V79 COLONY FORMING ASSAY

Experiment Name : 125JUdR + MEA; Exp. #:1; Investigator: A. Bishayee
Date: 04/09/98

1. Set the rocker-roller at 37°C incubator, set the Coulter Counter, wash cells (from 75 cm” flusk,
subcultured 1:2, 24h before) with PBS, trypsinize cells, resuspend in 7 ml MEMB, pass five
times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in
Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)

2. Dilute to ~4,00,000 cells’m] in MEMB (final volume 11 ml) [Actual count : 4 54.200 cells/ml)

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. Roll the tubes for 3-4 h at 37°C, 5% CO» Date/Time: 04/09/ 48 , 3-15 pm.

5. Prepare MEMB containing radioactivity in hood A

2:¢ ul 1251UGR (prepared on 04(09/9g) + S ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

according to Table below. Date/Time: 4/ 9/ 98, 7-30 Pm.
Tube # |'*TUdR | Cellsin || MEMB | MEMB+ [|[MEMA+ | MEMA
uCiimt | MEMB fI oy | ispugr | MEA
m @) |
u([Z%l.x(r)ll] (1.3 mM)
1 0 1.0 1.0 0 2.0 0
2 0 1.0 " 1.0 0 2.0 0
3 0.01 1.0 | 098 | 002 2.0 0
4 0.02 1.0 0.96 0.04 2.0 0
5 0.03 1.0 0.94 0.06 2.0 0
6 0 1.0 1.0 0 0 2.0
7 0 1.0 1.0 0 0 2.0
8 0.01 1.0<" 0.98 0.02 0 2.0
9 0.02 1.0 0.96 0.04 0 2.0
10 0.03 | 1.0 || 094 | 0.06 0 2.0

7. Return test tubes to roller for 12 h, increase the elevation angle of the roller.
Date/Time: 04 [09(q5 5 7-4S P'7.
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8. While test tubes are rolling label 40 (4x10) 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: 04/ ro(q8,; 9-00 am.

10. During centrifugation, move roller to 10°C and obtain ice

11. Prepare 11 ml of sterile MEA (100 ug/ml) in MEMA , put on ice

12. Remove buckets from centrifuge and carefully remove 100 pl of supematant and place in
prelabeled gamma-tube.

13. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

15. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

17. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

19. Decant supematant, click tubes, vortex, resuspend in 2 ml ice cold MEMA containing 0 or 100

ug/ml of MEA as per Table. Keep on ice!

20. Transfer tubes to roller at 10°C for 72 h. Date/Time: 04/ o[98 ; 1l~00 am.

21. Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from
100 ul supernatant removed earlier and count them for radioactivity

DatelTime: 04 |j4/48; 2-00 p1-
21. After 72 h, remove tubes and place on ice, add 8 ml ice_cold wash MEMA.
DatelTime: 04/13/48 ; iv-0p a. m .
22. Centrifuge tubes for 10 min at 2000 rpm, 4°C (precooled _centrifuge)

23. Labeling and preparation of dilution tubes and colony dishes
- load 57 60 mm petri dishes with 4 ml MEMA
- load 30 T-tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 2.2, 2.3, 2.4, X.2,
X.3, X4, etc.

24, Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

26. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

28. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 3 cc syringe with 21 gauge needle

29. Determine cell concentration by transfering 100 ul to Coulter cup

30. Vortex tube; transfer 0.5 ml into dilution tube X.4, vortex tube X.4 and transfer 0.5 ml to tube
X.3, vortex tube X.3 and transfer 0.5 ml to tube X.2 and vortex. Keep tubes on- ice.

31. Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
should be seeded for control T-tubes.
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32. Transfer 300 ul of cell suspension (in triplicate) to gamma tubes for each tube

33. Incubate petridishes for 1 week

34. Count gamma tubes for radioactivity Date/Time : 04]14/ 25 7 }—oopn.

35. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with crystal violet

36. Count colonies (50 or more cells). There must be between 25 and 250 colonies for the dish to
be a valid data point.
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TABLE-1

D A46S

- Expt.f: Date/Time : 04/ /4 [498 ; 2-00pn |
[Tube # | Medium count for 10 al Avg.cpm | dpm uCifml (A) [uCi/ml(A,)
(cpm) * [cpndé);:‘;;47 on counting | on addition
GP'"/'O‘?"S: [dpm/22200] | [A/e]
1 , =1, 0 0 0 0 0
2 0, ~4, 4 0 o) 0 O»
3 134 145, 153 44 20408 | 000919 | 90097
4 328, 276, 31l 305 £32:25 | 00194 | 00205
3 403, 445, 445 43| Glo- 8% | 00275 |0-0290
6 | -4 -2, | 0 D 0 0
7 -3, 10, ~4 ) 0 0 0
8 | 166, 127, IsS 1493 | 2059 | 00095 | 0:0/00
9 243, 310, 248 301 42658 | 0°0192 | 0°0203
0 Vs, 447, 432~ | 434¢ | ols] | 00277 | 00293
ot/o9/ag ", 7T
#  T-125 Window — £’“131LV ke W
Fo oy > 048 g -5 T e
Il > r£7
e
_-0613x #2 T
(440"




TABLE-2

Expt. # : 1 DatelTime : 04//2 /9g J 3=00 pPm
Tube #| Radioactivity for 300 ul cell |Avg. cpm | dpm uCiiml(A) |uCi/ml(A,)
suspension 07056
[cpm/B342] | on counting |after 12 h
(cpm) incubation
[dpm/666000]
[A/e"]
1 -5, 1, 5 0 ) O 0
2 lo, 2, s 0 0 o 0
3 131, 951, 45D 444 | 33718 |o-0020 |0-00%1
4 402 1559, 1475 | (485:3 | 2105 © 00031 | p0033
3 1982, 200l) 1129 | 2037-3 286773 | 00043 10" 0045
6 1, —6, —2 0 0 0 °
7 -5, s, - o o 0 o
8 1400, 136S, 1369 i394 4529 (00029 |0:0030
? 1232, 2351, 1354 | 23123 | 32771 |0 0049 |o0005)
10 1334, 23498 223] | 1323 | 324203 | 0:004q | 0005
04/10/45,‘ Qoo a.m
N T
% 4y th
- 06ayx D] d
I %40 = (of
— 00486
e
0194525
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TABLE-3

Expt. # : 4 Date/Time : 04[13] 98 [1-35 a-m.
"Tube #] Coulter count for 100 ul cell Avg.count | Cells/ml pCilcell
suspension
[Avg. count [uCi/m1 x10°
x 400] Cells/ml]
1 , . s33.
%1/,873, 103, 863 8663 3545333 0
2 "f‘/é/ 40, 76 432 728 00 o
3 767,771, 8oy 280 312000 0100673
4 845 602, 793 §13'3 3253333 001383
> 668,575, 578 607 242800 | 001853
6 874, 876, 858 Beq:3 | 3417333 | 0
T s, — — — —
8 ' . .
874, 853, 807 444 3378666000667
> | 825,77, 777 7896 | 3is866p |0 01619
10 420, 425, 43 4243 1685333 |0 03026
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TABLE-4
Expt # : 4 Date : g4/20] 45
Tube.dilution|| Colony1 | Colony2 | Colony 3 v Colony | s

Fo_ &0 68 60 | 6933

22 I 4 14 3%

39 47 44 3s | 4366 || 06295
45 82 90 78 533 | 0120/

53 | 6| 4o - S 00735
62— | Ry iy £2- 15 83

o - N —

82— 20 28 3% | 2666 | 032121
13 59 53 54 @555 |p-0b4s

04 %0 27 29 025 | o 0030
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