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WE. NHE gga-miR-7b 5 SNCA BYREIT 3¢ ZR LUK ATT7E MDV M5 EE Mk Md5 Sy SPF HirExS (B21 H
FEAD) F1LGH I8 (B19 SR 5 5 d 14 d.25 d PEREHR A . A TargetScan . miRBD {4 151 gga-miR-7b Y #11
FEPH | T8 5 XU G 2 B 4 S DA T 2R 55 A4 AP B IE gga-miR-7h 5 SNCA 22 [A] 9 #E [5] X2 & . qRT-PCR #:ill SNCA F01
gga-miR-7h7E B21 B19 E&H: Md5 MNEh Ay ik i DR MG HE L5 R R, gga-miR-7h 5 SNCA-wt-3'UTR 4% 4y
J& BRI JOR SO EZE TGP (P<0.05) , % SNCA-mut-3' UTR 1P T B E M1, qRT-PCR 458 @R, SNCA TF
B21.B19 fv Md5 J&&4s 5 d ¥ B 3E FiH %K (P<0.05), Md5 @Y 25 d iF SNCA 7E B21 F#k i 3% F R 235 (P<
0.01) ,7E B19 Il B 3 F 3k (P<0.01) , gga-miR-7h7E Md5 &4t 14 d, 1E B21 H i3 FJEFA M7 B19 fh B 3%
TPk (P<0.05) ,Md5 &Yk 25 d, gga-miR-7b7E B21 B19 F¥I# i 3 b Fik (P<0.01), 45 Tk, SNCA J&
gga-miR-TbYHEIEIA . gga-miR-ThH1 SNCA FIBES MD Bt/ 5 Jddk LA K MD it i A %

KR gga-miR-Th; SNCA; $L[AREKR; RKikoHr
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Expression analysis of Gga-miR-7b and target gene SNCA in spleen of two

strains of chicken

XIAO Chun-ting"?, LIAN Chuan-jiang®, YI Cheng’, CHEN Hong-yan"’
(1.College of Life Science, Northeast Agricultural University, Harbin 150030, China; 2.Harbin Veterinary Research Institute ,Chinese Academy of Agricul-
tural Sciences/State Key Laboratory of Veterinary Biotechnology/Heilongjiang Provincial Key Laboratory of Laboratory Animal and Comparative Medicine ,

Harbin 150069, China;3.College of Life Science, Northeast Forestry University, Harbin 150040, China)

Abstract: The aim of this study was to determine the targeting relationship between gga-miR-7b and SNCA and to
detect their expression in the spleen of SPF resistant chickens ( B21 haplotype) and susceptible chickens ( B19 haplotype)
infected with MDV supervirus strain Md5 at 5 d, 14 d, and 25 d after infection. The target gene of gga-miR-7b was predic-
ted by TargetScan and miRBD software, and the targeting relationship between gga-miR-7b and SNCA was verified in vitro
by the dual luciferase reporter gene detection system. qRT-PCR was used to detect the expression levels of SNCA and
gga-miR-7b in the spleen of B21 and B19 infected with Md5. The results of luciferase activity showed that the co-transfec-
tion of gga-miR-7b and SNCA-wt-3"UTR significantly inhibited firefly luciferase activity (P<0.05), but had no significant
effect on SNCA-mut-3' UTR activity. The results of qRT-
PCR showed that the expression of SNCA was significantly
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MBSy . 1 B0 (1992-) Ar SN Bk B9 | BF5E 7 ) up-regulated in B21 and B19 on the 5th day after Md5 in-
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1cj121916@ 163.com infection( P<0.05) , and significantly down-regulated in
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B19 (P<0.01). The expression of gga-miR-7b was significantly up-regulated in B21 and down-regulated in B19 on the 14th

day after Md5 infection (P<0.05), and the expression of gga-miR-7b was highly up-regulated in B21 and B19 on the 25th
day after Md5 infection (P<0.01). In summary, SNCA is the target gene of gga-miR-7b. The gga-miR-7b and SNCA may

be related to MD resistance/susceptibility and MD tumor transformation.

