) ‘1

COLONY FORMING & HPRT ASSAY FOR V79 CELLS

Experiment Name : 100 % cluster, 3HTdR); Exp.
Investigator: M. Lenarczyk Date: June 21, 2001
Day Ist
1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from two 150 cm’ flasks, sub-cultured 15x10(6) cells/T175 flask 24h before; harvested -
flask # 1 app 30.6 x10(6) cells, flask # 2 app. 28.5 X 10(6) cells) with PBS, trypsinize
cells, each re-suspend in 15 ml MEMB, spin them down (2K rpm, 5”, 40C), re-suspend
cells in 15 ml MEMB, pass 5x through 10 cc syringe with 21 gauge needle, count the
cells using Couter counter (100 i cell suspension / 20 mi Isotone
2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count : 3 952 800 cells(ml)
coulter count [(99624+9911+9812) —- 13] x 400
3. Transfer 1 ml of cell suspension into ten 12 ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-10 both on cap and wall
4. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO, Date/Time: June 21, 2001/

16:15

x
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5. Prepare MEMB containing radioactivity in hood

6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

64 pl 3HTdR (Stock :

according to Table below.
Date/Time: June 21, 2001 / 19:30

uCi/pl on May 30, 2001) + 3935 ul MEMB

Lot # 3106427

Tube # | 3HTdR | Cellsin | MEMB
uCimi | MEMB | (i) MEMB+
(ml) SHTIR
(ml)
[16 uCi/ml}

1 1.0 1.0 0

2 0 1.0 1.0 0

3 1.0 0.875 0.125

4 2.0 1.0 0.750 0.250

5 3.0 1.0 0.685 0.315

6 4.0 1.0 0.500 0.500

7 5.0 1.0 0.375 0.625

8 6.0 1.0 0.150 0.750

9 7.0 1.0 0.125 0.875

10 8.0 1.0 0 1

7. Return test tubes to roller for 12 h

Date/Time: June 21, 2001/ 19:45
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Day 2nd

8. Next day, while test tubes are in roller label 10 gamma-tubes (13 X 100 mm VWR glass test
tube) '

9. After ~12 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge).

Date/Time: May 22, 2001/ 9:45 (3.5 hrs)

10. Remove buckets from centrifuge and carefu:ly remove 150 pl of supernatant and place in pre-
labeled gamma-tube.

11. Decant supematant, click tubes, vortex, re-suspend in 10 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, re-suspend in 10 ml wash MEMA

14, Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, re-suspend in 10 ml standard culture MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Decant supernatant, click tubes, vortex, and using 200 pl tips transfer the cells in

polypropylene micro-centrifuge tubes (Helena tube, 400 pul)

18. Again add 200 pl ice cold standard culture MEMA, pipet 1-2 times @ transfer the
remaining cell in the same polypropylene micro-centrifuge tubes (Total volume ~400 ul)
19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer Hellena tubes at 10.5°C for 72 h
Date/Time: June 22, 2001/ 11:30

21. Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing 6 ml liquid
scintillation cocktail (EcoLume) from 150 ul supernatant removed earlier (Step 10) and count
them for radioactivity

transfered on: Date/Time: June 22, 2001/ 12:00

counted on: Date/time:

Day 5th
22. After 72 h, carefully remove the supernatant from the top, vortex pellet and transfer the cells
suspension to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap
and wall) containing 10 ml wash MEMA by using Pasteur pipet
Date/Time: June 25, 2001 /
23. Again add 200 ul wash MEMA in micro-centrifuge tubes, re-suspend and transfer the cell

suspensions in 12 ml tubes
24. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)
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TABLE-3 . _ . -
V313, “lﬁe/ oo™, June 2-.:, 2007

Expt. # : Eipitean) Date/Time :

Tube #| Coulter count for 100 ul cell Avg. count Cells/ml
suspension
[Avg. count
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timent:
efTime:

Tube #

-

COwO~NOOSsWN-

1st

6003
5067
6270
5934
5904
5803
5438
5456
5410
5637

Tube # Predicted

-t

N -

QWoO~NO G AW

# Cells
Seeded

200
200
200
200
200
200
200
200
200
200

37063
HitHHHE
Coulter count
2nd 3rd
5803
5096 4980
6373 6309
5676 5619
5828 5686
5821 5843
5627 5667
5370 5454
5539 5497
Actual
#Cells 1st
Seeded
236 100
202 78
252 97
229 58
232 68
234 61
223 57
217 43
216 47
222 61

CoulterSurvival

Average Cells/ml

5903
5048
6317
5743
5806
5856
5577
5427
5410
5568

2358000
2015867
2523733
2294000
2319200
2339067
2227733
2167467
2160800
2219867

Colony count

2nd

g0
72
107
61
51
39
42
47
55
61

3rd

93
57

49
39

49
52

1st

Average

85

99
59
61

46
41
50
58

Hemocytometer Count in Grid

2nd

PE (%)

38.867

39.228
25574
26.158
21.234
20.649
19.070
23.294
26.128

3rd

SF

4th

SF

Uncorrected Corrected

1.00

1.1647
0.6902
0.7137
0.6843
0.5412
0.4863
0.5922
0.6824

1.0000

1.0093
0.6580
0.6730
0.5463
0.5313
0.4906
0.5993
0.6722

B019626



S

(luybg)) uopesnuadsuo) AlAROY

002 051 001 0s 0
S 4
PR c
\\ vo 2
et 80 5
e * g
»\ Al m
® L ?.F m
9L S
uonenuasuo) AHARIY "SA ayeldn
(nea/bgw) exerdn senje
rA gl I S0 0
: - . 0010
; 7]
] 3
8 j s
s ® 8 e 5
—§H 000+ I
‘
] )
Q
poloaLon & 5 m
pejosuooun ¢ ]
4 00001

axeldn 118D “SA [BAIAING

¢eL90
£665°0
906v0 .
£189°0
€950
0€49'0
08590
€£600°1L

0000t

pejeuo)  pejieucoun

[EAIANG

$289°0
¢c65°0
€981°0
50
€v85°0
LELLO
20690
Lpol’t

0000’4

leNAIng

124
L6171
6ve’L
696°0
vig0
06¢°0
¢lc0
680°0
0000
0000

(1eohgw)

100¢/12/9

959°0Z! ot m
9e1'e9l 6
L bEL 8
ZIS POl L
0L9'¥6 9
216'6S g
eve sy 14
59022 €
0000 b4
0000 I
(lw/bgy)
f1I8o/AuAIoY ouod AJAIOY # edny
:owi /o1 ﬁ
‘Juswtedxy
|

B019627



