene was cloned. Bioinformatics analysis was conducted to explore the physicochemical properties
and phylogenetic relationships of the OfSAUR21 protein. Real-time fluorescent quantitative PCR (RT-qPCR)
was used to analyze the expression pattern of the OfSAUR21 gene at different flowering stages, and preliminary

identification of gene function was performed through transient transformation of O. fragrans petals. [Result]
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A cDNA sequence of the OfSAUR21 gene with a length of 294 bp was cloned, which could encode 97 amino
acids. It had no signal peptide or transmembrane domain, and its subcellular localization was predicted to be in
chloroplasts, containing a conserved domain of the Auxin inducible superfamily. Homology alignment and
phylogenetic tree analysis revealed that this gene had the closest genetic relationship with wild olive (Olea
europaea var. sylvestris). The results of RT-qPCR analysis showed that the expression of this gene was the
highest in the petal senescence stage. The OfSAUR21 gene was introduced into O. fragrans petals through
transient transformation. Confirmation by RT-qPCR and ethylene analysis showed that the browning rate of O.
fragrans petals with the successfully introduced target gene increased, and the ethylene release amount also
increased. [Conclusion] OfSAUR21 contains a complete conserved domain of the auxin-inducible
superfamily, is a member of the early auxin-responsive gene family, exhibits the highest expression level at the
late full-bloom stage, and positively regulates ethylene production and senescence in O. fragrans. [Ch, 6 fig. 1
tab. 36 ref.]

Key words: Osmanthus fragrans; SAUR gene; ethylene; gene clone; functional verification

FEAE Osmanthus fragrans =W E T RIEGEH L —, BIEME, HFEHEA, FEWH . 8H. 24
M. FRSME, B2 0T RIARER A DL B 5 A Bk 5 A5 T, SR, i PR AL 8%
0, AT ACRIOIL 2~3 d, HAEZ/N, Gth, 2y THAEM AR LRI Rk, #ree:Ae
AEREE 2 SRR, RHERAEW] . SR T, AR P B i

AR EYN . FEARE )20, F2A 0 RN EE S ARG TEAE AT CImHUR, oz 5T
WAL ETAMNR ZEE | AL SR R R G AR S 2 A W R Y, R e
P LR T T2 A 2B G T & /NVERK R M RNA (small auxin up-regulated RNA,
SAURs) 1,45V ) K F (ethylene-responsive ranscription factors, ERFs) 43 JITEFFAE I E BT BEE 45, nlfE
Z 5 g RS, ERFs ¥k K112 2 5 ) & 2R LB A, (HAER b s =
SAUR HEPH BYAHSCHRGE o

SAUR BRI ZAEW A, AR R 5 B R e K 1 N0, SAUR BT IZ A £ T4 Fh
Y, LS I+ Arabidopsis thaliana 45 79 4>, K& Oryza sativa 45 58 A~ (1145 2 MEFEH), &R
Orghum bicolor A5 71 />, %% % Solanum tuberosum 45 134 4~, il Solanum lycopersicum 4 99 1~, &
K Zea mays 5 91 1>, WAt Gossypium hirsutum 4 632 1>, SER Malus domestica A 80 /), FHAEBE Prunus
avium A 86 1551, SAUR ##iBEZ 5 Z M A B, R LM : SAUR SAEK RN R4
MU G OIROC, TS 5ERRNEGEMEE", BUETOaF-Frt kg !, ek F A K mmE .
SRS AR AR K AR T, L IT R, AfSAUR36 Fl AtSAURA1 YRR/ -S4y sk UL, o
RIS WL TR A A KU, I HL SAUR32, SAUR19 Hl SAUR36 =22 55 T 45 44 i) JE Al
MG, wEFRIRSH LT T IR, AtSAURAL . AtSAURT6 SR AT M, BATRYH: S R AE(E
HEEARA R AMAR & T W Populus tomentosa ' SAUR12. SAUR34. SAURS4. SAUR67. SAUR91
I SAURIT 1 EIAZR IR = T 4l it AR A& MM, A, SAUR BRI KRR 52 miR159 P45, 234
5k /N FE Triticum aestivum W) T 5P 20, 1 H., SAUR30 W 5 47 B 59 1+ 538 N A oY, 78 3 i
SISAURG69 BEPH (1) 1k IR 98 T FihiXf M W BUpE , Nk T R SE >, BrAE R RS, S0, I
KEWNBE. TR, BB, KA. SCHBEWG, DL ST A G S IRt 45 SAUR JE
Rk, K SAUR 25 T MBEMMER TN SOHEYEKE T LI,

