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Cell Culture Table of Recommended Seeding Ratios, Serum, and Media for Subculturing of Cell Lines

Table 1: Recommended Seeding Ratios, Serum, and Media for Subculturing of Cell Lines
	Cell Line
	Cell Type
	Seeding Ratio
	Media
	% Serum 
	Other Information

	A-72
	Canine Tumor
	1:2-1:3
1-2x Weekly
	Leibovitz’s L-15 (Appendix XV) or A72 Media 
(Appendix II)
	10-20% FBS 
	Can be started in MEM with Earles with 0.5% LAH (Appendix III)

	A-72-I
(286)
	Canine Tumor
	1:4
2x Weekly
	Leibovitz’s L-15 
(Appendix XV) or A72 Media (Appendix II)
	10-20% FBS 
	Can be started in MEM with Earles with 0.5% LAH (Appendix III).  For master cells use media used by submitting firm.  Firm may dictate passage limit of 48-68.

	B-ST
	Porcine Testicles
	1:3
2x Weekly
	EMEM  

	5-10% FBS 
	Add to media:  1% MEM Sodium Pyruvate 100mM (Gibco BRL catalog #11360 or equivalent).

	BB
	Brown Bullhead
	1:3 
Every 7 to 14 Days
	MEM with Earles with 0.5% LAH (Appendix III) 
	10% FBS
	Incubate at 20°-25°C.

	BHK21C
	Hamster Kidney, Baby
	1:5
2x Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS 
	

	BHK21W
	Hamster Kidney, Baby
	1:4
2x Weekly
	Glasgow Media (BHK 21)
(Appendix IV)
	10% FBS 
	Add to media:  10% Tryptose Phosphate Broth (TPB) (Appendix XI)

	BL-3
	Bovine Lymphosarcoma
	1:2-1:3
1-2x Weekly
	Leibovitz-F-15 50/50 (BL 3)
(Appendix V)
	20% FBS 
	Suspension Cell:  Needs 5% CO2

	BoTur
	Bovine Turbinate
	1:3 
2X Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS 
	Limited passages up to 25.  Each lot may be tested for susceptibility beyond pass 20.  Do not exceed 20 passes for CVB orders.

	BS-C-1
	Monkey Kidney, African Green
	1:2 Weekly
	McCoys 5A Medium
(Appendix VI)
	10% FBS 
	

	CEFp
	Chick Embryo Fibroblast
	Primary 
	Medium 199 with Earles OR DVL-Chick Kidney with 1% sodium pyruvate
 (Appendix VII)
	10% FBS
	No antibiotics.  Seed cells at 6x105 cells/mL unless requested differently.

	CHOK1
	Hamster Ovary, Chinese
	1:3
2x Weekly
	F-12 Nutrient Mixture (Ham) (Gibco BRL catalog # 11765)
	10% FBS
	

	CHSE

	Chinook Salmon Embryo
	1:2 
Every 7 to 14 days
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	Incubate at 20°-25°C.

	Ckp
	Chick Kidney, Primary
	1 mL packed cells to 200-300 mL media, or as requested
	DVL-Chick Kidney with 1% sodium pyruvate
(Appendix VIII)
	10% FBS
	Use as primary only.




	

Cell Line
	Cell Type
	Seeding Ratio
	Media
	% Serum 
	Other Information

	CRFK-B
	Crandell Feline Kidney
	1:4
2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	7-10% FBS
	Rec’d from John Black

	CV-1
	African Green Monkey
	1:3
1-2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	

	DEFp
	Duck Embryo Fibroblast, Primary
	Seed primary at 1 mL packed cells to 150-200 mL media.
	MEM with Earles with 0.5% LAH (Appendix III) or DVL-Chick with 1% sodium pyruvate (Appendix VIII) or Medium 199 with Earles (Appendix VII)
	10% FBS
	Add to MEM with Earles with 0.5% LAH or M199 media:  1% MEM Sodium Pyruvate 100mM (Gibco BRL catalog #11360).  Frozen ampules seeding ratio differs with each lot.

