http.//journal.gxzw.gxib.cn
F&HW4 Guihaia Mar. 2017, 37(3) :365-372 http ://www.guihaia—journal.com

DOI: 10.11931/ guihaia.gxzw201605003

SIS AW, BIFHY, SO, AF. B DUR @AM EMIL R SgTAR2 I sE e MFIESHT [1]. ) P4HIY, 2017, 37(3) :365-372
ZHENG S, MIN DD, MO YM, et al. Cloning and expression analysis of tryptophan aminotransferase of Arabidopsis 1-Related 2 (SgTAR2 ) of Siraitia grosve-
norii [ J]. Guihaia, 2017, 37(3) :365-372

FXNREIBRERMERE SgTAR2 K ERFRIES T
OW, WA, HhiE, wmE', B %, 3 A

(L 7P RE R2EBE, BT 5300005 2. JUILTSE = AREER:, LI JLIT 3320005 3. )74
iR, )V SR S s e R IR S, BT 530023 )

i E. CREREEMENEG, R HES SHEY AR RS ORI RN, BT DUREE 5
ZH P LT L 2455 RACE R el PUR (A SR 5L &G SE R SeTAR2 (41 cDNA JF 41 DNA J751); 3
X HHEAT A A B2 T R 258 SRR 0BT . S5 2R R W s REFT 15 SgTAR2 1Y ¢DNA 2K J751) 2 078 bp, i K
ORF A1 332 bp, %ifith 443 DMK , GenBank 555y KU949381, b £ 1A 2 >m 2 MR B L ~F 45 44 1
MZA-5"-PLP 45505 HEM W] B82S S50k (0 PR % B S E AR i AE R R A6 S R )~
1T FE; SeTAR2 K DNA K28 4 103 bp, %A 4 A& TR 5 SRR F NS HA 24 8K sk A
FREZA5GBER IREE W ae i A S AR FHIC IR 5 7R SgTAR2 LR P 1D Al 3 B DUR A K R A Bt
JpiE RN JE AL B S EY R, SO A R R SgTAR2 JEIAE % DUR & U3 B I Rk
EREAN 1S d YRR R BN IZ N S 5P PR R IR R T IR R R SeTAR2 2 5 THEK
BN WP TURAEAE R KR, R YIR SR s R B M B SR FE R A EEE L,
KR FPUR, ORREEM, wh, HEHRX
RESHES: Q943.2, Q786  XHEFRIZE: A XELHRS . 1000-3142(2017)03-0365-08

Cloning and expression analysis of tryptophan
aminotransferase of Arabidopsis 1-Related 2
(SgTAR2 ) of Siraitia grosvenorii

ZHENG Shan', MIN Dan-Dan’, MO Yan-Mei', ZENG Na-Xia',
ZHOU Qiong' ", LI Gang’

( 1. Agricultural College, Guangxi University, Nanning 530023, China; 2. Jiyjiang Third People’ s Hospital ,
Jiujiang 332000, Jiangxi, China; 3. Guangxi Botanical Garden of Medicinal Plant, Guangxi Key Laboratory

of Medicinal Resources Protection and Genetic Improvement, Nanning 530023, China )

Abstract: Tryptophan aminotransferase gene family is a key gene that directly involved in auxin biosynthesis pathway in
plants. The full-length ¢DNA sequence and DNA sequence of Siraitia grosvenorii tryptophan aminotransferase of Arabi-
dopsis 1-Related 2 (SgTAR2) gene was amplified by using transcriptome sequencing data and the technology of rapid am-
plification of cDNA ends( RACE) method. Subsquently, analysis of the gene structure of SgTAR2 by bioinformatics, and
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the expression levels of SgTAR2 in different tissues of S. grosvenorii were analysed by real-time quantitative method. The

results showed that cloned full length of SgTAR2 ¢DNA sequence was 2 078 bp, containing a 1 332 bp open reading

frame (ORF) which encoded 443 amino acids, and GenBank accession number was KU949381. The coding protein had

two alliinase domains and multiple 5'-PLP binding sites, which might take part in catalytic amino acid transfer, chemi-

cal defense, auxin biosynthesis and other biological processes. The full-length DNA sequence was 4 103 bp with four in-

trons and five extrons, and these introns contained multiple SUTR Py-rich stretch, hormonal and environmental stress re-