Key words;

X Th N7 56 G ( Marek ” s disease , MD) S& 39 1 —
T Jbk 0 2H 208 A P A e P00, T R S ST v R
SR B ( Marek ’ s disease virus, MDV) 5|2, 45t A 4%
EFRE e Rk, gk, RE6E
FHT M- AT ARG A 788 B R AR 4P XS 552 MD (52100
{HFZ MD #E &, MDV 2 & A= 748 T kA, T 530
B3GR | FLEOR M 2 W A, MD 4R 2 — 4™
AR DRI A R T b G TR AT
Jith ) Bl B G

miRNA ( microRNA , miRNA ) 2 — K 1£ 78 T 3
Y R SR RS LR A RN K EE LR 22 bp 1Y)
gEERAS /N RNAY S 3@t 5% mRNA /9 3735
ihS X (3'UTR) A EAE H R mRNA B9 B, 76 5%
SRS N SR R AR A e 220 e s b R A
AW iR . gga-miR-26a Fl gga-miR-181a i 1
S HARFED] NEK6 Fl ANP32A B8 M2 538 5
575 P IR it A2 mmu-miR-7b 78 )R &
i L 3 3 1K 7 A 9 B0 ) HC A 3 IR Fos B SRS
gga—miR-7b7ﬂ—:’f§%'rﬁfi%%%ﬁﬁ (IBV) JE& L Xt
M s, Wk, AREAR A EREFT
MHC-B %8 (B19) A4tk ( B21) SPF X, F1| ] 5 38
HHEAREWME T B19 Al B21 SPF M 1E MDV 8y
F4 3 AN S kYT (iS00 2 A 00 TR AR 30D 0T A
JL ) BUE 2H 41 miRNA 4 22 S kS kR
gga-miR-7h7E B19 Fl B21 HLAFHRIRG G E L 21 24 57
ik, LK gga-miR-7ThE N AR IR XT 42

a-ZE iM% (1 (SNCA ) J&—Fh P AR b 28 R e %%
flt AT 23k B AT IR 2R L, B S R AN 2
P &R B AT AL — S O RY 2D 3R, H AT IE
P2, SNCA H 1K 1388 % 728 53 76 A 4 #R 5 ( Parkin-
son’ s disease, PD) {5 PR 24 it 25 BB 9/E D
miR-153-3p fil miR-205-5p F ¥ SNCA FI'& &% 5= &
TR 1 T I 2 LR (LRRK2) 3235 L A3 86
FH A= 0 15 2 30 A8 46 T 00 21 SNCA 2 X8
gga-miR-7h 41§13 IR, foff L8 ) 3% 4T 4 2
R 2R GE X SNCA & R AT RSB AIE | 245 & SE T

gga-miR-7b; SNCA; targeting relationship; expression analysis

E - PCR $AK M gga-miR-7b 1 SNCA 7 B19 . B21
AR SPE XA 21 P ) kg I, B AE M iE—
AR 7N gga-miR-7h ¥ 5 8 3L K 04 4> 7 AL 25
FEnd

IR i

1.1 R

MDV ) Md5 # ¥k , HEK293T 41 i ¢ v [ ol
Bl B R 68 BRI T S B0 sh ) 5 HU R R B
P BAEAE , B21 F1 B19 MHC-B B %0 SPF A% py v [
VB2 B My 7R T B BE AT 9 i [ 58 8 2 S 95 3 ) e
Frul [ VFRTIE S : SYXK (#2)2011-007 ] $244t

AR5 BT Y 5% s 18 &2 PrimeSeript RT re-
agent Kit with gDNA Eraser  Ex Tag DNA R & [iff |
SYBR® Premix Ex Tag TM Il 1§ H TaKaRa Ki%EF R
2], Sac 1. Xba T FRHITENVIAG T4 DNA 4% 51l
HYE[E NEB 2 Al, 32 & DH5a, Fast Mutagenesis
Kit V2 14 H g 50 4 A A BR A 7], pmirGLO 2%
& Dual-GLO Luciferase Assay System Fugene HD %%
Pei5R H 52 [E promeg A H, B RNA 2 BGAF] &
DNA i [T eiaF) & | Boks /N akn) & A 5E 7 AR i
FHEAABRA R FFHR BRI A R RIERUR D)
AR F B4 1T (FBS) \RPMI-1640 1 [ 56
GIBCO 24wl JBRaE H R B IR bl | I RS B g 1 7
[l OXOID 22 A, X% gga-miR-Th L4 , 554004 [ 14
Xif B8 ( Agomir, agomir NC) I H 175 ¥\ F
1.2 KB 7T%
1.2.1 % gga-miR-7b 1% & Y2 X B A AR ¥
miRbase ( http ;//www.mirbase.org) # & gga-miR-7b i,
PRI T I F 5, B TargetScan ( http ;//www.
targetscan.org ) il miRBD ( http ://mirdb. org ) Tl H:
o REHE DA, LR AR e SR L 3" UTR X AFAE S
miRNA K#J2~7 bp MIFHIEE AP X “ GTCTTCC” Fp+
BEELA
122 5143t 54 R4 NCBI Nucleotide £5if]
X% SNCA .GAPDH £ [H 751, KA Primer 5.0 X511
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PGB RS WA SNCA 3'UTR 9484514, SNCA 3'UTR
RARE | Wi i B4/ 7] CE Design V1.04 %
) B S AR T REMEA 75 Wi T, 5 | W2 h e IR T il