	DF-1
	Chick embryo fibroblast American Type Culture Collection (ATCC)
	1:4-1:6
2x weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS
	Grows best at 39°C with 5% CO2

	DH 82
	Dog Macrophage
	1:3 Weekly
	MEM with Earles with 0.5% LAH (Appendix III) or
Porcine Rotavirus Basal Media (Appendix IX)
	5% FBS
	Positive for bacteria and mycoplasma.

	DK-CL
	Canine Kidney (Cutter Lab)
	1:4 
1-2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	1 frozen ampule per 75-cm2 flask.  

	DK-SAH
	Canine Kidney 
	1:10 
1-2x Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	5% -10% FBS
	Can use Dulbecco’s MEM w/ High Glucose (Appendix X).  Certain firm testing may require passage limits of 149-199.

	DKp
	Canine Kidney, Primary
	1:3-1:4
Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS
	Seed primary at 1 mL packed cells to 250 mL media.  Passage limits of primary to 3.

	EBKp
	Bovine Kidney, Primary Embryonic
	1 frozen ampule to 2-3 75-cm2 flasks.  Split cells at 1:4 or 1:5 weekly.
	MEM with Earles with 0.5% LAH
(Appendix III)
	5-10% FBS
	5-10% FBS  Do not use beyond pass 3 for testing.  FBS percentage may vary from 5-10% with each lot produced.

	EBL
	Bovine Lung, Embryonic
	1:3-4
1-2x weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS
	Do not use beyond pass 10 for testing. Seed primary at 1 mL packed cells to 250-300 media.

	EEK
	Equine Kidney, Embryonic
	1:2 Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	Seed primary at 1 mL packed cells to 200 mL media.





	
Cell Line
	Cell Type
	Seeding Ratio
	Media
	% Serum 
	Other Information

	EMF3T6

	Mouse Fibroblast Embryonic 3T6 Strain
	1:4
1-3x Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS
	No antibiotics.  Mycoplasma testing.

	EQ DER
	Equine Dermis, Primary
	1:2-3 
Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS
	Seed primary at 1 mL packed cells to 200 mL media.  Passage limits of primary to 20 for testing. If growth is not as expected supplement media with 1% NEAA and Sodium pyruvate.

	FHM
	Fathead Minnow
	1:3-4 
Every 7 to 14 days
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	Incubate at 20°-25°C.

	FL-74
	Feline Leukemia (FLV) Infected Cell Line
	1:3
1-2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III) or 
RPMI 1640 (Appendix XII)
	10% FBS
	Note:  FLV Infected

	HELA
	Human Epitheloid Carcinoma, Cervix (ATCC)
	1:5 
2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III) or 
RPMI 1640 (Appendix XII)
	10% FBS (Cells prefer human serum)
	Note:  Handle at end of day.  Very hardy.  Easily contaminates other cell lines.

	HRT-18
	Human Rectal Tumor
	1:3-4
2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	5-10% FBS
	

	QT-35
	Quail Tumor-35 
	1:3
2x Weekly 
	Medium 199 with F-10 Nutrient Mixture (HAMS)
(Appendix XIV) 
	5-10% FBS
	Add to media:  1 % of 1x MEM non-essential amino acid solution, 10mM (Gibco BRL catalog #11140-050), 0.5 % LAH (Appendix XIII), 10 % TPB (Appendix XI).  Buffer with Hepes. 

	RK-13
	Rabbit Kidney Clone 13 (Phillips Roxane)
	1:3-4
2x Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	5-10% FBS
	Can use M-199 (Appendix VII) 
Add 1% Sodium Pyruvate 100 mM (Gibco BRL catalog#11360) and Nonessential Amino Acids (

	RP-19
	Turkey Cell Line
	1:3
2x Weekly
	Leibovitz-F-15 50/50 (BL-3 Media)
(Appendix V)
	20% Chick and/or 10% FBS
	Also known as MDTC cells.  Suspension line, must be grown at 5% CO2 at 41°C.

