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Establishment and Characteristics of Baby Skin Explant Fibroblast
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Abstract: The baby skin explants were cultured with tissue pieces method. The primary cells were purified and preserved
with liquid nitrogen after being passaged to the thrid generation. Observations on morphology, dynamic growth , microbial
contamination, analysis of karyotype, isoenzyme of lactate dehydrogenase and fluorescin plasmid transfection and
expression were carried out. The results showed that the cell line was fibroblast and growed well. The maximum
proliferation concentration was 1. 64x10°/mL and poulation doubling time of cells (PDT) was 63. 12 h. The tests for
bacteria,fungi, virus and mycoplasma were all negative. The chromosomes were 46 and diploid cells were dominant of
86% . The banding patterns of the isoenzyme of lactate dehydrogenase had significant difference and there were five bands
in all. The exogenous plasmid could copy and express in the cell. Those showed that the cell line was established
successfully , which lays the foundation of the work bases for composite artificial skin tissue engineering and provides the
experimental conditions for skin diseases. So this has the important theoretical and practical significance.
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Fig.3 The growth curve of baby skin fibroblasts(F3)
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Fig.5 Metaphase chromosome and its karyotype of baby skin fibroblasts( & )
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Table 1 Chromosome characteristics of baby skin fibroblasts( & )

% ARSI E /% 2w s % ARSI E /% LR
1 8.45+0.33 M 13 3.25+0.22 SM
2 7.67+0.34 SM 14 3.18+0.18 SM
3 6.58+0.21 M 15 3.11+0.13
4 6.22+0.11 SM 16 2.66+0.19
5 6.10+0.08 SM 17 2.44+0.17
6 5.98+0.13 SM 18 4.10+0.25 ST
7 5.39+0.37 SM 19 3.86+0.23 ST
8 4.99+0.02 SM 20 3.78+0.37 ST
9 4.86+0.01 SM 21 1.90+0.22 ST
10 4.69+0.22 SM 22 1.64+0.13 ST
11 4.67+0.26 SM X 5.26+0.21 SM
12 4.49+0.31 SM Y 1.99+0. 16 ST
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Fig.7 Transfection of baby skin fibroblast cells(A:12 h,x40;B:24 h,x40)

4 e

W)L B R LT 4 20 FL AL AR 5 3750 3 d dE AR BUE R I, 2155 6 d B Kk ACERCIRES, %3 0 18] 4
63. 12 h, e KT N 1. 64x10°/mL, FRIZ A0 R A K 5008, H ARSI, URAEmn s i p s 71 «
KO0 ik ge it ,1=0. 041 <t, o5, P>0. 05 , FBHURAF AT IS A0AETE 122 5 A 83, UL BHUARAE 1) 45 J00 2% A7 X6k 200 it 1%
FE, MAEAEA R BRIRAS RAT, 8555 4500 8 e ARSI H o 23 X, e AR AR 7 F2 48, VRAFE 2 5 4
JL g o AP A SR R, UL I AN AR R E AR AN I AR TR T AE R S A 22 8] B R 2 A
FEZZSPE, R, 308 2o €2 33 3 Pk 75 280 4 I T R e X310 o i) 240 L 2R A9 — A ) k) e 20 3R
E O I A 0 AR () 5 YA v | ) Tl 22 25 kAR AL e A R Ao vk et R LA AR ¢
PN ATCC, ECACC , DSMZ %5 | fdfi FH 33 b 7 30k X6 200 G () Fofr 161 5 e g B A7 4G 011180 o B2 L Rz Ik 41 4%
YN AR ) LDH [R) TGRS UEFT TR, NS5 SRR E , LDH A 5 4 X7, H LDH, WRBEH s 16 PR
54 PIRIE A L LDH [R T 5 45X B LDH, HeBE&s i G EEsn AN E , i iZ 40 i R %G
Fila)ys gy, HAAAE B SRR RRE . ZMIE SR ( pDsRed-Monomer-N1) BEZE AT B 22 JL Bz R R £T 4 40 i Py 1F
TTA B Bt st BRI RN BRI S A1 , e FH T BB 2 YL RNk A 3838 R ST, 3 DA S R 2 R 20 2 i 2544
FEIRIZH THAE IR 20 5 3 IR 9 DA S B Ok A 40 TR 2 T AR BRI T4

AR 5% B2 )L R JR ZH 40 A 2T 24 200 B B4 2 R R AG I 30T H 5 56 [ ATCC 4 M PR AT EL T, B T B0
P 2GR A UEA T, FLAIE R AR — 3, B A I 25 RS & CAL fRAF 2R R i A
TR o8 A 37 1R RS R B L R BUREF A 2R i A 2R AR ST AU R A N T R4 20 T %
AT BAE TR T AR SRR ok B R AR G B 1 I ST AL T S AR, RN LA R % B N B S

