Ak Ha AR AR X ZZER A AB2EMO Vol. 45 No. 4
2017 4 4 H Journal of Northwest A&.F University(Nat. Sci. Ed.) Apr. 2017

2% H g B ] - 2017-03-07  11:16 DOI:10. 13207/j. enki. jnwafu. 2017. 04. 003
% & 4 R Hb k- http: //kns. enki. net/kems/detail/61. 1390. S. 20170307, 1116. 006. html

ZETHAEFEETHREZENET

B AR ACE N, R EA, 33

(zZMBEREER. =M B 650224)

[ E] [HMY B =406 B4 T 40 (Hair follicle stem cells, HFSCs) B9 4» B 15 32 7 3% . K07k 1
S Yk [ AR B 3% = 2 40 6 - HFSCs, I 3 47 20 i 26 £k 0 7% AR 1% 3%, 55 3% WOR 8 1L VK B 37 ' DMEM/F12 + 40
ng/ml bFGF+20n g/mL EGF+20 yL/mL B27+100 1U/mL %8 % +100 1U/mL #6552, % #5709 40 R #47 %
K414k RT-PCR M AR %52 . (455 HESCs BN, g W B A 4 40 A . 52 B0 30 4 B A R L A% IR Lb 755, 7 f31
B T RAE S T iR . RT-PCR 23 #7 3R B, HFSCs K3k K14, K19 Fl pl-integrin . {H & A £ ik CD271 Fl
nestin, PRSI HT 45 M, HFSCs # ik K14, R E ik CD271, W40 AR %2 KM, HFSCs ik K14, MR R
93.5% s ARk CD271, L4580 #5377 =m0 E 5 HSFCs MG RSN HEFRHEARE R,

[XEBIA] ZFFHEF;BRTHN HIEEE

[hESZES] S826.9'1 [x#trERL] A [XZEHS] 1671-9387(2017)04-0017-07

Establishment of hair follicle stem cell line for
Yunnan semi-fine wool sheep
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Abstract: [Objective] This study established an isolated culture method for hair follicle stem cells
(HFSCs) of Yunnan semi-fine wool sheep. [Method) The tissue piece culture method was used to separate
and culture HFSCs followed by cell purification and subculture. Culture medium was serum-free medium
DMEM/F12+bFGF 40 ng/mL+ EGF 20 ng/mL+B27 20 xL/mL—+100 IU/mL penicillin+100 TU/mL
streptomycin. Then, the established cell lines were identified by immunohistochemistry, RT-PCR, and flow
cytometry. [Result] The established HFSCs had small volume, and line exhibited adherent growth type,
high nucleus/cytoplasm ratio, high refractivity, and transparent cell appearance. RT-PCR indicated that
HFSCs expressed K14,K19,and pl-integrin but not CD271 and nestin. The immunofluorescence data indi-
cated that HFSCs expressed K14 but not CD271. The flow cytometry indicated that HFSCs expressed K14
with positive rate of 93. 5%, but not CD271. [Conclusion) This study established the in vitro non serum
culture procedure and cell identification technology for HFSCs of Yunan semi-fine wool sheep.
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it 5 X519 (E D .51 LA T A .

1 SMENRET M BRKE

Table 1  Sequences and amplified fragments of primers
¥ B
S 5141791 S b
G Lieni . Amplified
yene .igning primer fragment
length

KLt F:5'-GTTGAACCTGCGCATGAGTG-3' 2ot
R:5-ACCATTCCTCGGCATCCTTG-3'

K19 F.5'-TACAGCCACTACTACACGAC -3’ 560
’ R:5-TGTGACTGCAGCTCAATCTC-3' 7

CD271 F:5-GGTAACCAGCACTGTGTCAGA-3' 157
R:5'-CCACCTCTTGAAGGCGATGT-3'
F.5-TGGAAGGGAACCACGAGAC-3'

nestin , , 909
R.5-CTGACTCCTCCCAGTCCCTA-3
F.:5'-CCGCTGTCTGTGGAACCTTT-3'

Pl-integrin , , 796
R:5-ATCGAGAGCAAAAGATCGCTCA-3

HUss 2 AR A4S 6 18 HFSCs, #% 88 Trizol i) &
UL R IBOE RNA LR FE S % AW CRIE) A IR F
S5 Bt s R AR U T A5 AT B SR SO S A 42
‘C 15 min,95 C 5 min,4 C 5 min, ¢cDNA JF—20
CRRAT & H

DA SR AR 1) cDNA AR iE 47 PCR 973 .
PCR Wik % : cDNA 2 L, dNTP 2 pL,10 X 28 b
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W M ULTE I PBS i BE (1 : 100) 28 FE bRl
M5 Pk 200 pL, ATIRA], 4 CHREOLIER 30
min, H] 4 C P47 /9 PBS 1 mL 8.0 38 2 K
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Fig. 1 Morphology of tissue cultured HFSCs of Yunnan semi-fine wool sheep (100 X)
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Fig. 2 P4 HFSCs of Yunnan semi-fine wool sheep (200 X)
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1. DL2000 DNA Marker;2. CD271 gene amplification products;
3. K14 gene amplification products;4. nestin gene amplification
products;5. K19 gene amplification products;6. Bl -integrin

gene amplification products
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Fig. 3 Molecular identification of P2 Yunnan semi-fine

wool sheep HFSCs gene amplification products
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C. 55 2 f HFSCs B4k B AH 22 (200 ), D. 45 2 f HFSCs K14 Hri& 58 0 g (a4 22 (100 X))
A. P2 HFSCs K14 antibody staining image negative control (200X) ;B, P2 HFSCs K14 antibody staining image(100X) ;

C. P2 HFSCs phase-contrast image negative control (200X);D. P2 HFSCs K14 antibody staining phase-contrast image(100 )

B 4 4205 L 41 EE HESCs () K14 S 4 b %5

Fig. 4

Immunohistochemical identification of K14 of Yunnan semi-fine wool sheep HFSCs
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Fig. 5 Flow detection analysis on P2 HFSCs of Yunnan semi-fine wool sheep
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