	RTG-2
	Rainbow Trout Gonad
	1:3 
Every 14 days
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	Incubate at 22°-26° C.

	SAM
	Swine Alveolar Macrophage
	Generally used as primary
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS
	Add to media:  1% MEM Sodium Pyruvate 100mM (Gibco BRL catalog #11360).





	


Cell Line
	Cell Type
	Seeding Ratio
	Media
	% Serum
	Other Information

	SP-2/0
	Mouse Myeloma SP-2/0
	1:40
2-3x Weekly
	Dulbecco’s MEM with High Glucose (Appendix X)
	10% FBS
	Can use 6.6% Horse serum + 3.4% FBS

	Vero
	Monkey Kidney, African Green
	1:4-5
2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	5% FBS
	Certain firm testing may require passage limits of 132-162.

	Vero 76
	Monkey Kidney, African Green-76
	1:5
2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	5% FBS
	Orders from DVL may request a different split ratio than general maintenance.

	Vero M
	Monkey Kidney, African Green, Vero Maru
	1:4-5
2x Weekly
	Medium 199 with Earles 
(Appendix VII) 
or MEM with Earles with 0.5% LAH (Appendix III)
	5-10% FBS
	

	Vero W/O
	Monkey Kidney (antibiotic free)
	1:5
2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	5% FBS
	Note: Do not use antibiotics

	KKp
	Feline Kidney Primaries
	1:2 
Weekly 
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	Seed primary at 1 mL packed cells to 200 mL media

	LKp
	Ovine Kidney, Embryonic, Primary
	1:4 
Weekly 
	MEM with Earles with 0.5% LAH
(Appendix III)
	10% FBS
	Seed primary at 1 mL packed cells to 200 mL media

	LMTK
	LM Cell Line TK Deficient 
	1:4 
2x Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
	10% FBS
	

	MA-104S
	MA-104 African Green Monkey Kidney
	1:4
2x Weekly
	Porcine Rotavirus Basal Media 
(Appendix IX)
	10% FBS
	Cell line is known to have an unusual number of giant cells.

	MCCOYS
	Mouse Synovial Cell
	1:5 
Weekly
	MEM with Earles with 0.5% LAH (Appendix III)
Or EMEM
	10% FBS
	Refeed with fresh media mid-week

	MDBK-A

	Bovine Kidney, Madin Darby (ATCC)
	1:6
2x Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	5% FBS
	

	MDCK
	Canine Kidney, Madin Darby (ATCC)
	1:5 
Weekly 
	MEM with Earles with 0.5% LAH
(Appendix III)
	5-10% FBS
	Doming and piling may be normal growth patterns for different lots of this line.  Certain firm testing may require passage limits of 86-136.  DVL passage limit is 60.

	MRC145
	African Green Monkey Kidney
	1:4 
2x Weekly
	RPMI 1640
	10% FBS
	Cell line is known to have an unusual number of giant cells.







	


Cell Line
	Cell Type
	Seeding Ratio
	Media
	% Serum
	Other Information

	MSB-1
	Marek’s Disease B-Lymphoblastiod Spleen Origin
	1:3
3x Weekly
	RPMI 1640
(Appendix XII)
	10% FBS
	Use conditioned media when available.  Suspension cell line.  
Needs 5% CO2 at 41° C.

	NLDK-1
(189)
	Norden Laboratory Canine Kidney
	1:4 
Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	5-10% FBS
	Certain firm testing may require passage limits of 125-144.

	NLFK-1
	Norden Laboratory Feline Kidney-1 (CRFK)
	1:4
Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	5-7% FBS
	

	PK-15
	Porcine Kidney Cell Line (ATCC)
	1:5
2x Weekly
	MEM with Earles with 0.5% LAH
(Appendix III)
	5% FBS
	Add to media:  1% MEM Sodium Pyruvate 100mM (Gibco BRL catalog #11360).  PK-15N line is negative for porcine circovirus.  Other lines may be positive for this virus.