TN FEIA L, Wegga-miR-7Tho8 G E w5 )1 U6
S AR BT, TSI I 1,

*1 345
Table 1 Sequence of primers
EIE/ BN JF3(5'—3") FERIR/N (bp)

SNCA-3'UTR-F GTGAGCTCCTGAAATCTACTAACAAAGACGTCC 500
SNCA-3'UTR-R GTTCTAGATTACAGACACAAGTTAATAAAACAC
SNCA-qPCR-F GCAGGAAGGAATGGTGAATAATAC 106
SNCA-qPCR-R TCATGCTTCAGGTTCATAATCTTG
GAPDH- qPCR-F TAGTGAAGGCTGCTGCTGCTGATG 104
GAPDH- qPCR-R AAAGGTGGAGGAATGGCTGTC
SNCA-mut-F TGAACAGAAGGATCAGCAATGATTGGAGTATCTGTG 7 850
SNCA-mut-R GCTGATCCTTCTGTTCAAAATACACTGTAAAAACTGTAAAAAA

1.2.3  ¢DNA 4 #= SNCA-3'UTR #3% FRHL B19
FAEHY SPF WY IRIE A 2L, { /]l AXYGEN & RNA 4
HOR ) Sl 5 RNA (A 3 43 6Ok BE T 5
RNA W EEFZERE | JFMRHE PrimeScript RT reagent Kit
with gDNA Eraser 257 @& UL 45556 2 wg RNA 6%
DNA V54 SR 5 FaEAT RO 55 8 cDNA |, -20 C A7
#H

Pl ¢DNA Wi HR , SNCA 3' UTR 514, i i Ex
Taqg DNA R A Y 4G SNCA 3£H 3" UTR H 1Y
REB.
1.2.4  SNCA 5 A& R Fo 52 % AU Z B AR kA
KL ERIY SNCA-3'UTR B 79 48 7 Jie [7]
WA A B alifl, i SNCA BF A= BT 40 ok, 4
A= pmirGLO KL Sac 1/ Xba 1 WY, B
Y Jr e R Ml B 0 B, B D) gl Ak kA T
16 C ARG 5L E DHS Wk, 7858 &5
PERYER LB ARG 7258 L3R R12~ 15 h, FREUHR
PRIVEEREZ R IO ME AR LB KR 3 nyialis v, 37
CHiFR9~16 h, LW PCR K WU % & y BH 1
Ja GEREEEY (KB ARARMT, 7 4HRs
MEGA6 51 LL AT, 235 5 TE 8 1 T R 3 AXYGEN /)
P ORI G T TR IBUTORE , AR AR B AR B X 3R
it S DR TR, 4% SNCA-wt-3'UTR

DL TR Y SNCA-wi-3" UTR 5k AR A, FH
Ii] Y5 £ A (1) 5 Bk K A SINCA 5 78 T | 24 Jk
BHARZGIY (£ 1), ff SNCA-wt-3' UTR Ji ki 5
gga-miR-7b Ft F 45 & i & & 28, % M Fast