[ &% 30k

(1] SR (EH, Ru A, % N R AT 44U AR [ ] S B 244475 ,2005,22(4) 324 -326.
(2] 20, RERER. Shania s SR B R BRE [ M. 22 M HOR B A HOR R, 2009 :58-59,124-126.
(3] VLR . SRR IR 00 AR b R 40 M RS 4k 40 M a4k [ )] AR M2 2Rk 1989 ,11(4) :173-174.
(4] XK, PG X RS A 240 M S AR s 35 S 4l Ak R HR [ 1] #4558 ,2008 ,28 (1) :72-74.
[5] M. IWAMMEIEFREARIM]. )M Al ok ik, 2006 :28-29.
(6] Z=3 ZHUE ALY A58 M]. Kvb . IR AL B A, 2003 :17-19.
(7] SRS, F84 T, R B 2. 2 41 A K il 2 5 20 MR A A5 404 ek ) A e AR B30 [ ] B TR 25 2% 35,2000, 17 (4)
228-229.
[8] HWFAGMZEG S i N RIFE 25 (2005 A-RR) [ M]. db st fb2F Tolk H iiigt 2005 :14-15,75-77.
(9] TEVIs, whI e, PR, 5. T S R R AT [ 1], PEALARMBHL K252 42,2001,29(4) :5-8.
— 104 —



FEFRM, A5 B LE IR ST A AN A 2R A R ST S A W2 R e

[10] SRAE. HLUEFRFN > T AL A HOR[ M. AL 5T Lt kit 2001 :164-169.

[11] Yunis J J. Human Chromosome Methodology[ M ]. New York : Academic Press,1974:59-61.

[12] Franklin E,William F,Blazak. Horse, ass ,and mule chromosomes| J]. Journal of Heredity,1976,67 :361-367.

[13] KR AR e 500 A 2 i [ M. Jbat. @35 40H kL, 2003 :35-41.

[14] &I, 578k, P, . 1 6L EE 7 2L BRI ARG R TRE 52 3 DX 0 2T [ 1] . I R R 36 2 75, 2010,28 (1) . 75-76.
(151 Jart, o A ME, SCARZE, 4. b st i XS i 2T 4E 240 i 3 A 57 5 A W A R M F 9 [ 0] 38 0 B2 241, 2005,36 (3)

209-215.

[16] Drexel H G,Dirks W G, Macl E R, et al. Sensitivity hematopoietic cell lines; cross-contaminations and misinterpretations [ J ].
Keukemia, 199913 :602-606.

[17] /eI, ATCC 2 [ 7 Ja 55 35 A 4 2R [ M ] b5 . b 22 AR 3 ) 7244 2006 :52-56.

0

RfEHE.E 8]

(8% 99 1)

[5] Datsenko K A, Wanner B L. One-step inactivation of chromosomal genes in Escherichia coli K-12 using PCR products[ J].
Proc Natl Acad Sci USA,2000,97(12) :6 640-6 645.

[6] Isaacs F J,Carr P A,Wang H H et al. Precise manipulation of chromosomes in vivo enables genome-wide codon replacement
[J]. Science,2011,333(6 040) :348-353.

[7] Wang H H,Kim H,Cong L,et al. Genome-scale promoter engineering by coselection MAGE[ J]. Nat Methods,2012,9(6) :

591-593.

[8] Kuhlman T E,Cox E C. Site-specific chromosomal integration of large synthetic constructs| J]. Nucleic Acids Res,2010,38
(6) :€92.

[9] K&K, EHTH,ARFM, 5. KB E RIS R BB ELT]. Bl B AR, 2013,36(3) :97
-102.

[10] Sambrook J,Fritsch E F,Maniatis T. Molecular Cloning: A Laboratory Manual[ M ]. 2nd ed. New York ; Cold Spring Harbor La-
boratory Press,1989.

[11] Jere P S,Richard L J. Molecular weight determination of glycoproteins by polyacrylamide gel electrophoresis in sodium dodecyl
sulfate[ J |. Meth Enzymol ,1972,28 ;54-63.

[12] Takahashi S, Ohsawa T,Miura R, et al. Purification of high molecular weight( HMW ) renin from porcine kidney and direct
evidence that the HMW renin is a complex of renin with renin binding protein( RnBP) [ J]. J Biochem,1983,93 (1) :265-
274.

[HfEHE. " &)

— 105 —



