Cell Culture Tips

	Dish Size
	Relative surface area
	Media volume
	PBS volume
	Trypsin volume

	12 well
	0.4
	1
	.5
	.2

	6 well (35mm)
	1
	2
	1
	.3

	60mm
	2.9
	5
	2.5
	.5

	10cm
	8.2
	10
	5
	1.0

	15cm
	18.5
	25
	10
	2.0




HEK293T cells
	Cell type:
	human embryonic kidney, transformed, express T-antigen; p53 deficient, MMR deficient,

	[bookmark: _Hlk523490143]Medium
	DMEM (Cat#11965-092)         + 7.5% FBS  

	Uses 
	Best for producing protein, high transfection efficiencies, virus production; bad for IF

	Doubling time 
	~16-20 hours

	Split 
	2-3 days

	Characteristics
	Don’t adhere strongly so you must be careful when handling. Trypsinize to prevent clumpling, can harvest for experiment without trypsinizing

	Plasmid transfection method
	PEI
10cm2 dish plate 2.5-3 million cells day before so ~50% confluent on day of transfection
4ug of DNA + 100ul Optimen + 24 ul of PEI

	siRNA transfection method
	RNAi Max
Day of transfection seed 1 million cells in 1.5ml in 35mm dish
5ul RNAimax + 20pmoles of siRNA; 200ul of ptimum each

	Cells per 100% confluent 10cm dish
	1x107cells per plate

	Selection conditions
	Puro: 2ug/ml at least 48h
G418:
Hygromycin:





[bookmark: _GoBack]U2OS cells
	Cell type:
	Osteosarcoma, p53 wt, p16 mutant, MYC amplification, female

	Medium
	DMEM (Cat#11965-092)         + 7.5% FBS  

	Uses 
	Good for siRNA transfection, replication and DDR assays, Immunofluorescence imaging

	Doubling time 
	~20-22 hours

	Split 
	3 days

	Characteristics
	Flat morphology

	Plasmid transfection method
	PEI
Lower transfection efficiency is obtained with PEI (~50%). All U2OS CRISPR clones were generated with this transfection method as there is less cytotoxicity. 
Fugene HD
6x105cells were plated to 6cm dish the day before transfection. 
Change fresh medium before transfection. 4ug plasmid add to 180ul pre-warm to RT Opti-MEM, mixed and add 12ul Fugene HD, mix and incubate in RT for 10 mins. Then add the mixture to cells. 24-48 hours expressed well. 

	siRNA transfection method
	Dharmafect-1
Day of transfection seed 3.5 x 105 cells/ 60mm dish in 3ml medium. (Plus transfection mixture, total volume would be 4ml)
6.4ul of Dharmafect + 40pmoles of siRNA (for 20uM stock, take 4uL); 500ul optimem each. RT incubate 20mins.
72 hours later the target gene could be silenced well.

	Cells per 100% confluent 10cm dish
	3x10‑6

	Selection conditions
	Puro: 2ug/ml at least 24h
G418: 1mg/mL 3-4 days. May to need to split once into media with G418 again to see death. After selection maintain cells in 400ug/mL 
Hygromycin: 50-200g/mL 4 days
Blasticidin: 10g/mL 3-4 days.





HeLa
	Cell type:
	human cervical cancer; HPV transformed, p53 deficient

	Medium
	DMEM (Cat#11965-092)         + 7.5% FBS  

	Uses 
	High transfection efficiency, good for IF

	Doubling time 
	~16-20 hours

	Split 
	3 days

	Characteristics
	

	Plasmid transfection method
	PEI or Lipofectamine


	siRNA transfection method
	RNAi Max
Seed 1 million cells in 1.5ml in 35mm dish day of transfection
5ul RNAimax + 25pmoles siRNA in 250ul of ptimum each

	Cells per 100% confluent 10cm dish
	5-6x106

	Selection conditions
	Puro: 2ug/ml 
G418: 0.75ug/ml
Hygromycin:





HCT116
	Cell type:
	human colon cancer; p53 wt, MMR deficient

	Medium
	McCoy's 5A Medium + 7.5% FBS

	Uses 
	Diploid

	Doubling time 
	~20-22 hours

	Split 
	3 days

	Characteristics
	May take long time to attach to dish especially after thawing

	Plasmid transfection method
	Lipofectamin 2000
Seed 3.3x106 cells/60mm dish day before

	siRNA transfection method
	RNAi Max
Seed 1 million cells in 1.5ml in 35mm dish day of transfection
5ul RNAimax + 20pmoles siRNA in 200ul of optimem each

	Cells per 100% confluent 10cm dish
	

	Selection conditions
	Puromycin: 2ug/ml; G418: 1ug/ml
Zeocin 15ug/ml; Blastocidin 7.5ug/ml
Hygromyciin 200ug/ml





RPE1-hTERT
	Cell type:
	human retinal pigment epithelial cells, immortalized with telomerase

	Medium
	DMEM/F12 (Cat#11330-032) +7.5%FBS

	Uses 
	Diploid; very good for imaging

	Doubling time 
	~24 hours

	Split 
	3 days

	Characteristics
	Will contact inhibit 

	Plasmid transfection method
	

	siRNA transfection method
	RNAi Max
Seed 3 x 105 cell per 60mm dish in 3ml day of transfection
6.4ul of RNAimax + 40pmoles siRNA in 500ul optimem each

	Cells per 100% confluent 10cm dish
	

	Selection conditions
	Puro: 2ug/ml at least 24h
G418: 1mg/mL 3-4 days. May to need to split once into media with G418 again to see death. After selection maintain cells in 400ug/mL
Blasticidin: 10g/mL 3-4 days.
These cells are already Hygromycin resistant since that is how they were transduced with hTERT.




A comprehensive list of optimized siRNA transfections can be found in Jessica Luzwick’s thesis. It includes many TNBC and lung cancer cells lines as well as some others. 

There is also a lot of siRNA transfection optimization data in Gloria’s notebook labeled GO 2009-2010. It has a summary page (only for breast cancer cell lines) with lipid amount and cell number to use in a 96 well plate transfection in a final volume of 125uL. You can extrapolate to a 35mm or 60mm dish. The notebook also contains many other cell lines we use in the lab, but the sheets are harder to interpret.