HHA X AL T AL 3 2 AH O IR 1 Z 4122 B B AT e D, O 3RS 21 A~ SAUR ZGBE I, Hirp
OfSAUR21 (B85 . LYG019593) EANAEALAR B FPRE S R IR I RN A ™ ARBFFEAE At -,
X} OfSAUR21 SRt A75e ke, BiJm iz A5 Bap ot 3L R oy e, W sz R I i M SRR A, W]
38 o8 R B AR AR AR e 0 7 SO R SR I DR e, DABA AT RE AL T AL 2 2 R ML S e 22
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JRIRRE Mt AL O. fragrans  “Liuye Jingui” >R H ARV K21 (30°29'N, 114°21'E). *f
FEALR) 6 DIFACIH (BB . W0 . BRAEHWIIN . A . BRAERIN . ) AT RAE (B 1) xR
LR RS, WEMRAAETWRA T, LR is R = RAEAE-80°C YKAR N, LA G215 . BRRT %L LA
PUZEEE O. fragrans  “Sijigui” AR,

S1. & HI; S2. WIfE; S3. BEAEWI; S4. BEAEM; S5 BEAEAW; S6. TEM.

B 1 FREF TR
Figure 1  Different flowering stages of O. fragrans

1.2 Ak

12.1 BoER LK WYL ERE OfSAUR21 B4t T3] (CDS), &2 K51W (h R iCER:
WHRAR A, R Do s BHRBUEEAEAR I ALR BIRAE S, WA G, HAY RNA /MEHREGATR
SV 4R RNA, % cDNA 0 5% Sl & Ul B 3R 15 cDNA J5 inJC Rk # B 10 55 20 £5 . B4 uL
6 MIFAEBT B IR FE cDNA i Ll 40 uL PCR &K% : 2xTrans Taq-T PCR Super Mix 20 uL, HAJZER BT
51945 0.5 uL, WK (ddH,0) 15 uLo PCR A FEF: 94 °C TARYE S min, 94 C Z8PE 30s, 68 C iR
k30s, 72 °CZEMf 2 min, 335 ANPE . FHBORRHHEER B UK SEAT RGN, W SRl I, S IR R EE A Il
WeisR & [T B B9 DNA. SR 5 %45 3] pTOPO-T 8K, ¥4k KGR A Escherichia coli DH50 J& 52 25 4
i, GRERHPE sk, FEETUERME YA BR A R AT R Y .

x1 5|MER
Table 1  Primers used in the study
EIEY B 191 F1 (5—-3")
OfSAUR21-F GGTACCATGGCCATCCGCATGCCTCGTAT
OfSAUR21-R GTCGACCTATATTACACCCAACTGTGAAATGATA
OfRAN1-F AGAACCGACAGGTGAAGGCAA
OfRAN1-R TGGCAAGGTACAGAAAGGGCT
OfSAUR21-Q-F TGACGGGAAACCAAACAATGATAGAT
OfSAUR21-Q-R TAATAAATGTATCCTCGCAACAGGGGA

