
bactophytohemagglutinin-M

PHA T lymphocyte

ethidium bromide DNA DNA

(condensation) colcemid metaphase

spindle fiber (metaphase)

prometaphase (prophase) 

4.1

4Chapter
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4.2

1. 

(1) CR15 15% FCS RPMI-1640 medium

(2) PHA (HA15 )

(3) Ethidium bromide (0.5 mg/ml)

(4) Colcemid (10 µg/ml)

(5) 0.54% KCl (pH6.8)

(6) 3:1

(7) 1X Trypsin-EDTA

(8) 0.025 M KH2PO4 (pH6.8)

(9) 95%

(10) Wright's stain

(11) Gurr’s buffer

(12) 

(13) 

(14) 15 ml

(15) 

2. 

(1) 

(2) (CO2 incubator)

(3) 

(4) 

(5) (phase-contrast microscope)

(6) (hot plate)

(7) 

(8) 

(9) 

(10) 56°C

(11) 90°C

(12) 
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4.3

4.3.1

1. 

2. heparin

heparin 0.5 ml 5-10 ml

2-3 ml

4.3.2

4°C

24

4.3.3 (Cell culture)

1. RBC

2. 15 ml 90 buffy coat

(WBC) 

3. 0.5-0.7 ml WBC

0.3-0.5 ml

4. 9.5 ml CR15 0.2 ml PHA

5. 37°C

6.

7. 68-72
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4.3.4 (Harvest)

1. 0.26 ml Ethidium Bromide (0.5 mg/ml) 37°C

90

2. 0.1-0.2 ml Colcemid (10 µg/ml) 37°C 20

3. 1000 rpm 8

4. 37°C 0.54% KCl 37°C 20

0.54% KCl 37°C

5. =3:1 1000 rpm 8

3:1

6. 1-2 ml 3:1

7. 20

4°C

8. 1000 rpm 8

9. 2-3 ml 3:1

10. 8 9 1000 rpm 8

4.3.5 (Making slide)

1. 3:1 (cell pellet) 

2. 2-3

60°C (hot plate) 

RO 4°C

3. (Lab No)

4. 90°C 1

5.
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