Mutagenesis Kit V2 12051 & Ui B 45 #F 17 S ™ W) 5%
b, W, s, MY, S 2R AR B R
il 4 4 5 PR SR, fir 4% SNCA-mut-3'UTR.,
1.2.5 MR KFEHRELAREN  TICEMRA
I AE HEK293T i & k47, HEK293T 4 e A=
KAEEA 10%54- M7 19 RPMI-1640 13236 ik
A 37 °C,95% 1B JEF 5% CO, I MG FRFE 3%,
¥ HEK293T A AERS Ueni 1 d LABEFL3.14x 10441
Mo 96 fLAN B I, SR 5 $ E Fugene HD %
B3 57 158 B 45 Kf gga-miR-7b agomir, agomir NC ( 100
nmol/L) Fl SNCA-wt-3' UTR , SNCA-mut-3' UTR ( 1
pg) A YL F] HEK293T 40 b, 7EfEY% 48 h )5
1 XU R B E 7R 45 53 B 3 K RSO R/
PR BHE M WA (1 B 2O R NS, F bR
HEAL R K MR BIEE) .
12.6 qRT-PCR fil MDV #5875 bk MdS &2 SPF
PUPEXS (B21 FRAEAY) 1 5 RS (B19 HLf5 A1) 5 d 14
d .25 d, £ [a] g BELIE 20 2 45 HE B RNA $R B0 &
BB 45 $2 0 RNA, AR 3l PrimeScript RT reagent Kit
with gDNA Eraser il & 100 45564 2 pg RNA £BR
DNA 53¢ SRIG PR S cDNA, =20 “CIRFERT
L cDNA AR, % GAPDH F1 U6 1}y 255
AL B 5190 (2 1) #2828 SYBR Premix Ex
TaqTM "5 & UL B b 790t 2 i, Bird I
N 3 ANEE R 2702 O ki A T AT
1.2.7  %itobr BIEFR P EbRE2 . B
HEARI (4 ] SPSS Student’ s t-test #4740 M, 24
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P<0.05 BHA N 25 2% P<0. 01 A N 2= 5 &
2 ZER50

2.1 gga-miR-7b1E 1% $0E F i
FIIFH TargetScan (http://www.targetscan.org ) 5

%2 gaa-miR-7b 5EEMEE mRNA AR EMERER

miRBD ( http ; //mirdb.org) A= Y15 B2 AE LR A
gga—miR-7bE/‘J$E% ,ﬁ%”ﬁ 178 F1 227 4~ H:H , 1
AR IFARYEAS I A LA K &5 5 I 58 8, O 1B 45 2
f13% VDACI SNCA . SATBI1 ,TCF12 % % /> ¥ %t
(#2) LJeREL SNCA HEATIAE T .

Table 2 Background information and the binding sites of candidate target gene mRNA and gaa-miR-7b

FE R A FR RS MraiaERE AL (bp)

SNCA NM_204673 5 ...AACUCCCUUCUCUUUTI|JTI|JI|J (|:A... 3 125~131
3’ UUGUUUUUAGUGAUCAGAAGGU

VDACI NM_001033869 5 4..GGGUACAUUUUUAGATTTTI]TTCA... 3 678~685
3’ UUGUUUUUAGUGAUCAGAAGGU &'

SATBI NM_001199644 5 ..UGAUGUUUGC AAUGUEIIHIEUM 3 1003~1 009
3 UUGUUUUUAGUGAU U s

TCF12 NM_205375 5 1334~1 341

’...ACUUCCAUGGAAACUTleTTTIA... 3
AAGGU 5

3’ GUUGUUUUAGUGAUCA!

22 WRHEMBRESERSARNUERERE
A BIR 1 P ) 57 45 ( Sac 1/ Xba 1) BRIME) 51 9y
P 854 gga-miR-Th 5 SNCA3'UTR HIFhT45 &
£ 8 (GTCTTCC) By H 1 Jr B, 72 K /IR 500 bp,
BB = Y6 AR PmirGLO #4K (& 2 MG 3
[N, 3 Kk B R BEFED Luc2 T B 5% 6 2 B HE A
Rluc) Luc2 J5 1 Sac 1/ Xba 1 FEFYIA 15, PN 6 B A= 7Y

FHFRL, N T IES: GTCTTCC & gga-miR-7b 5 {3
VEFESE P SNCA Z B () FE A7 5, FRATTR 3 T 58 A 7Y
AR, F GTCTTCC 248l CAGAAGG,, il ¥
gER R AT I T SNCA-wt-3' UTR, SNCA-
mut-3"UTR XSG ER B 2L R 2 Bk (& 1) /]
TG 2A5% .

’ PGK promoter }—‘

Luc?

