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ABSTRACT Objective: To investigate the percentage of Schwann cells arose from neural crest in a rate model. Methods:
Wntl-Cre+/-with Rosa-EGFP+/-mice were mated to get the Wntl/EGFP mice, whose cells were originated from neural crest with GFP
labelling among their prognance. Then the sciatic nerve were taken out and digested. Schwann cells were harvested and cultivated. The
purified Schwann cells were used to do immunofluoresence staining and flow cytometry analysis. Results: In P1 passage of Schwann
cells, the purity was 60% and not all Schwann cells were positively labelled in anti-GFP immunofluoresence. In P3 passage of Schwann

cells, the purity was 99%, and about 65% of them originated from neural crest in flow cytometry analysis. Conclusion: About 65% of

Schwann cells in vitro arose from neural crest in sciatic nerves in mice.
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1.1.1 23 zhY  Wntl-Cre 3L /)N B0 Rosa-EGFP 4514 4%
N BCER G & N Ak P, AT Watl-Cret+/- 5
Rosa-EGFP+/- /N[ 2438, e AUkt Wntl/EGFP /)L (R
FHAE), @A PCR G I L PH /I B S5 B A8, G vp i St A
Whatl-cre & [F # 5 F1 3' 4 5] # & 1 (5-ATTCTCCCAC-
CGTCAGTACG-3") FiI 2 (5-CGTTTTCTGAGCATACCTG-
GA-3") (R 5URFAEX S IIITEIT) o TEASPRA b, FAT T FH A 52
Bsh¥y o i 5-7 d KU AE ) Witl/EGFP /) BU(RE B¢ RS
SRTITIT) LARAE R BT B i A= 5-7 d (15 CSTBL/6 /N
(B SER B G ).

112 FZERF L850 55 DMEM (%8 55 77 5 (Gibeo,
USA) . & & K5 i NB4(Serva, Germany) . H 4 & [1 Jif Dispase
I (Riche, USA) .FBS(Hyclone, Australia) . i/ BF 41 Jifl 5 % & (SC-
CM, Schwann cells culture medium 7 b-FGF 0.1 mg/ml (Pepro-
tech, USA) heregulin-g-1 0.1 mg/ml (Peprotech,USA) .2 uM
forskolin (Cayman,USA),10% FBS.100 U/ml % & 2 . 100 U/ml
Fedg 2 F{HE DMEM),
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2 %FBS 74 PBS Pk ML, 4 %2 TN 10 Y% rEvHR
4°C [ERE 2 /BT, 30 %gREME 4°C s g Bk, CT 45 & R\ Wi
KR Y) V) ) B 10 wm,
1.2.2 {FREMBBIE RGN B 8 5-7 X Wntl/EGFP J
C57BL/6 /N 10 HEHER FAALSE)G , BT 75 % LB iZil 10
min, JCE 21 T BOSUIMN AL B # 22 , & 2 %FBS 974 PBS i
M A 2 mL0.2 %52 & I 5 i NB4 F1 2 mL 0.2 %A
it Dispasell(35 H iU DMEM #% 35 ZLEC i), iA CO, K 3%4H
1, 37°C IR 2T 1 h 20 min, SRJ5 R E RFTZ9 3 min, 78535310
ZH4L, L 1500 rppm 50> 5 min J5FE . A SCCM E55%3L 3
ml, TR, 533 A 25 em® 4%, BT 37C 5%
CO, S EH h .
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mL 37°C PBS,iE%— )G, FHIIA 2 mL 0.2% % #4: 8 [ /i Dis-
pasell, T CO, #5540 P IEE 29 20 min, RRIRGHITE . B
A 15mL LS, DL 1500rpm B S min J53E E3E. A
SCCM #5373 3 mL RN, SRIFHERRAE 1 4> 25em? 53R 1L
Pett g I S —A> 75 cm? BEFRILAY, BT 37C 5% CO, Hi 74
kSRR FE. MESE 48 h A R TRAfb AN, dalifl 3
Ko B J7— UK A HEFT R 75 em? #5352 ML T 37°C 5% CO,
WEFRAE h SR 48 hi,
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FIVFREZRAE (P11 4%),PBS LUk 3 Ik, H 4%Z 5 H i [ % 20
min, PBS ¥k 3 ¥k, F 0.3% Triton B 20 min, PBS % 3
K, 10%IE % 1L = 1L 7% 35 P 3 30 min, il GFP $2£(1: 200,
—Fi, PR, Abcam), BT 4°C UKEE LR, A CER L Rbiifk (.
P, 2OEFEARIL), 37C HEOCIEF 45 min, A DAPL Je4% 20 s,
RIGHICE R RIE A

A B 2 VKR V) A PBS K4k 30min $E 2% OCT A 1 5
(opti-mum cutting temperature compound), i 0.3% Triton B X
20 min, PBS ¥k 3 UK, 10%1E L1 2F 1 37 £ 74 4 30 min,
Jin GFP i (1:500, —¥i , febi L, Abcam), & T 4°C vKFELR
INMAEPLRIUAR(C I, L FEARID),37C ROEHEE 45 min, fil
A DAPI Ye#% 20 s, SRIGHOLE A FIF R
124 AR ABENSFALBIFEMRE O P3R4tk
Wntl/EGFDP } C57BL/6 VFREANMY, WRFREIRM, MA 3 mL
37C PBS, {Ept—)G, HEIIA 2 mL 0.2%9 425 [ fiff Dispa-
sell, & T CO, B 3748 P & 49 20 min, R IRG TG . B A
15 mL g.00%d, DL 1500 rpm 2.0 5 min J5 % E3, H 1ml
PBS FEE 5 I M G 743 HT
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Fig. 1 GFP immunofluoresence of frozen section from sciatic nerve of

adult Wnt1-EGFP mice.scale bar: 200.m
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Fig. 2 GFP immunofluoresence of sciatic nerve cells of Wnt1-EGFP
mice. Picture A showed the immunofluoresence of GFP while Picture B
was in the white light. scale bar: 200 pum
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Fig. 3 Flow cytometry analysis of P3 purified Schwann cell. Figure A
stands for C57BL/6 mice while figure B stands for Wnt1/EGFP mice
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