sponses related cis-acting elements, which might play a role in auxin biosynthesis, stress response, morphological devel-

opment and other biological processes. The result of Real Time PCR exhibited that SgTAR2 was the highest abundance in

pistils and 15 d fruit, and suggested that auxin synthesis was exuberant in initial development of S. grosvenorii

fruit. Therefore, SgTAR2 plays a significant role in the growth and development of S. grosvenorii by auxin mediated, es-

pecially in young fruit and flower initial development and organ morphogenesis.
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TAAL/ TAR B0 A= K 3 A LS AR v 1 G g il ik
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Z RZI 50, BRI, TAAL/ TAR BRI TE R iR
TE A0 K LA Y REARS N 2], (H 28 ARAK tarl /tar2 3%
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AR DI REEC SR 25 T RS E R
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Fig. 1 TAA biosynthesis pathway in plants
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PRI DUR S B 157 MERRSR A T 04 25 A
Yl S A o35l O DUR BEAE I MERR O 25 0t
ZEOMESE . MESE M 15 d R L30 d SR, £ HU DNA
F1 RNA

pMD19-T #% {4 . Pfu DNA 2 & [if . PrimeScript
RT reagent Kit with gDNA Eraser PrimeScript Reverse
Transcriptase ,SYBR Premix Ex Taq II \DNA 3% %
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F & H Takara 23 7], Easy Taq DNA & i . DNA
Marker JE&3Z 25 40 i DH5a W H 43X 423 7, DNA
BEIE PN 7] & TRNzol 1 RNA R BGRA | A K
MR AR A 2l 5 | W R 3 1A%
122 i R I AR R 3 B A A 98 A, S A Ok g
PCR Bio-Rad CFX96 HI7¢ %% H PCR Y,

1.2 /i

1.2.1 DNA #= RNA # P IURZHLHE L
DNA X FH B B CTAB ik #2 B ( B Bk 4& A 1,
2011) . &AL E B RNA 22 I TRNzol B
RNA G (KAL) B 5 #84E . RNA itk
W RNA Sk sk 57) & ( TAKARA) DB 4845,
R E T (Thermo Scientific ) 1 19% B g b
B PG I B BB DNA T RNA 403 A i
1.2.2 SgTAR2 3 B 4K cDNA #= DNA 43¢ R4
BUREE SEH A HT B TAR2 2 A AH Y uni-
gene JT51, H Primer 5.0 KRR 5F 519 tar2S/
tar2A, 4734 cDNA [T 5], R A B RACE %
(B HEEE 2011) AT SgTAR2 FEIH 371 5/ 3 414
AR cDNA ] ¥ 81 43 il 1F 5'RACE F1 37
RACE £ 354 tar5' 1/tar5'2/tar5'3 1 tar3’ 1/tar3’
2, RYIME KA T A 5'RACE F1 3'RACE 48 %€ 5149
Anchor/AUAP 1 RTP3/S3, L% I H IR A R 5 5%
cDNA SF—4% A, #% RACE 74, 4T PCR
P, HM R G, E T b, S AP
[ipries e < NE 7S /NS B R R BT DS AT =R U AR
RACE K B . cDNA H1[a] ¥4 3’ RACE Fr Bt it 17 9f
2, 452K cDNA J¥5, FARME PHET 51, 76 M U
PS5 9 Tar2-cF/Tar2-cR 43 511 L% 3R DNA
FNR A BE UG 5 cDNA 25 —BE M A 3 & K
DNA JFIH1 ¢cDNA J¥51),

PCR WA Z . B 1L DNA 5 ¢DNA i 47 0.5
pL,10 xPCR Bufferl.0 pL, FF #5147 (10 wmol -
L") 4 0.3 pL,Taq B (5 U - pL")0.1 pL,dNTP mix
(2.5 mmol « L") 0.8 pL, MIZKAMZE 10 L, /02
J¥:94 °C 3 min;94 °C 30 5,56 °C 30 5,72 C 1 min,
30 MEH ;72 °C 8 min, #F PCR J b 7= 9y 2t Ak 1]
W, 28 T ek W P BRI e S 26 A FT R
1.2.3 SgTAR2 X B A W12 &5 ob  SEARFEDF A
B, F| Fl DNAstar-SeqMan 4 # 75 & #f , F| DNAstar-
EditSeq X} SgTAR2 11 ¢cDNA 4K 25 $0 45 K FF i 15 132
HE(ORF) , I B i3 i AH B 2 11 )7 %1, #E NCBI L=
FIFIBLASTP T EHJ 25 73 SgTAR2AH Iy 25 44y 3k K% 2y

x1 AHARETAEINSIMFT]
Table 1

List of primers used in this article

Bl J¥31(5'-3")