122 ARAHEEFH HREEZKEYEARFER F0 (NCBD). DNA 534t (DNAMAN), 731
HEACIB AL S BT A (MEGAT.0) 4, &40 OfSAUR21 [RIIEFEH P41, tEde by, 172 W b xt; id@
i ORFfinder & 4t (https://www.ncbi.nlm.nih.gov/orffinder) F1 I F& [K FF i 8] 152 HE 5 P <7 45 #4 3k 5 i B
IncLocator 7 2% T. H. (http://www.csbio.sjtu.edu.cn/bioinf/IncLocator/) 43 H7 %[5 V. 21 Jfg %2 {37 ; F1] H ExPASy
ProtParam T-H. (https://web.expasy.org/protparam/) fif #1122k X i i 25 H B i BRAL PR BT ; ik SOPMA 7r4k
£ 7 (http:/mpsa-pbil.ibep.fr/cgi-bin/npsa_automat.pl?page=npsa_sopma.html) T & [ 5t — 4544 ; Ffimad
SWISS-MODEL %2 .3 15 (https:/swissmodel.expasy.org/interactive) #4 H: OfSAUR21 & [ 1) = ¢ 45 F A5
#, JH ProtScale Hiill OFSAUR21 2 FE M2 T8 (B /K Pk 5 3 Kk H

123 AREAZX A RIEHRF WAL OfSAUR21 FEH A7 AN AR RS KB e 5 19 GR 1), FIHSE
B9 22 it PCR (RT-qPCR) Fe AR 3T A FIFF AR A R A8, 2% Z iy, RT-gPCR W 7E
Line Gene 9600 7¢ )¢ & £ PCR ¥ il & 48 I )i F§ SYBR®Premix Ex TaqTM #£4T . PCR I (1 S R B>
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20 uL, €45 10 uL SYBR Green PCRIE &) . 2 uL ¢cDNA. 0.8 pL 1E [ M [ 5% . 6.4 uL ddH,0.
PCR W AG L R : 94 °C 30s 1 MEFR, 94 °C 10s F1 60 °C 30 s, 40 MEH, F:4E RANT B FHME
W, KRR R FEB AR E R 1, 272 5 b AR 3 1 K P20

124 Mk BamE WFE, B0 e Emf R E R T I8, $RECE AL R 2 24K (P2300)
ki, B 50 pL AUEE YA & : 10xGreen Buffer 5 uL, Sall 1pL, Kpnl 1 uL, Jik: 25 uL, ddH,O
18 uL, W Rtk R A KSR, 37 °C B 3 h e A VIR e el 10 uL T4 #EEEA R . 1l
10xBuffer, 1 uL T4 DNA 4R, 2 pL P2300 Fiki, 6 uL H AL Bk, 76/ T/KIa5% 22 °C 1H iR %3
1~2h, HU50 pL KARAH DHSa, [mHHIIA S L 2=, $EBUTR . 85 1 pl SRR 25 L
WRATH Agrobacterium tumefaciens GV3101 1, £t PCR Bl 1E#f 5 FH T #4052 56

125 Mt mukar s REFELV AL IITELNLE . ¥ OSAUR21 & K 7 F& 3
pCAMBIA2300s /&1, If-LAZS 1 pCAMBIA2300s ZAARNE N X IR . 5L A5 F S RO [27], #2Fb
JEARIRIE RS 3.d, L ZIWAE AL EAT RT-qPCR M )& E . RT-qPCR HiES UL 1.2.3, L@ 2 fsC
ik [16], FHAAHEIE TGN E C MR, T 1) IR () 5 IR (v) BIARHERT T R Ky
y=81.539x—20.003,

12,6 #FAEZE G4 SR SPSS FAFMATSIH 4T, R ZE 5 225387 (one-way ANOVA) ki
Yol i) 22 5 5 Mk, RS UEAT Duncan 28 LAY, WEMEKEN 0.05. ARBFFEAEELL R A RAEW 6 ~FF
FEB B D2 G Sl I P Bl . 2% 17 ZOU 450 (Wil gy . b PR 3 AN EE . g s P
BIEHAREZE TR