SNCA3'UTR |-PolyA

PmirGLO-wt-SNCA
Position:125~131 3
PmirGLO-mut-SNCA 5

O

5 .. AACTCCCTTCTCTTT(‘}'I“?TTC?A. .3

UUGUUUUUAGUGAUCAGAAGGU...5'
AACTCCCTTCTCTTT CAGAAGGA...3’

Bl 1 SNCA XEHEMR S EE R MNEE

Fig.1 Construction of SNCA dual luciferase reporter plasmid

2.3 WK ERBEEM

H TargetScan F1 miRBD 3 [E] il T gga-miR-7b
7E SNCA 3'UTR (125~131 bp) A 1 MHEE L5 A8
R, FIH HEK293T 4 fid, fif FIAUE S Z i A 2L A
R0 K TIE SE SNCA J2: gga-miR-7Th YR IE N | 3.
144 gga-miR-7b B LY agomir , B 48 49 [ 14 % ARt
agomir NC 5 SNCA-wt-3' UTR , SNCA-mut-3' UTR X

DGR WA 7 5 IR T 2 oKL (] e e HEK293T 4
J, AERE G 48 h AN # JCRPOCR I, 25

BN, 4N A gga-miR-7Tb#E 1Y) agomir, 15 agomir NC
HALE , SNCA-wt-3' UTR 5 K PR BV 2% T
JH(P<0.05), J T #E—HAETZ SNCA J:gga-miR-Tb
AREEED , A TR R 7455 A1 s AL 9 SNCA-mut-3’
UTR 41 5 7 5 gga-miR-7Tb L ¥ agomir . agomir
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NC F:[FEFE Y% HEK293T 40 g, 8 ok H2% 5 2 il 7 1
TRELI, FREERIET, gga-miR-7Tb5 SNCA 1)
mRNA 3'UTR 7E125~ 131 bp %& 2= 45 5P 45 4 T
T E I K O R AL RS (] 2)

—
W

—_
(=3
T

0.5

LEROP |
(B KIS A B k)

(=)

a b
4151
O agomir; M agomir NC
a;SNCA-wt-3'UTR ;b ; SNCA-mut-3'UTR ,
B2 SNCA FEREHNER
Fig.2 Detection results of SNCA luciferase

IS5 A

Gga-miR-7bAH A ek it

5 14 25
YL (d)

2.4 qRT-PCR

i3 qRT-PCR J5 %45 gga-miR-7h Fl SNCA &
[RI7E Md5 8% B21 B19 SPF S5 AU (5 d 14 d .25
d) AR R KK, anlEl 3A JT7R, gga-miR-7b7E
Md5 JE&YL 14 d, 78 B21 Hig 2 LIRRIAMI#E B19
W NP R K (P<0.05), MdS JE& ¢ 25 d,
gga-miR-7b7E B21 B19 W ¥h i % [ 8 % ik (P<
0.01), MWK 3B fr7, SNCA 1E B21 A4 713 g e
PSIER AR, MdS S 5 d 14 d.25 d EEE
K, HPAE 5 d. 25 d kB KE (P<0.05)
SNCA £ B19 HA5% R G [ v 5 1E % 41 %5 Lk, Md5
YL S d WA 3% IR (P<0.01) ,7E 14 d 25 d
FEIREBIFRAR, FohfE 25 d B 3 F 2k (P<
0.01), Z& LAk, gga-miR-7b ML FL K SNCA 7] HE
5 MD it By 8L DL K A O

4~ B

SNCAFIXFEIE it

5 14 25
ST (d)

0O B21-1-VS-B21-C; m B19-1-VS-B19-C

B21-1-VS-B21-C 275 I 37 7 [P0 M X T 85 40 6] L 1 3 6 BB 2H 3 B19-1-VS-B19-C 7 5 37 0 FR 5 S BN 0 33 40 % FU 1F 3 R REZH 5+ FRoR 2%

S (P<0.05) 5 =+ Fon 2 71 .3 (P<0.01)

B 3 gga-miR-7b#1 SNCA WHEBLER
Fig.3 Quantitative fluorescence results of gga-miR-7b and SNCA