Primer Sequence(5'-3")
tar28 GCTGCCCTCTATGCTCTGTC
tar2A TACCGCCACTTCTGTTCACC
Tar2-cF CACGACCGATTATTTCTCTG
Tar2-cR CTTCAACCTCTAATGAACGCC
RTP3 GACTAGATCTCCATGGCCTAGGTTTTTTTTTTTT
s3 GACTAGATCTCCATGGCCTAGG
Anchor CUACUACUACUAGGCCACGCGTCGACTAG-
TACGGGIIGG
AUAP GGCCACGCGTCGACTAGTAC
tar3’1 CACAAATGGGCTGGTGATGCT
tar3’2 GGACGAGCCCTACATTGAGTTG
tarS'1 CCATTTGTGGAGCCCCGACTT
tars’2 CCACGCTGATGGGTTGAGACG
tars’3 TATTGCTCATACATTGTCGGGTC
q-TAR2-F  GGAGACTGAGTTTGCGAAGC
CGCTGATGGGTTGAGACG
¢-TAR2-R  CGCTGATGGGTTGAGACG
q-Actin-F TGTCTGGATCGGTGGTTCCT
q-Actin-R  AACAGGACCTCAGGGCACC

fit; I InterProScan (http://www.ebi.ac.uk/Tools/
pfa/iprscan/) HEATORSF S5 H BTN ; A FH7EL TR
ExPASy (http://web.expasy.org/) X} 3 K 45 & H
HEAT A AR M BT 43 B A SOPMA (hitps://
prabi. ibcp. fr/) T. H Fl SWISS-MODLE ( http.//
www.swissmodel. expasy.org/) T H# 17 &E AT —
PSSR = G448 o3 Hr T 5 A1) AE 26 T A Plant-
CARE ( http ://bioinformatics. psh. ugent. be/webtools/
plantcare ) #1 PLACE (http://sogo.dna.affrc. go.jp) T
IEE PR N 3% 5 A T

1.2.4 SgTAR2 A B % X %% PCR o4 VI FE
INFRE PERAFRINLEN L actin NS EER (IR AT
4,2015), WRIEZ BWE actin FEH (X5 H
KU949382) il SgTAR2 FE[H 73 5l 119 e 51 9
q-Actin-F/q-Actin-R #l q-TAR2-F/q-TAR2-R, 435I
PR 1 pg I F DURS HLEE 19 RNA, A
TaKaRa 7\ F] PrimeScript RT reagent Kit with gDNA
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Eraser ji057) &5 S % 5 75 31 ¢cDNA 25 — 5 A, DA%
DURM: ¢cDNA DL 5 R FERRBER RS 6 YR FEBE E R
HEAh , 7E Bio-Rad CFX96 {35 I #4759 6 g 1t 5L 56
S BIHIVE P92 3 DR H 10 35 X B b e 26155 1
R R 270 S R A KA

PN i PCR VAR R : cDNA Az 0.5 pL, I+
TUEGI Y (10 wmol + L") 4% 0.4 wL, 2xSYBR
Premix Ex Taq 115 wL, iIZK#M2 10 pL, K FEF
595 °C 10 5;95 °C 5 5,60 °C 20 s,40 DGR, LU
SgTAR2 TE% U M i 1) 3% 3K 2 i X B HT SPSS
16.0 A4, H duncan X E04E 517 5 2240 1 (8.3 K
S a=0.05) , I Excel &il4M442K .,

2 ERH4M

2.1 FiX 3R 5 DNA #1& RNA RIIREX

K CTAB B4 B B DNA 28 B ig B EE IR F,
VKA B i o (8] 2:2) , AT R — 2D 500G, 2R
H Trizol 42 HUE) RNA | BT AREEE I H PRSI i 71w
RNA 455 15 M7, 288 18S .58 = &4 i ol W, H.
28S i 188 HAEFE Lh 4%k 2 « 1( &l 2:b) ; &40
JEEEHAG , 0D,/ 0D, E 1.8 ~2.0 Z[a] , 60 RNA
SERCPER AT oW R AR AT TR — 205
2.2 BINR SgTAR2 EFE cDNA £171 DNA £ 18

