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Sic24a5 FEAF B AHFE KK R BN EMLTR

W OELERALESELZIE,EEAS

(LB R RS K20 MEE K YR E LREARTR PO, WE H S 453007;
2. YL B IR S A MRl 2E, M BLE 556011;3. (WFE R K% SR 208, ILTE K4 030801)

# = NP MAETFAHE (solute carrier family 24 member 5, Slc24aS) EAR B BB L BB P HEXE
R EBRESEAERZ MR ERAEN % ER PCR(GRT-PCRIZERGIFB A MO GHEEEIRP Slc24a5 9
X RE R, I8l Western blot Fl G 4 B L 7 k5t Rk 4 F AR Slc24ab B B B 3K 0 A1 L 4T
S ERER SI24as HAERB OB EEKARPHHEMNREIBR G R E RRHAHNM 20.53 f5(P<0.01);
Western blot (ISR ELB LR RAASEOAFFEESTFREARSIDWEARAN . ERECRAFEHBTLHER
RIBDETTAHBHEP<0.0D. RBEARMEERBIR,Slc24a5 FE A ¥ K LT 2 /MRR I E 5 AL 35 & FF
Rk, ERERFEEIMMTER SI24e5 ERAKBFEFPHNIHBARREIBEBER THCRE. U EMRERER
Sic24a5 W RES M F B O RAA —EMAXE.

KR BT Bk (Sic24a5) s 2% Tk B DL

PE S :5813.3 XHRER:A

PH 25 T 32 #: 4% (solute carrier family 24 member 5, Sic24a5) RIBERBRFER A Z— BV EWRED
AREgEER. 25X ANS AR, Lamason ZiFE, T ANESEERE R T Slc24as TR, (¥
EHRBORMABRMUAMNECR FRARBARNMEREN ZEBD BERK, BaRITHER MR
AU g A, 3ot RS R S R AR Sic24a5 R AT siRNA P RACEARERBAENENZE
M RIS EEKR, ENIMIRARN Slc24a5 EERABNELTFR T ARHR . BEEE
E£FFAL MRY DA AR EEANYERAER T ENRAMELRE. BEREENEK D
Y, EEEMRREHERR , AXRULEMBERENFTRINE,Eid qRT-PCR HARBM Sic2445 mR-
NAWMREER FHFA Western blot MAFHALAE T ERMEEARBERCRFEERALPHES
RIBMEAEOL ER Slc24a5 SREBORBZEMXR A RTREBOE R BB SKE.

1 HH5ERE

1.1 ##

Trizol Reagent ) H Invitrogen A&, X EBRAFEM B TaKaRa A 7], RHi Slc24a5 BRBEHE, 5
R BAYEARIC(HRP)-ILE 5% 1eC W E L IR FAMBALA, B & E%Wiﬁ?ﬂ]ﬁm ERRE:3
HEAFEAREBRA T, EH Marker ] B Fermentas /A H].

FEVLEROEMBAREE 3 RULFAREVRFAEEM. MERAREBBAEERAL I LA,
1 & F Bouins ¥ & &, HIMELAR T A A RRARMERR: 5H 2 REART RNA fIE 5 FRERE M.
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1.2 RNA ##EE RT-PCR ¥ i
B BRI 4 25 R 4L, Trizol IR &R B RNA, B3k & I H 52 % 4, 3@ i ND-1000 2B & A I
EALIE KBS OD i, FIFI#EL Primer 3. 01 B iRIT48 3 Slc24a5 5|4, NCBI BLAST #j 2 il 5| ¥y
MR SR IRIIERAT A B, BN B34 5°-ACAGGAAATAGCACCCAG-3’, FilF514 5°-
TACTCATCGCAGACAAAT-3’,

¥ A RNA 3% R —W 1% B8 TaKaRa 248 B &8 R0 & 5 % #17 cDNA & 5. L cDNA H#&
W, #HAT=Y R PCR Y38, ¥ 74 1 %0 B M B E A U B B 4R ﬁﬂ&iﬁt%%%’c%% B, B [E i B Y &
AT T
1.3 qRT-PCR ¥ ,

