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Component Earle's Hank's Buffered saline Phosphate
BSS BSS

NaCL a 6.80 8.00 8.00
CaCl2 .2H20 0.27 0.19 0.132
KCL 0.40 0.40 0.20
NaH2PO4.H20 0.14 - -
NaH2P0O4.2H20 - 0.045 115
NaHCO3 220 0.35 -
KH2PO4 - 0.06 0.20
MgCI2.6H20 - 0.10 0.10
MgSo4.7H20 0.20 0.10 -
Glucose 1.00 1.00 -
Phenol red,1% soln 1 ml Iml Iml
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ledilen 5 2S5 ol Sk e g i) (6l Lol & (il o gulil Sl PH S Joe S e

L;jl"ﬂ ‘5\.50):: Ls‘j! b @? Jl:awe J..i:) V/IN G V/¥ pH NG| r)‘y Lhd}l.w A.lrw) Y uL:aL» ‘_gl.hu.v}ﬂj

(e yomen (Y 5o b o ol p AU ale 58 5en piomen 5 RTG-2 5 BB,BF-2, ,CHSE-214, EPC, FHM
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Cedl line
Designatio
Common ATCC Animal Tissue Morphology rsgpr?f:f;tsgd VIruses ;F;r:rp;irfé(lg)e
BB CCL-59 Brown Caudal trunk Fibroblast CCV,IP 4-34
bullhead
BF-2 CCL-91 Bluegill Caudal Fibroblast trunk EVA,IPNV,LV 10-30
CAR CCL-71 Goldfish Fin Fibroblast GFV,GSV 15-30
CHSE-214 _ Chinook Embryo Fibroblast H.Salmonis,IHNV
salmon JPNV,OMV,
VHSV
EPC _ Common Epithelioma Epithelial PFR SVC,VHSV 1-30
Carp
FHM CCL-42 Fathead Caudal trunk Epithelail EV-2,GSV,IHNV, 0-36
minnow IPNV,PER,SVCV
RTG-2 CCL-55 Rainbow Gonad Epithelia H.salmonis,IHNV
trout ,IPNV,OMV ,PER
\VHSV

(WOIf, K., 1988)slidlo b 399 59 (ST ke (S odos (S 5 .0 J 9

N (Ao 193329 GEV (M (Ao (329 GFV ((loslo (w23 EVA (JUIT (ko 45 w929 CCV A
IPNV dnfection hemtopoietic necrosis virusIHNV (Herpesvirus salmonis H.Salmonis (olie—s- 53

PFR .Onchorhynchus masou virusOMV [Lymphocystis virusLV .dnfectionpanereatic necrosis virus
viral hemorrhagic septicemiavirusVHSV .spring viremia of carp virusSVCV pike fry rhabdovirus
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A. Medium prepratign

1. Reserve single lot( annually)
2. Plating efficiency test with representative lines

BB  (CCL-59)
FHM (CCL-42)
RTG-2 (CCL-55)

Fetal bovine
serum

3. Puchase and store at -20 C or lower

A4

a3 ol ailes (LIS /P

Record of Medium Preparation

Autoclay .
MEM p Designation Lot.no Date

— | Prepared by
Diolve i Jem Source Lotno Quantity

4. FBS
Water(U.§| MEM

water for | Water '
injection o1 L-Glutamine

NaHCOs

5. Combuy
with basal
medium

ey

Sterilize at

Filter porosities
Cfor15 1

Sterility check

Complete

medium L-Glutamj

' Day T Results
(steril soluf

I -

NaHCOzs

6. Pressure
filtration

\ SOLUT,

0.45 Mm membrance

0.22 Mm'membrane

7. Aseptically dispense in

multiples
v
8. Sterility check of 2% for 20C for 2 Store at 4C or
weeks Y ° > lower

(WOIf,K.,1988 ) bumo (¢l 53kT .F 13505
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Temperaturel °cl
Initlal seeding of cells (no/ml) 25 20 15 10 5
200.000 18 15 2.4 5.0 8.0
100.000 3.3 3.1 4.8 9.3 18.0
50.000 6.2 4.8 7.3 14.0 37.0
25.000 9.3 7.5 140 | 345]| 530
12.500 13.0 10.5 198 | 450]| 67.0

S gk (2350 Liliseo STy (Sl (593) (& Ol .Y J9oa
(WOIfK.,1988) . gk YYO< o o Ml 5195 & Ok y (ST HRTG-2

Temperaturel °cl
Initlal seeding of cells (no/ml) 25 20 15 10 5
100.000 2.4 2.0 3.5 7.0 10.0
50.000 2.5 2.0 3.5 5.5 14.5
25.000 2.5 2.0 4.0 8.0 16.0
12.500 2.7 2.5 4.1 8.8 13.5
Average 2.6 2.0 3.8 7.6 13.8

IORTG-2 sy Joku (9)d1ax8 b Lasliaw Ol A Jgu
(WOIF,K.,1988 ) .l yo 435 g B3 3y Ciliseo Sldesl

Céll designation Sukgested seeding Incubation temperature 1° cl Timeto contluency
density (no/ml) (days)

BB (CCL-591) 200.000 30 3
BF-21CCL-911 250.000 25 3
CHSE-214 300.000 20 3
EPC 500.000 25 3
FHMICCL-121 500.000 25 3
RTG-21CCL-551 200.000 20 3
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Abstract:
Fish cell lines have been used to support many areas of research, beginning with fish viruses and extending into
immunology, genetic studies, toxicology, environmental effects, aquaculture and seafood quality and it is the first step
in the gene banking, to preserve gene materials. The present study we cultured cell of interior pituitary of the
Acipenser gueldenstaedtii gland, as afirst attemptsin IRAN.
FISH cell culture has widespread applications in virology, toxicology and as in vitro models in cytogenetic,
biomedical, physiological researches. A cell line has been established from the Acipenser gueldenstaedtii interior
pituitary and scales have been used to develop primary cell cultures. Recently, successful primary culture of the
interior pituitary gland of Acipenser gueldenstaedtii has been developed by explants method.
The present study evaluated the potential of several interior pituitary gland from different developmental stages
for development of cell cultures using explants method. Pituitary gland from various stages of the adult Acipenser
gueldenstaedtii was collected under standard aseptic conditions. Devel oping gonads from 15-20-year-old male and
female sturgeon were collected during late April and early May2007. In all the cases the tissues were pooled in
cold PBS-antibiotic—antimycotic solution (Sigma Chemicals, USA). The tissues were evaluated for attachment,
growth and ability to undergo to produce suspension of cells. Primary cultures were initiated from the above
tissues according to our earlier procedures, with certain modifications in the sub cultivation procedure. Briefly,
tissues were cut into 1 mm?® size fragments which were seeded into 25 cm? tissue culture flasks. After appropriate
semidrying and addition of minimum essential medium (MEM) (Sigma, USA) supplemented with 15% fetal
bovine serum (FBS) (Sigma, USA), cell growth was monitored. A seeding density of 1.5x 10° cells as
determined by a haemocytometer.
The results have been showed the Acipenser gueldenstaedtii interior pituitary cells growth in incubator Co, in 37°
C, the cells adapted in this temperature. They were in Lag phase for 10 days, in log phase on 10- 22 days, and in
stationary phase on 23- 28 days, after that they died. So we could produce sturgeon growth hormone from fish
pituitary cells culture.
By this study we can passage the cells on 21th day, for every week. In this way we can produce continued cell
culture and store them for gene banking

Key word: Acipenser gueldenstaedtii, pituitary gland, primary cell culture
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