PCR 43 7= W1 45 1% B HE 58 J6e v JRAS I, 3
T LK S T T LR — | TR 2 2R R 235
bp, FEAFEIHE] P8 B Al SR R RACE #;
ARy 1G58 375, 43 A5 5 511 bp #1945 bp () F+
B, WEAmik 3 BOF A (E 3) 43514 BLASTN 5 iE
J& PR S B, PR BLASTN Xt b, &8 5
UTR A #R53 F9IARY 38 ok k21514 tars’
3 HEATH K 5'RACE ¥ 15 . ¥ i A 9 145 2 1Y ¥
SVPHEE , FEARIEZ LT 50 CDS Wik 13k ] 4
KEp 2519, DIiEgHE 2 K IERYE, [, DB
S cDNA Fl1 DNA B R Y 15 1% 3 cDNA J DNA
J¥51, PCR ¥ 34 )5 28 s B )7 R W1, 12 4= K cDNA
FP9) 5 PR P 51 45 - —5, DNA P90 AH H cDNA 7
2 2 143 bp, JFHN 3 Hr R W], iZ 5K cDNA 4
2 078 bp,CDS AL —4~ 1 332 bp B ORF, %
fih 443 A~ IE[R, A17% 566 bp 5 UTR #1180 bp 3’
UTR, GenBank % 5%*5 7 KU949381
2.3 TR SgTAR2 EREWISBZENHT
2.3.1 SgTAR2 A B % A& G444 FIH NCBI

Bl 2 BUURE DNA (a) FILE RNA (b) HIJKZER
1,2 B DNA; 3, 4. 5 RNA,
Fig. 2 Electrophoresis resulis of total DNA (a)
and total RNA (b) of Siraitia grosvenorii
1, 2. Total DNA; 3, 4. Total RNA.

I Blastx T HX} H & Bl SgTAR2 & A J& T « AAT-1
superfamily” HFEF G5 (K 5:a) . FIH ExPASy X
IRHE N AT 8 A A AL R0 A7, SgTAR2 4 3
FIBEE > T4 49.15 kD, S5 HLR 7.24 P8R K
P - 0. 146, 5 Wi & % 83.39, M 2 T K N
CooisHiuioNsos O S 7 » i 5 8 1 AN FRUE R AR 43.72,
FIH SOPMA BRPFIES T R E5H 53T b/ 1% AR 11 B
e Si it 8.82% (o BRTE (T 36.20% IEAREE 1 22.17%
BEHLE 8 5 32.81% ., i SWISS-MODLE X i% &
FEAT =R T AN A 4,

FIHAEL T H Blastp #1 InterProScan %f SgTAR2
MR R B IZE RS A 12 DRSF A5 R
(8 5:b) ; Jor,50~422 2z [lA7 5 ARSI, 531
& EGF 2% 5% & M M ( EGF-like alliinase,
IPRO06947) | B ik Mt W% 12 4K 4t 5% #% [ ( Pyridoxal
phosphate-dependent transferase , IPR015424) 57 2 iR
C K4 ( Alliinase C-terminal , IPR006948 ) /% it
W K M B RS B S 2R 45 M 38 1 ( Pyridox-al
phosphate-dependent transferase, major region, subdo-
main 1 IPRO15421) BAWR AL W I AR e 7% il T 245
#4355 I ( Pyridoxal phosphate-dependent transferase,
major region, subdomain 2 IPR015422), H:*' EGF
e 2 R g R 2 R Bl C. i S R A PR TR0 2 B | 3%
B R BRGLR B (GO :0016846) 19453 T I g ;
R AR bk P PR 2 % Il S 235 A Sl A R it ) e
A H AT (GO.0003824)
2.3.2SgTAR2 A MM AL AL FRESH
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E 3 BVUUR SgTAR2 H:[H 5'RACE 3'RACE .cDNA 42K DNA @K 724 M. DL 2000 48 Fibric; 1. fsr Xy 8=y,
2. 95— S'RACE ¥ 17247 ; 3. 3'RACE ¥ 147247 ; 4. 5 YK 5'RACE ¥ 147247, 5. ¢cDNA K Y B8, 6. DNA &K By,
Fig. 3 Amplification of conserved region, 5'RACE,3'RACE, full-lengh of ¢cDNA and full-lengh of DNA from SgTAR2 of Siraitia
grosvenorii M. DL 2 000 marker; 1. Conserved region amplification; 2. S'RACE amplification for the first time; 3. 3'RACE amplifications
4. Secondary 5'RACE amplification; 5. Amplification for full-lengh of ¢cDNA; 6. Amplification for full-lengh of DNA.