2 HERE M

21 ERFZEEMERHFESHT

DAFEAE AL cDNA B4, PCR Y4 K15 4K B4 294 bp 1) OfSAUR21 # K ¢DNA J¥ 41| (K] 2A).
ProtParam 53 #HT k7R :  OfSAUR21 &R G i 2 (10T & 97 DB, 70 F 3 h CyooH775N 137013586, 7T
HEOA 11 093.84 Da, S5 HL 8K 6.57, IE/f M 5% 5L 500 8/9, BENT R %K 92.37, SCF¥SEKME R
—0.063, ANEaEMEZRHCH 43.73, ProtScale Fililll i 7% : OfSAUR21 £ FH 5 K&K F 0 S IERR H FbA 2
50%, HEAREFEKPE (K 2B). FEL IR https:/wolfpsort.hge.jp/Fil i 7 20 i 5 £ 76 G4k . — 94k 1
MR . oM & L 37.11%, B-F% M 5 L 6.19%, JC R0 & il (5 b 40.21%, %E ffi 5 &5 b 16.49%.
NCBI #illl OfSAUR21 &5 #4385JE A 4 i i PR 5K

A B

M OfSAUR21 25
2000 bp

1 000 bp

750 bp
500 bp

250 bp

100 bp ’ ’ : y : : ; !
20 40 60 80 100 120 140 160
LML E
A. OfSAUR21 (R E 5 : LYG019593) & KT HI i FE4E R B. OFSAUR21 &5 [ B /K /2K M T
B 2 OfSAUR21 W 73 215 B & G 557
Figure 2 Cloning of OfSAUR21 gene sequence and analysis of protein characteristics

22 [EBRFIIEX SRS

1 46 H NCBI | BLAST #E47 7 91 [Al P44 Lok 20 A o AL 3 T LU M e 207 90 5 B A il Olea
europaea var. sylvestris XM_023040984.1 . = S5 HE XA AE Impatiens glandulifera XM_047477152.1 55 8 4~
[F] V& ¥ 51 Je 3% Nelumbo nucifera XM_010273100.2 [ [7] J5 14k 75.88%~80.82%, i vt 55 B A= i A 15 A

XM_023040984.1 Ay [a] Ve o I MEGA 7.0 X2 AL S Bk s RIJEPE YAy (BFAE iR . 55
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FIHERAINIAE . 38) B8 TN AT R G 3 (B 4) SR . OfSAUR21 & -5 WF A= AONE 1) 35 4% ¢
23 %%&iﬂﬁiﬁﬁ*ﬁ
i 3 M OfSAUR21 J& [H A A [l JF 46 i 301 ) s B & B0 . 7R S 46 R ), fE 3 OfSAUR21

B A= JAOHE XM 023040984.1 IRMET] THSKNFLR.RVSSMET. .GNHTTVDIPK 37
BRI RALTE XM _047477152.1 GFRL. .IRIMVOAKQAN. .RRSLS.......... IVPK 26
B IR A RALTE XM 0474766641 GFLL. 1 [VOAKQAN. .RRSLS. ......... IVPK 26
B IR ALE XM_047476119.1 GFRL VQAKQAN .RRSLS.......... IVPK 26
FE XM_010273100.2 GIRL G THAKMETILRHSLLTANHTTSATIDVPK 38

E LR RALTE XM_047474161.1 GFRL. .JSTMAQAKQAN. .ROSLS. . . . ... ... IVSK 26
HE IR RALTE XM _047474160.1 GFRL . .|gTMAQAKEAN. .RWSLS. . . ....... IVPK 26
BRI AALTE XM_047474686.1 GFRL. .|gIMAQAKQAN. .RRSLS. .. ....... IVPK 26
B ORI RALTE XM _047473965.1 GFRL. .IZIMAQAKQAN. .RRSLS.......... IVPK 26
B IR AALTE XM_047474163.1 GFRL. .JSTHVOAKQAN. .RRTLS . . . ... .... IVPK 26
HAE LYG019593 IRMET|FRMTHSRHLLR . QFSLTGN. .QTMETIDIPN 37
Consensus metgfrl pii gakgan rrsls ivpk

