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Buffers and Reagents
1 RPMI 1640 stock solution 1 liter
RPMT powcer 104 ¢
NaHCOs 2 g
ddH2) 0V ml
Adjust pHto 7.2 with 1M HCL

Add ddH2) to 1liter and sterilize by filtering through a0.45 Jim
membrane filter.

2. HBSS stock solution 1 liter
HBSS powcler 92 g
NaHCOs 03 g
doH2) W m
Adjust pHto 7.2 with 1M HCL

Add ddH2 to Lliter and sterilize by filtering through & 0.45 Jim
membrane filter.



3. lox Phospnate Buffered Saline (PBS)
NaCl
KCL
NaHP04
KHZP04
ddH2)
Adjust pHto 7.4 with 1M HCL
Add ddH2) to Lliter and sterilize by autoclave.

4. 1X Phosphate Buffered Saline (PBS)
10XPBS
doHAD
Sterilize by autoclave.

5 10 %Buffered Formalin Acetatesolution
Paraformaloehyde powder
1M NaOH
Formaldehyde
10XPBS
warm ddH2)
Adjust pH to 7.00 with 1M HCL

1 lter
U
2
9136 ¢

2 9
0 ml

1 liter
100 ml
0 ml
1 lter
10 ¢

1 m
0 m
100 m
80 m



Add ddH2) to 1liter and sterilize by filtering through a.0.45 Jim
membrane filter.

6. PBS/1 % Paraformaldehyce fixative 1 liter
1XPBS 600 ml
10 % Buffered Formalin Acetate 400 ml

Adjust pH to 7.1 and sterilize by filtering through a0.45 Jm
membrane filter.

7. 200 mM L-Glutamine
L-Glutamine 02 g
ddHD 1000 ml

Sterilize by filtering through a 0.45 Jmmembrane filter.
Aliquot and store in polypropylene centrifugue tube at - 20 ¢
** Do not heat; Since heat will destroy glutamine.

8. Hoeschts 33258 Dye stock solution
Hoeschts dye 0005 ¢
ddH2) 0 ml
Store in polypropylene centrifuge tube at - 20 c.



9. Hoeschts Dye solution (for 8 slides)
Hoeschts Dye 33258 stock solution 180 pi
1XPBS 45 ml
** Prepare freshly before Use.

2 pi/ ml Heparin in HBSS

HBSS stock 225 ml
Heparin & i
Complete RPMI 1640 medium 69 ml
RPMI stock b ml
L-Glutamine 38 pi
Gentamycin 16.25 pi
Fetal Bovine Serum 358 m

HBSS/ 2 pi/ ml Heparin/ 1% Fetal Bovine Serum
HBSS 495 ml
Heparin (5,000 1.u./u.l./ml) 100 pi
Fetal Bovine Serum 05 ml



13, Stop Wash Buffer (Apoptag kit) 400 m

Stop Wash Buffer 1143 ml
daH2) 38857 ml
Store at4 ¢

14. TdT mixture ( for 8 slies)
Reaction Buffer 122 i
TdT enzyme o4 pi

** Prepare freshly before use.

15. FITC mixture (for 8 licles)
Blocking solution 112 pi
Anti-Digoxygenin 9B.67

** Prepare freshly before use.

16. Hoeschts Dye solution
Hoeschts Dye solution 180 pi
1X PBS 45 ml
** Prepare freshly before use.



17. IMNaOH
NaOH
doHD
Store at room temperature.

100 ml

100 ml
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