B 4 BBF SgTAR2 & 1 = S 45 H T

Fig. 4 Deduced three-dimensional structure of

SgTAR?2 from Siraitia grosvenorii

SgTAR2 H:[H 1Y cDNA J¥ 41 F1 DNA ¥ 8 #1475 L 43
BT, 455 Wi S R i X A K B 2 31 1458
498 77 F1 110 bp 19 4 W& +,5 DIMEFHK B 535
J3 791,304 283,303 F1269 bp (K 6) , 4T FIH
TFBYIFF G GT-AG I, 4 D& F AT & it
[

FIFHAELE T H. PlantCARE (http: //bioinformatics.

psb.ugent. be/ webtools/ plantcare ) I PLACE ( https://
sogo.dna.affrc.go.jp/ page = newplace ) Tl SgTAR2 FE[H
W& PR RO 45 R Bn, NE T 1 HAAKR
M TG ( AuxRR-core ) G N G4 (SP1) (ABA i i
JEF(ABRE) RS [ TG4 ( ARE ) | 2% i 1 7G4
(ERE) P8 3 JCF (HSE) | 7735 2 Wi v o4 ( P-
box ) R 755 i W ST (LTR ) | 1 52 38 v 1 7T 14
(MBS) KAz R W I ( TCA-element ) R4 5P R
NG A4 (Skn-1_motif ) | 43 2E 20 ZURe S M w7 e 14
(CCGTCC-box) M8 B e )i TG4 ( TC-rich repeats) ,
WA B HA 4 A7k St R - (SUTR  Py-rich
stretch) | 24 > CAAT-box Fi1 23 > TATA-box ; &5 2
BA AR T AT s R A 2R R
PENAR TCAE 7 A CAAT-box 23 > TATA-box , 3 v
) MYB 25607 i IR FE R o W& 3 BA 1
A~ TATA-box , TS ma b e A4 Wp3e B A i o445
W& T4 HA 41 TATA-box 2 1> CAAT-box FDEHR;
Jolt.

2.4 TXR SgTAR2 EFERKHEE PCR ##7

B SeTAR2 78 % DU Mk 2R 45 4121

HA 2 RIK R HPOEE 7t PCR Jrik s iz ik
FEETEN , GR TR, BIURNBIEN actin BR
Sk =2.4315,R*/ 0.979 8, ¥ 450K K 93% , H )%
SgTAR2 RI#h—-2.364 6,R*H 0.999 4 k%K
97.5% , B il I it 1th 2 1) Ry A — 0 | 3EHE 2 1 S T
PN, Bk BRI A A B 5 A5 5, R WA R TG
15U S IR e R A, SR R R B
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Superfanilies AAT_I superfamily

« b ¢ > * Domain

TOTTTaT T

M IPRODGE947 EGF-like, allinase
CE— " G3DSA:2.10.25.30

M IPRO15424 Pyridoxal phosphate-dependent transferase
S —— > ©,C53303 (PLP-

depen...)

B IPRODAEI48  Allinase, C-terminal

* PFD4864
{allinase_cC)

M IPRO15421 Pyridoxal phosphate-dependent transferase, major region, subdomain 1

* G3DSA:3.40.64...

M IPRO15422 Pyridoxal phosphate-dependent transferase, major region, subdomain 2

@ noIPR Unintegrated signatures
. _________________________________________________________________________________________________________ld C‘fTOpLASMIC_D
(C..)

s * NON_CYTOPLASM.,

(N
e PTHR11751

{(SUBGROUP...)
e PTHR11751:5F434

(su..)
- " TRANSMEMBRANE
{Tran...)
K5 B SgTAR2 He[A AYRAT i
Fig. 5 Conserved domain of SgTAR2 from Siraitia grosvenorii
ATG TGA
5 d 1458 bp 498 bp 77p ttobp L,
.
791 bp 304 bp 283bp  303bp 269 bp

Bl 6 BDUR SgTAR2 SEIRNYESH  SEREdoRs i ARERR N T,
TF i ] BEHE L 4 B A 1 FNZE 11 T80 5403 ATG Hl TGA,
Fig. 6  Genomic structure of SgTAR2 from Siraitia grosvenorii  Exons are indicated by wide boxes, introns are
indicated by narrow boxes, the begin code and stop code are ATG and TGA.