3 9

MD (1) &I RFIE 2 G i ] #2850 A CD4 +
T Mk ERE . MDV & —FRs e 8, & 1 40 i
N T 4, AR BCRE R AET S MDD K s AL
ATLAGY R 3 AANI] 04 B B« RSO A Je g | o AR Uk
e JE I A0 ARG 5 e Rk, BB MD fY
ZRALHI - EmE R ANIEYE £ B miRNA 764
2RI R R A HE T RE R R TR AE Y, miRNA
FIBIKE 1Y 50 5 & B IR RUIRDRE 1Y & A LR S
KB TRk, B KE MBS RGE T 5 MD g
KA B TE E AR TE miRNA, MDV Z@A% A miR-M12-
Sp REWS 7E VR 9 T IR HVCNT 3 (4 35 36 K 71
miR-150 , miR-223 7£ MDV #5 1L iy 40 it &+ F

PN, AE MDV YUY R 7,0, gga-miR-15b
WA TR BTSSR SR TR F 2 (ATR2)
B 3% 3k, gga-miR-15b Al fiE 5 MD $ith/ 5 Btk F
K H MR, FEALMAELEAY
(MHC) B BAf% 738 (B19) £E MDV Hi5m#5/EY% 30 d,
RES IS 100% MD Jifeg & A= 2 i B21 Sf A8 30 S
G5 559 B A A FBUXE MD BATHOME
A5 T T A1 HE 43 gga-miR-7h 7] BE A -
MD AL HT Ikl ) 8t 22 5 RV A 43 AL . ASBiE
SR P AL S 36 T 45 3 D 46 0 % 495 ) K E
SNCA JE:gga-miR-ThHYHEEE R, )G 5 PCR Jrik
Hil gga-miR-7b I R IK X SNCA FEHUIEAS (B21) N
Sy IR (B19) i Ye MDV AN [a] i 1 1 2 3k 2 75 4 32
M, 255 7R, gga-miR-7h 76 B % 40 M 45 (Jk e 5
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d) B XS F 5 TS Hh gga-miR-7h ) 26 5 G B 748
fb, 1M SNCA W B 3 b R ik, X nl g U B
gea-miR-7b X FTIY] 45 40 i 30 MDV 2 B £ & i Ak
YEF, BLEESF SNCA F3k A R0 5 AR 01 (e 14
d) FE AV A 3] (YL 25 d) |, gga-miR-Th7E BT ME
X B R AN SNCA 1) 23R BUAH [R] , 47 7F —
SEMRLEEME . A SCHERARGE T miRNA A DLIE (] 7 8
LA F L R I AT BE S gga-miR-7h 1E [a] I
SNCA By 455 T gga-miR-7h 15 5 B il 35k 5
SNCA BYFRIRIEUFAH I, 3X AT BEJ2: gga-miR-Th 7F 5 2%
X i ] 6 55 SNCA, # i T SNCA Rk, T
MDV 7E/&Y% 18 d Z247 AT 7E CD4+T 4 P9 % 1L 3l
PR LR G, IF S B I, s AR IR 5
28 d e Ak A CD4+T 40 Y % AL 38 58 I Bt , T e
A Z B Y IE 2R R T S IR ATTER AR SNeA
Al g5 MD ik 5 Bk LA IR 5 e A %

SNCA FER Z2 35 AV 1, (1356186) 5 PD 5 Jik
PEAC . BETET miRNA 5 SNCA RF9Y £ %
SR TEMZ R G AEESR PD #F58 0 Junn 251 B
TR miR-7 AT LA SNCA #9335, 8 i 45 4 2
SNCA mRNA [ 3" UTR X35, {547 20 Jifd 4 52 480 Ak I
WA FHIAMIE T LA, 7E MPTP 5 5 15 57 (1) 41
JF/INER PD #2858 R BT miR-7 FRIKFEATAT
W35 SNCA 133k -4 i miR-7 AJ4E2k PD Al
Hofth -2 fpl A% 26 (R 093697 HE Y miR-7b
miR-7 5 SNCA ELAGHA [RIB85E B AN A FPF-1X, 48
M54 T miR-7b 55 SNCA FEH A T AE & R I RIRE
FH T MDD 24 25 7 1 P e 78 0 & 1Y) 88 2
AR B YK SNCA 53 goa-miR-ThEE R 7,
FHRIBIT MD BB 25 W A A KB E OMD st AL bt
Y/ 5 % SPF XS HRAL T 5 i

SE 3k
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