ISCI/FRM/002 – Deviations from Standard Protocols (Part 1)

Please complete a form for each deviation submitted

photocopy additional forms, as required

	Participating Laboratory:

Dr. ANDRAS NAGY
	Contact Name: Marina Gertsenstein
Tel: 1-416-586-8455
E-mail: gertsenstein@mshri.on.ca


	ISCI protocol reference: ISCI/SOP/001 – Passage of hES cells (ISCI Standard Conditions)



	Local procedure details: 

hES cell medium (8% Serum Replacement, 8%Plasmanate, 10 ng/ml hLIF, 10 ng/ml bFGF) 

Basal medium

Component

Invitrogen cat. #

Stock conc.

Volume

Final conc.

KO-DMEM

10829-018
500 ml

Pen-Strep

15070-063
5,000 U (ug)/ml)
6 ml

50 U/ug/ml

NEAA

11140-035
10 mM = 100X
6 ml

0.1 mM

GlutaMAX-1

35050-061
200 mM=100X
6 ml

2 mM

bME

21985-023
55 mM=1000X
600 ul

0.055 mM

hLIF: 10 ug/ml=1000X stock for final 10 ng/ml kept at 4 C. 

bFGF (hFGF-2):10 ug is diluted in 500 ul of 0.1%BSA in PBS to make 20ug/ml stock. 

NON FILTERED aliquots are kept at –20 C.

Component

Company

Catalogue #
Lot #

Stock 

Volume

Basal medium

As above

500 ml

Knockout Serum Replacement 

Invitrogen

10828-028 (lot 1184925)

50 ml

Plasmanate 

Bayer

0026-0613-25 (lot 26NOLX1)

50 ml

hLIF


Chemicon

LIF1010

10 ug/ml 

600 ul

bFGF

Invitrogen

13256-029

20 ug/ml

300 ul

Growth factors are the last reagents to add to the medium. Medium is prepared under aseptic conditions, filter sterilized through 0.2 uM filter and used within 2 weeks.




ISCI/FRM/002 – Deviations from Standard Protocols (Part 2)

Please complete a form for each deviation submitted

photocopy additional forms, as required

	Participating Laboratory:

Dr. ANDRAS NAGY
	Contact Name: Marina Gertsenstein
Tel: 1-416-586-8455
E-mail: gertsenstein@mshri.on.ca


	ISCI protocol reference: ISCI/SOP/001 – Passage of hES cells (ISCI Standard Conditions)

___________________________________________________________________________________

Local procedure details: 

Passage

· 0.05% Trypsin/EDTA (Invitrogen 25300-054)

· Ca 2+ Mg2+ free PBS (Invitrogen 14190-144)

1. Aspirate the medium and rinse cells with PBS. If there is no MEF-conditioned medium available, transfer part of the growing medium from the original to the new wells (0.5 ml per one well).

2. Prepare MEF medium approximately equal to a total volume of trypsin in a conical tube(s)

3. Add trypsin solution to cover the cells (0.5 – 1 ml per one well of 6-well plate).

4. Incubate at room temperature and observe under the microscope to confirm round shape of MEF and partial detachment of ES cell colonies. Note: Room temperature in our tissue culture room is around 300C and it takes about 2 minutes.

5. Dissociate the colonies by gentle pipetting using P1000, washing the bottom of the well until the MEF have completely detached. MEFs are viscous and may remain as one sheet. It is recommended for cells grown in SR to thoroughly triturate cells suspension before quenching trypsin action. However, extended exposure to trypsin may result in cell death, so it has to be done quickly.

6. Transfer the cell suspension from each well to the tube with MEF medium.

7. Rinse the plate with more MEF medium to collect all cells and add the rinse to the same tube.

8. Centrifuge at 100 g (800 rpm) for 3 minutes, aspirate the supernatant without disturbing the pellet.

9. Gently re-suspend the pellet in hES cell medium and seed the cells accordingly (generally 1:3)/

10. Remove sheets of MEF if remained after pipetting to prevent them from attaching

11. Incubate at 37 0 C 5 % CO2.

12. Change the medium in 48 hours. If there are a lot of dead cells floating, cells may be rinsed with PBS and medium replaced with fresh medium conditioned overnight in spare MEF wells. Otherwise, partial change of medium is recommended. 1.5-2 ml of medium is used per one well of 6-well plate.



ISCI/FRM/002 – Deviations from Standard Protocols (Part 3)

Please complete a form for each deviation submitted

photocopy additional forms, as required
	Participating Laboratory:

Dr. ANDRAS NAGY
	Contact Name: Marina Gertsenstein
Tel: 1-416-586-8455
E-mail: gertsenstein@mshri.on.ca


	ISCI protocol reference: ISCI/SOP/001 – Passage of hES cells (ISCI Standard Conditions)



	Local procedure details:

Standard conditions (minor details for medium preparation):

Component

Invitrogen Cat.#

Lot #

Concentrattion

Volume

Final concent

KO-DMEM

10829-018

1221051

80 ml

KO-SR

10828-028

1216959

20 ml

MEM NEAA

11140-050

1224341

10 mM 100X

1 ml

Pen-Strep

15070-063

1259417

5,000 U(ug)/ml

GlutaMAX

35050-061

1145211

200 mM

0.5 ml 

1 mM

bME

21982-023

1168929

55 mM

182 ul

0.1 mM

bFGF

13256-029
1222689

2 ug/ml

200 ul

4 ng/ml

Collagenase IV (Invitrogen cat. # 171104-019 Lot# 1172037):

50 mg/ml stock, 200 ul aliquots stored at –20 C. Diluted in 10 ml of KO-DMEM to 1-2 mg/ml (stored at + 4 C, used within a week)