7 AL SRS XM 023040984.1 ARV e r GE KIS T IR T SFemyH s LigEDLS o B 77
O RALAE XM_047477152.1 AWQYEE L ERIAH VVIZV SMRANHPLIFODLIR T K E 66
H IR AUALE XM 047476664.1 IS8R/ VgV SYSRYH PLIFO DS K E 66
0 RIS XM_047476119.1 831 V'V V SRR P LJODLIES K E 66
ME XM 010273100.2 AVY VGENNOINK RIJAYPERS]Y T NIz (01 T \)=3 E 78
HERERALLE XM _047474161.1 ‘ESEKYVVVSHPLQDLSK E 66
=y RALAE XM_047474160.1 AVY VGlHsh YVVVSHPLQDLSK E 66
B IRRRIE XM_047474686.1 EXESE HPL QDL :EF 66
B LR RALE XM_047473965.1 AVYV G VS N QDL 66
B IRRRIE XM 047474163.1 EVESERE E HPLIQDFI AEF 66
FELE LYG019593 A VY VGlziSiHa FISPRNKP SIRODLIEN O V| H 77
Consensus ghvavyvgeserkr vvpvsylnhplfgdllskaeeefgf

T 4 SHRCHE XM 023040984.1 106
B R RAIE XM 047477152.1 95
FRERALLE XM 047476664.1 95

Ihbr AL XM_047476119.1  [pichVisiNeleimiBg=lel S FER . . 95

% XM_010273100.2 105
IR RALAE XM_047474161.1 95
B R AALTE XM_047474160.1 95
B IR A ALTE XM 047474686.1 95
B R AALTE XM_047473965.1 . 95
FLRHERANTE XM_047474163.1  |plsizVickifeledMBR=IO R EED . . 95
48 LYG019593 . 104
Consensus dhpmetggltipc ee fihmettcslnc

U5 A= IMANE Olea europaea var. sylvestris, =55 5 fiE AAUTE Impatiens grandulifera, HAY. Osmanthus fragrans, ¥ Nelumbo nuciferas
K 3 OfSAUR2I % g 5 HAbih A+ & 2L 857 et B

Figure 3  Alignment diagram of amino acid sequences between OfSAUR21 protein and proteins from other species

100 EF A A XM 0230409841
100 { FEAE LYG019593
59 HE XM_010273100.2
H LR RALTE XM_047476119.1
91 F O RIERALLE XM 047477152.1
—53: ELRERALTE XM _047476664.1
E R RALTE XM_047473965.1
B O RALTE XM_047474686.1
54 R AERALTE XM_047474161.1
—53: B HERALAE XM_047474160.1
IR RALTE XM_047474163.1
5L Olea europaea var. sylvestris, &5 Hi fE RANTE Impatiens grandulifera, A& Osmanthus fragrans, 3% Nelumbo nuciferas

B 4 OfSAUR2I &4 5 Htbih A& G 05 2 %K F dHest

Figure 4 Phylogenetic tree of OfSAUR21 protein and proteins from other species
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LR R B R, B THAR (P<0.05). 1 200

LEHAD S ISR, B TR A R RN, ol ]

iy I TE M o OfSAUR21 B Rk 2 R A BE 4

(HS). MULAIH: OfSAUR2L SERfEF s mng 5

FAEUI B, RS S TR EE 30

g w0l

24 BRI EFE RS AR e & @A & =
HHRFE OfSAUR21 Mt FEAE S8 2 19 50, IF Soomom s

T AL SR . InIE 6A PR s Ff OfSAUR21 3 SIS S2. MFEN: S3. ARAERINN: Sd. AL,

R RS BRI F AREIEAEHE, IF LA 85 MACH: S6. 5 . ARG A AT

IS, BRI TERE R s

mqmmﬁﬁﬁ%:%ﬁﬁﬁﬁﬁ%%%¢%%i natural senescence of O fagrans

B 25 (P<0.05). K 6BEMW . OfSAUR21

FER P FRIB R TS8R XTI X 3 AR RS AR O AR B R LR B . OfSAUR21 #3RIA4
s gk . X IR Z A Ak R (B 6C) Bl & B IR A AR B 3 22 5 (] 6D)(P<<0.05), %% I,
OfSAUR21 R B IA B = THAEAE I LR M QIR RECR: , (2 THAER 2 e