BHEA cDNA i Sic24a5 1 18S 5| ¥ #4T qRT-PCR 3 , (RALJS Y R BLAE R (20 pL):12.5 pL
SYBR Premix Ex TagTM II,1. 0 uL £ T ##514,0. 5 uL ROX reference dye,1. 0 uL cDNA,9 pL #B4iK.
PHERE.95 CHiAEM: 305,95 C 55,55 C 205,72 'C10 5,40 M 15¥,95 'C1 min,55 'C 30 5,95 C 30 s.
BAPEA Slc24ab HH 18 HEE R 3 . LS5, i 75 0 B 22108 RBL RO E  4, RIBY MR (9 CT
HEFRER B 2T HE Sic24a5 76 1 46 F1 B € 4 3 B IR AL S p9 M R B K F, CT = CTavzus-
CTiss s CT=(CT 2405 -CT18) B FE LB - (CT 52005 CT 15, ) B E X B , Slc24a5 mRNA Rk 2 FIMFHU 2
=R
1.4 Western EJ il

BEAE R IREASABES. S LA 30 pg B % E #4T SDS-PAGE 13k, $#E) Z PVDF . PVDF &
SUBAS TR R &M 1 h R ENE R ASE SR I, INARIT Slc24a5 BREHA(TBST 1+ 250 R4 C
e . TBST # ¥k 4 %K, 8K 5 min. HRP-1 331 % [gG(TBST 1 : 5000 HE)FEME 2 h. UL
B, TBST &% 4 XK, 8K 5 min. KBURE . EFE 7.
1.5 ARk

Bouins B @ B P AEERAS , AAESYIR 5 wm WA, S HF KA YR 5B K, F ok
KFEH 3% H,O,, B 10 min K iF A FEME S E LY EE. PBS 2 Wi iE Ut 3 K, 8K 5 min, i 5 WIERE
4 11 7, £ 20 min, TS WGt Slc24a5 £ (L : 80), ERM E30 min,4 CHR. BRKE
30 min, f§ PBS Z ¥ iE Y 3 K, 8K 5 min, &0 1 ¢ 100 HRP-IL¥EHi 4 1gG,37 CHEE 30 min, i PBS 4
IR IEYE 3 K, 5 min, B/ DAB 8 5 min. PBS E W BUE M, R AR EE G BK.EH, R B
#h. H PBS (U — i fE M EA Xt B
1.6 BRSFRRITFEST

K% B Image-pro Plus 6. 0 {4 (3£ E Media Cybernetics A8 AR B E A EFKRHANLEAY
Slc24a5 Fl B-actin B ENBLEE R, MEHMAFEAM LY AEE, EARABR=R/RFTERXFHLEE,
Sic24a5 5N BEE Bactin X b, #E47 & B 4047, 775 5048 I SPSS16. 0 #EAT 43t #4047, - & R AP
¥E +AnHE iR (Means £ SE) #E 7R,

2 & R

2.1 RT-PCR ¥ 1§

Sic24a5 % PCR #3578 K B % 152 bp B0 4 B, SHM A BoA/N—B. i 1 740, %%ﬁ(ﬁlﬁﬁ%ﬁ,
PR R,
2.2 qRT-PCR # 1

qRT-PCR 455 B7R . Slc24a5 3R 75 B 6,45 2 fZ Bk 47 mRNA M 287K F 4 18. 145 8+3.119 0,
TE B4 2R B B A b Y AR X 3k Kk 0. 883 8£0. 010 7, — 3 2 RR B3 (P<0. 01) (1 2).
2.3 Western E[l 5% 43 47

Western blot R B/R . BELKEEG ‘Pﬁfﬁﬁ 549 Slc24a5 £ 7 MEPUIR & A 5 B RN RO 25
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Expression and Tissue Distribution Analysis of SlcZ4a5
Gene in Sheep Skins with Different Coat Colors
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Abstract; To étudy the relationship between solute carrier family24 member5 (Slc2445) and alpaca coat color formation.
We clone the partial length of coding sequence of sheep Slc24a5 gene and analyzed the expression patterns using real time PCR,
western blot and immunohitochemistry. The results showed the mRNA transcript level of Slc24a5 in black sheep skin was
20. 53 times than that in white sheep (P<C0.01). The Slc24a5 protein was détected at 51 kD in the total protein and the ex-
pression level was significant higher in black sheep versus white sheep (P<C0. 01). Additionally, immunohistochemical analysis
further demonstrated that Sic24a5 staining was robustly increased in the outer root sheath and hair matrix of black sheep skin
compared with white, and the expression of Slc24a5 were significantly different between the black and white sheep skin based
on the average optical density in black sheep skin was significantly higher than that in white one. The above results exhibited

that Slc24a5 may involve in the coat color formation in sheep skin.
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