 Stem Cell Workshop 2010 - Practical Schedule
A
 9:00 AM– 9:45 AM
SEMINAR











B
9:45 AM – 10:45 AM
LECTURE

C
11: 15 AM– 1:00 PM
LAB

D
2:00 – 4:00 PM

LAB

E
4:15 – 6:00 PM

LAB

F          6:15 – 7: 30 PM

LAB
	DATE
	A

9:00 AM– 10.00 AM
	B

10.00 AM – 11.00 AM
	C
11: 15 AM– 1:00 PM
	D
2:00 – 4:00 PM
	E
4:15 – 5.45 PM
	F
5.45 – 7: 15 PM

	Day 1

20-09-10
	Panicker

LH1
	Confocal Microscopy
Dr. H. Krishnamurthy
	Basics of Microscopy

Safety issues

LH1
	Invitrogen
Micro-electroporation of MEFs with PiggyBac vectors - Neon


	Panicker Lab

Lipid Transfection of MEFs with PiggyBac vectors


	Panicker Lab
Thaw MEFs and plate onto 6 well plates
Set up mouse Embryoid Bodies


	Day 2

21-09-10
	Jyotsna Dhawan

LH1
	Panicker Lab
MEF Generation  - E13.5 mouse pups to be provided
	Panicker Lab
Tail tip fibroblast generation


	Invitrogen
LifeTech

iPSC false clone observation
Picking up iPSC clones.
Characterization

Of hESC:

Feeders will be provided

along with four 35 mm hES dish per group

Passage by cutting
seed on 35 mm for carrying and on 4 well dish for immuno, one per group

	Panicker Lab
Plate out mitotically active MEFs – 6 well dishes - for mitomycin treatment

Plate MEFs

Check PiggyBac transfected cells – also check the PiggyBac-GFP transfections for fluorescence.


	Panicker Lab
Thaw one vial each of human ES and iPS lines and  plate on feeders
Thaw mES and plate onto MEFs

(will need at least one ES vial per group)



	Day 3

22-09-10
	Malancha Ta

LH1
	Malancha Ta

MScs from Umbilical Cord

LH1
	FACS visit and Demo
Dr. H. Krishnamurthy
LH1
	Life Technologies

Feeder Free cultures

Preparing Geltrex coating
Preparing STEMPRO hESC SFM media
Thawing hESC - BG01v cell line.

	Panicker Lab
Mitomycin treat MEFS in 6 well plates an hour before or earlier

Split mES cultures (TBP)  and plate onto 6 well plates.

Plate mES cells onto MEFs   in cover slip dishes and 4 well plates for immunostaining


	Panicker Lab
Plate mES cells onto MEFs   in cover slip dishes and 4 well plates for immunostaining



	Day 4

23-09-10
	Wendie Dockstadter
LH1
	Panicker Lab

FEED all cultures hES, iPS and hEB
Change MEF medium to hem medium on PMEFs for hES


	Annapurni Rangarajan
LH1
	Life Technologies

First media changing on feeder free cultures
Colony observation.


	Panicker Lab
Check blastocysts

Split P(0) MEFs  Generated on 11th

	InStem
DNA and RNA Extraction


	Day 5

24-09-10
	Sharmila Bapat

LH1
	Deepa Bhartiya

LH1
	Panicker Lab
Electroporation:CMV-EGFP and PiggyBac GFP

Fix  4-well dishes and start immunostaining

Cut 35 mm dishes

Set up for FACS

	Life Technologies

Maintenance of hESC in Feeder free conditions.
Evaluating the hESC morphology, as well as colony size and density.


	Panicker Lab

Immunostaining mES : Primary Ab Incubation

Alkaline Phosphatase of mouse ES cells
	InStem

PCR to determine presence of PiggyBac

RT-PCR for OSKM


	Day 6

25-09-10
	Dasarathi
Palakodeti


	Panicker Lab

Finish immunostaining

FEED CULTURES

Observe EGFP: TRANSFECTION

	Geeta Vemuganti
LH1
	Life Technologies

1. Passaging hESC using STEMPRO EZPassage

4.  Plating the hESCs.

Teaching Lab
	Panicker Lab

Check for  mouse iPS colonies

Pick ICM

Start immunostaining of differentiated EBs that are provided

Immunostaining of mouse ES cells (Contd) Secondary Abs

Imaging


	Panicker Lab/ InStem
Telomerase assay


	Day 7

26-09-10
	Annapurni Rangarajan

LH1
	David Harley
On ES cell FACS

LH1
	Andrews Lab

FACS


	Life Technologies

1. Preparation of embryoid bodies.
2. Maintenance of hESC in Feeder free conditions

3. Review hESC morphology
	Panicker Lab

Cryopreservation of generated MEFs


	Panicker Lab/ InStem
Telomerase Assay


	Day 8

27-09-10
	T.N.Ganesan

LH1
	David Harley 
	Andrews Lab

Alkaline phosphatase
Data collection

	Life Technologies
1. Review hESC morphology

2. Picking of specific undifferentiated colony.

3. Freezing hESCs.

	Panicker Lab

Thawing of generated MEFs and plating

Immunostaining of human ES cells – Fix and add primary Abs


	

	Day 9

28-09-10
	Yashoda
LH1
	Subeer

Majumdar
	Andrews Lab

FACS

Panicker Lab

Observe EBs
	Life Technologies
1. Maintenance of EB's in suspension culture.

2. Passaging hESC using enzymatic - TrypLE Select.
	Panicker Lab

Teratoma demonstration

Injection and dissection of  teratomas

Immunostaining of hu ES cells - Add secondary  Abs and image
	Complete expts and data collection

	Day 10

29-09-10
	Shaji
LH1
	
	Andrews Lab

Immunostaining and characterization of iPS cell lines provided– Primary Ab
	Life Technologies
1. Molecular characterization using STEMPRO EZCheck
	Pick mouse iPS colonies

Teratoma slides if available to be examined


	Complete expts and data collection

	Day 11

30-09-10
	Jyotsna

Dhawan

LH1
	SatishKumar
	Andrews Lab

Secondary Ab staining and visulaization
	Lifetechnology Iblot, , Contess
	Complete expts and data collection
	Complete expts and data collection

	Day 12

1-10-10
	Complete expts and data collection
	Complete expts and data collection
	
	Presentation by participants and discussions
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