A B 20
4 a
EAPS 15 L —L
iy
K
10 b
=
E RPN ES
5t
b
- s [
ck P2300 OfSAUR21 0
ck P2300 OfSAUR21
C D A
30 a 0.020
- —~ a
25 T
<= 0.016
7 5 1
<20 F 80
& = 0.012 c
S 2
SISt I~
iy & 0.008
10 F M
ﬂ 3
5t N 0.004
0 0
P2300 OfSAUR21 ck P2300 OfSAUR21
Ab ¥R g

ck. XTHE; P2300. S8k OfSAUR21. HFRIAE A . AFE/NGFRERIRANF AR R Z 57 8 2 (P<0.05).
B 6 #AiLwErT4LIEH D aEIbiE

Figure 6 Functional verification of instantaneous transformation genes in O. fragrans

3 ik

SAUR FER RGN AEP A R, AU A=A ZE 7 e i 5 R A RS A5 K 5% Eﬁﬁ%ﬁz
KRBT MR 2 M S A, |22 5N a2, ufiasekd . 4450
b, RIS R U REWFITIESL SAUR%%ﬁ%ﬂ‘]*ﬁl&%’ﬁﬁﬁ%ﬁﬁﬂ%?ﬁﬂﬁéﬂﬂﬂ@Eﬁﬂ%ﬁ%i’f%
B, Wzl maEy i EREFTD, EHEXEY IR IR, SPARTZ ™V 5% & P . AtSAUR19~
AtSAUR24 F [ W 41 RE A% 8 3o 0 35 (R R Al B (A B R AR K, BB IR 4 T IRl i A R i 9 e &
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A, /R T SAURs TEREY)EFAE KB Be s B . teAh, SR IT T oAt SAURs W 5% () D RS
W R E A Y AR, BN AtSAURL0, AtSAUR36, AtSAURT2 %5 3L R 13 F6ih 25| A4 H o
W A L 3R, AR R s . AR AR AR A R 4 RO, SR SAUR SR RIGAEAE ) 35 %
R AT R B IR A R KRR T, A OCHTSR RIREENIE T SAURs BEH 5% %
TRV, AR AN : OsSAUR39 JER 1y Rk 2 FEBUKFEM 4 5= S 3 TR, [RIEHn
B SRR, SR SAUR N G0 A FEAS [FAE P 2SR rh AT e AR ST b 2 5 5 2R, 256 R
Yikhrh SAUR R G R S REREIR 45 2R, FTLUR IR K R TEAE ) 4 B S R R vh A 4 i
FAEHEA —E T, OV IREMEY 2 TR AL TR T .

AWFFE IR : OfSAUR21 AL H 4 ZE 00 0 R 2 11 A MR (RSP 254 30, X5 SAUR R K5 51 1Y)
D EIE S E—3, $ER H AT REIm e b A K R 15 5 2 5 A AR BRE Zh R4 . OfSAUR21 B K 5tk
M SAUR21 Wy [, ARG TS iR, X —SE R ZEAR R F} Oleaceae A4 ] e HAT #iT 1Y
ILFEHSE, EHR BB AT —E MRS, IS SR L FE AR B RL, fEAERK M. SERFHR
R EAEAEE SR AL, XA EIENE NS EE0TSY OfSAUR21 1A JRFHE Y iy AL vk sh e L T B iy 4=
YE sl FER SRR MY S R R DR T R E R . AR A OfSAUR21 TEREALTTALIS AT
Tk E LA, X450 5 R I R EE I B SCIR AT O . LSS R AR AL AL A 58 4
ZETHOE 17 S W) DGR ATV, I P A AR R 1 2 3 Qi A 2R R B0 AR Ak, B dR A MBI I . i AL &R
BRATFEY . OfSAUR21 1EX —BF WIsm AL, R RER TS S s B R Y BRI

RYRUEIX I, gD TF R T AR AL IR BRI R AL DI RE DTSR g . AR SRR X REAH L,
IR G IF LRIk OfSAUR21 B MAEAEAE e, Wi B8t , R ERA S i OBt 2
. X —25558 OfSAUR21 2 SEEACAL I 2P T B DR UEDS o ARWSEDY B o de . M
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