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Abstract The paper describes the process of establishment and cryopreservation of a Giant Panda Ailuropoda
melanoleuca  skin fibroblast cell line. Firstly the skin tissue was digested with 200 IU/ml collagenase type I under
4°C .Secondly we added 100 TU/ml penicillin and streptomycin 5 pg/ml M-plasmocin™ 5 pg/ml Amphtericin B 2
mmol/L L-Glu 10 pg/ml insulin 40 ng/ml epidermal growth factor EGF and 20% the first passage or 10% after
the first passage fetal bovine serum FBS into DME/Ham' s FI12 and M199 and then cultured dispersive cells in
DME/Ham’ s F12 and tissue pieces in M199. Finally Giant Panda skin fibroblast cells were cryopreserved in phosphate
balance solution PBS  containing 0.4% bovine serum albumin BSA 0.1 mol/L sucrose and 10% dimethyl
sulphoxide DMSO . Living cell percentage was 93.258% after thawing of cells half a year after cropreservation.
Thawed fibroblasts still grow well in culture showing the successful establishment and cryopreservation of a Giant
Panda fibroblast cell line.
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Fig. 1 Growth curve of fibroblast
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Table 1 Relative length and centromere index of Giant Panda chromosome

Chromosome type

Relative length Centromere index

*

Chromosome No.

* %

Test Control Test value Control value Test value Control value
1 m m 8.267+0.583 8.04+£0.085 45.353 +3.607 46.95+0.629
2 m m 7.573 £0.621 7.66+0.163 41.770 + 2.402 43.41 £0.704
3 m m 6.703 +0.437 6.62+0.127 40.123 +2.552 45.12 £ 0.680
4 m m 6.028 +0.189 6.12+0.110 39.128 + 3.858 43.28£0.759
5 sm sm 5.870+0.284 5.58+£0.108 31.508 +6.410 31.84+£0.846
6 m m 5.690+0.187 5.77+0.081 38.960 +7.227 45.75+0.740
7 sm sm 5.623 +0.264 5.47+0.107 35.405+9.312 32.22+0.783
8 m m 5.278 £0.331 5.22+0.121 42.163 +1.729 41.25+0.664
9 m sm 5.048 £0.180 4.92+0.101 38.953 +6.540 36.03 £ 0.693
10 m sm 4.935+0.242 4.92+0.069 39.233 +5.430 35.64 £0.654
11 m m 4.578 £0.225 4.62+0.082 41.955+6.139 42.98 £0.627
12 m m 4.410+0.034 4.44+£0.089 44.718 £5.882 45.12+0.915
13 m m 4.228 +0.045 4.36+0.074 42.620 +4.662 43.34+0.531
14 m m 4.120+0.133 4.14 +0.060 43.243 + 6.380 45.89 £ 0.709
15 m m 3.870+0.154 3.90+0.074 42.145 +2.864 42.78 £0.683
16 m m 3.720£0.236 3.76 +0.058 43.293 £4.143 45.98 +0.731
17 2.780 £ 0.681 3.54+0.150
18 2.253 £0.456 2.13+0.047
19 1.843£0.171 1.90 +£0.047
20 1.618 £0.224 1.79+0.036
X m m 5.353+£0.260 5.51+0.083 42.668 +5.060 40.36 + 0.606
Y 1.260 +0.058

* 1991
* The control value is from the karyotype data which were published by CHEN D Y in 1991.
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Fig.2 Giant Panda karyotype male
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ZHANG Ming et al . Establishment and Cryopreservation of a Giant Panda Skin
Fibroblast Cell Line Plate |

1. x 100 LCAch /PhL with IF550 filter 2. x 100 LCAch /
PhL with IF550 filter 3. TB F x 100 LCAch/PhL with IF550 filter 4.

F E x 100 LCAch/PhC with IF550 filter 5. x 400 LCAch/PhL with IF550
filtler 6. x 200 LCAch/PhC with IF550 filter

1.Suspended cell after skin-tissue being digested with enzyme x 100 LCAch /PhL with IF550 filter 2. Suspended cell liquid by
simple treatment X 100 LCAch/PhL with IF550 3. Growing fibroblast F about tissue block TB ~ x 100 LCAch/PhL with
IF550 filter 4. Epithelium E  group in fibroblast F  x 100 LCAch/PhC with IF550 filter 5. Adhesive fibroblast ~x 400

LCAch/PhL. with IFS50 filter 6. Adhesive epithelium x 200 LCAch/PhC with IF550 filter .





