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APPENDIX I

PRIMARY CELL CULLURE

Preparation of chicken and duck embryo fibroblast (CEF and DEF)

CEF is used for antigen preparation and in the

serum-neutralization test. ul are used on day 9 to 11 of
incubation. ))

DEF is used f@la‘:e ] solation. The cells are

prepared from 1.")--da.y-6“-‘“‘-r d

Cell cultures a :

escribed (2, 80)
1. Candle a gr or viability
2, Cl.ean with alcohol and

tincture of iodine.

3. Cut around etl-just jbe air sac, and flip open

and the rest can beBin heﬂainced tissues are then

transferred to a trypsinigation flaskgwhich contains sterite PBS.

S s U

add fresh PBS. Repeat washing @ntil the PBS is clear #&nd free of blood
and thenqow fnlt&ﬁfcl im u m’]q Qﬂ El f] a E]
Trypsinization can be carried out by adding 5-10 ml of
0.25 % prewarmed trypsin solution per embryo and allow it to act for 15
minutes while stirring slowly at 2500. Place the flask on a slant.
After the tissues have settled out, colleét the supernatant containing

single cells and small clusters of cells in a container with calf

serum. Again, add a similar volume of trypsin to the rest of tissues



in the trypsinization flask and repeat the procedure 2 times until only
the white fibrous tissues are left and no more cells disperse.
7. Filter the cell suspension through four layers of gauze into

a suitable centrifuge tube.

8. Centrifuge for 15 minutes at about 500 g, preferably in a

refrigerated centrifuge. discard the trypsin.

9. Add small amo
9 break up the cell pelie

10. Determingsthe ells in the suspension by

mixing the cell with / / \\&\\\\ he hemocytometer.
11. The des 'e iF — \\
and distribute to thelcontain @: \

A '\-\
BT/

diluted by growth media

2 the main objectives.

e
o

-

7
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APPENDIX II

MEDIA AND REAGENTS

Growth medium (GM)

MEM 100 ml

Calf serum (heat in:r»';

-,

10 ml
4

Penicillin and Strep ml, 10 ug/ml) 1 ml

Fungizone (2; ml

Maintainance medium

The constitu

MEM
MEM
NaHCO 0. 35

»wtﬁ 447181919 mﬂfﬁ

Suspen MEM powder i? double dxstllled hater and sterile by

rier QRE RV L0801 A

0:25 % tryp51n
Trypsin 0.25 g
PBS 100 ml

Suspend trypsin in PBS and sterile by filter through 0.22 um
.
millipore filter paper. Store at 4 C
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Phosphate Buffer Saline (PBS), pH 7.2

NaCl 8.0

g

KCl 0.2 g

Na HPO 1.15 g
2 i

KH PO 0.20 g
2 4

Distilled water ml

treptomycin sulfate 5 g

m millipore fiter paper

3 Devide éac § 5 ; i ci11i) d streptomycin by aseptic
_technic into sterile v ngr,iié'
Store at -2000 _f:f%?gi%%}

Fungizone 2.5 mg/m

1 Dissolvﬂ‘ungizone U mg in 25 ml merile double distilled

water with as

L ﬁﬁﬁ;ﬂﬂﬂjﬂﬂqﬂ,ﬁc technic into
ARIAINTUURIINYIAY

Alsever’s solution

steril

Trisodium citrate, 2 H O 0.8 g
2
Sodium Chloride 0.42 g

Dextrose 2.05 g

Distilled water 100 ml
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7.5 % formalin in normal saline
Full strength formalin (37-40 %) 18.75 ml

0.9 ¥ normal saline 81.25 ml

1 : 40,000 tannic acid in normal saline

tannic acid

0.9 % normal saline

After making 000 fo. 1 1656400 6 this solution, it is

" ready to use.

20 % Bromoethlamoni‘
Bromoethylamoni

Distilled water

20 ¥ Sodium thiosulf
Sodium thiosulfat‘

Distilled water

Y
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