SEAlEE, FIH] SPSS !FMfF XA BH BTN SgTAR2 SERFER DURMERR I 2F 25 M M Ak
FART R IR AT 22 57 WM T A (I 7) R W], HRESELA RIS 15 d 30 d JRSErh A RIA Rk
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Fig. 7 Relative quantity level of SgTAR2 in different

tissues of Siraitia grosvenorii

FHXT R IMEICA 15 d RSHESSIH>2E>30 d R>2E>
HERSS s 7T UL, SgTAR2 T MESE  HEBEFN 15 d SRrp Rk
TARYGEIE IR PR 3 B E 22 5 7 15 d b
(IR HE 30 d SR G s e 2R 25130 d
R RERKAER HEARIEEER,

3 Wtk

AR, B IR SgTAR2 3 KA R & )8 T
RITERARASEE BRI, 2 X E B A FHE
PERY AAT like PREFESFIER, TEIZ A B R B 2 4>
w52 R T P <Y 45 F BUFD 24> 5'-PLP 455 i s
PLP (MR 1 ) A6t 3258 2 5 e A 2 1R =
BEFRATEE W) (0 IO e fige ok 7 42 AR IR 50 T
KK RIEBIRAEIE R M 05 (R UG
GG R T e i R 2 I | D- 2 5L TR B 22 % T
W PR 1k i 2 % ( Christen & Mehta, 2001 ; Kirsch,
2004) , FRAMRBGEFIN C-S ZLAR BTG , WA K A
VI LG B 2R GE 00 2H AR 3, 24 4 i 52 3 1 ) i 3R
SR AR 5 ) K AR O, A S R A
Yy N ERRRSE Y 5, HE B BURMCE Y a4k s B AR
JH (Scharfenberg et al, 1990 ;Shimon et al, 2007) , 5
B HERZEWE NS Z MU (Liv et al,
2011) , WRBDUR SeTAR2 HAT K 5> F Uk,
TRES: S Al (0 R L F A AR K R AW B
GHEAEY SR

VEZ AR R T I & 7 R B R IR P81
SRAE TT A A i DR 3 3 1 4 v ke H A T ( Chung

et al,2006) . /KFF OsBP-73 3L A 4 )3 5 79K 5 4% 5
FHF RN, WEEHNE TS5 (BRRM LR
FH,2004) ; BUEG 3T AGAMOUS PR 75 A6 v 1Y 5 5 2
K, WTHENE FIFI NS5 (Sebuth &
Meyerowitz, 2004 ) ; ARG I+ PAT1 R B9 N % T 18
o [A] 3% 35 1 VE  ( Simpson & Filipowica, 1996) .
AN I R R R A T R, KR
TPI JERTHEES 1| W& FINS 546K GUS X
BRITE 7K i 20 21 b R 3k (Xu et al, 1994); K HH
OsTubA1 FERTE A E AL IER IR RS 1| N
FA-F (Jeon et al,2010) , AHWFTEFRIH, DR Sg-
TAR2 JEH & 4 DN &T BRI EAE oo i
(P BIERAE . Hop NS 7 1 B 24 m KR 58
PAPE R TR S R BT I3 DL R S e R AR Y
YEFHICHE . R, SgTAR2 LR A 261K AT fE A2 i B
TIEFE 31 LA K B 458 R 14 6 o i 0 9, $ULRE O
TAAL/TAR Z 5 V8 3 15 ¥y 3% B ) i ( Tao et al,
2008) ; TAA1/TAR YiReft 5 Re 4 il & 115 5 i 4 me
IF FIRGhAR R (Masashi et al, 2009) ; 2 GE i 1<
& TAAL/TARA TEPEMI 2 A K KA B (Wen et al,
2011) . WE/R SgTAR2 HH N & FhR 2 H5iHEY
DURAEREA R PUia v B8R B EEY ¥
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