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V79 COLONY FORMING ASSAY
100y, (nbeled CAD
Experiment Name : !31TUdR toxicity (crossed dose); Exp. #: 1.1; Investigator: A.
K

Bishayee Date: 01/29/98

1. Set the rocker-roffer at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm? flusk, subcultured 1:2, 24h before) with PBS, trypsinize cells, resuspend in 10

ml MEMB for each flusk, pool, vortex, 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 ~40,00,000 cells/ml in MEMB (final volume 11 ml) [Actual count: 45i8666° ¢ eeﬂ/)/ ml

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;
5. Prepare MEMB containing radioactivity in hood
3.5 i 13HUdR (prepared on 01/29/98) +3 ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

DateITime: o(/29/9§; 2-30 pm.

according to Table below. Date/Time: off29{98, 6-15 p-m -
Tube # | *'IUdR | Cellsin || MEMB | MEMB+
uCiimt | MEMB I onpy | 1udR
(ml) (s
[2.0
uCifml]
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0010 | 1.0 | 099 | 0010
0025 | 1.0 || 0975 | 0.025
0.050 | 1.0 || 0950 | 0.050

[ 0.100 1.0 0900 | 0.100

0250 | 1.0 0.750 | 0.250

0.500 1.0 0.500 0.500

WX [Nl b

1.000 1.0 0.000 | 1.000

7. Return test tubes to roller for 12 h. DatelTime: ol 29/9 8; 6-30 p.m,
4
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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: 0({30(495; q-00 a:m.

10. During centrifugation, obtain ice

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

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

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

19. Decant supernatant, click tubes, resuspend in 200 ul ice cold MEMA transfer the cell
suspension in polypropylene microcentrifuge tubes with attached caps (Helena Plastics, 400 ul)
using pipet tips

20. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same

| polypropylene microcentrifuge tubes (Total volume ~400 ul)

21. Centrifuge tubes for 5 min at 1000 rpm, 4°C

22. Transfer tubes at 10°C for 72 h. Date/Time: oif30{q8; (i-30 @mn.

23. 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: o/f30(98, ti-45 am.

24. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to ten 12 ml tubes (Falcon plastic test tube, 17x100 mm,
Jabeled 1-10 both on cap and wall) containing 10 ml wash MEMA by using pasteur pipet

Date/Time: 02/02(98; 4-45 pa.m.

25. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 ml tubes

26. Centriflige the tubes for 10 min at 2000 rpm, 4°C (precooled  centrifuge)

27. Labeling and preparation of dilution tubes and colony dishes
- load 69 60 mm petri dishes with 4 ml MEMA
 load 36 T-tubes with 4.5 mi MEMA and label them 1.2, 1.3, 1.4, L.5; 2.2,23,24,
2.5; X.2, X.3, X.4, X.5 efc.

28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
30. Decant supernatant, click tubes, vortex, resuspend in 10 m! wash MEMA
31. Centrifuge tubes for 10 min at 2000 rpm, 4°C

B002106



®

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

33. Determine cell concentration by transfering 100 pl to Coulter cup

34. Vortex tube, transfer 0.5 ml into dilution tube X.5, vortex tube X.5 and transfer 0.5 mi to tube
X4, vortex tube X.4 and transfer 0.5 ml to tube X.3 and vortex tube X.3 and transfer 05
ml to tube X.2. Keep tubes on ice.

35. 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.

36. Transfer 300 pl of cell suspension (in triplicate) to gamma tubes for each tube

37. Incubate petridishes for 1 week

38. Count gamma tubes for radioactivity Date/Time : 02/ 02/48; 2-45 b+

39. After 1 week, wash colonies 3 times with normal (1X) saline,and 2 times with methanol.
Stain colonies with 0.0 5% crystal violet

40. Count colonies. There must be between 25 and 250 colonies for the flask to be a valid data
point.
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TABLE- |
Expt. #: <] Date/Time : 0(/30/93/- 1~45 aim .
Tube #] Medium count for 10 ul Avg.cpm | dpm pCi/ml (A) | pCi/ml(A,)
(cpm) f[cpm/0.142] | on counting | on addition
[dpm/22200] | [A Je]
1 3,2, 4 0 0 0 0
2 4'[ 51 3 0 (0] 0 (s}
3 17, 23, 20 20 |i40°84 | 00063 |00
4 | 48, 36,47 43¢ | 307-51 |o0-08i38 |t
S |73, 84, €8 7666 | 53990 |0-0243 |-
& f63, 172, 139 158 1112-67 | 0°0501 |e:047
7 378, 364, 40¢ 389-33 | 2741°76 | 0-1235 |66t
8 763, 847, 818 809:33 569953 |0:256] | o244
9 187, leo7, 1625 | 1606733 |1312:20 | 0: 5095 | o474
10
e~ "¢
n2 I7.2_S‘ h
= em oray
0693
- x {7:.15 .
- ¢ 7;;: 0" 940
0-06I8
dopbs 0940

v

00067
00146
00258
0-0532
0'3i3

©:2730

0-5420
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TABL E- 2

Expt. #: I Date/Time : 02/02/98; 2-45 pim.
Tube #] Radioactivity for 300 ul cell | Avg.cpm | dpm uCifml (A) | uCifml (A,)
suspension
[cpm/0.142] | on counting | after 12 h
(cpm) incubation
{dpm/666000]
[Afe™]
1 0, 2,1 0 o) o o
2 2,2, 0 ) o o o
3 l0s, 106, 105 i05:33 | 74178 |0'00113 |0°00149
4 250, 261, 278 263 1852- 11 |0:00278 000367
5 433, 475, 433 447 3147-88 000472 0'00624'
6 1064, 1108, 10q] 1087-64 | 76596 |0-01iSO |0°0152]
7 2562, 2552, 2472 25284 | 1780751 002673 |0°03535
8 | 4694, 4883, 4124 | 4833 ¢¢ |34039°65 |0 051IT 0706760
9 |a588, 4790, 9629 | 173565 |68561°03 | 0°10294 |0'13¢C14
10
4o = Ab/e'”" . p2f02(48 2-45 pn.
° s x 7775 72h+ $75
- Ae/ e Msx = 7775k olf 30/ 18 q-v06 4.m
- ~ 0'693%x727:75
A [e 1432—
- ~0-278
A / 075k
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TABLE- 3

0:0007I

Expt. # : 1.1 DatelTime : 02/02/98; 11-00 a.m .

[Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension v
CManomeli peloct 50 42) [Avg. count uCi/ceft x10°

x 400P ] Cells/mli]

1 290, 310, 324 308 1232000 o

2 514, 536, Si0 520 208 0000 0

3 |s39, 535, 487 $20:33 | 20813333 | p-p0BL

4 464, 444, 469 47233 18893333 | 0-001%4

Y| 438 43¢, 422 432 1728000 | 0-0034l

6, 494, 466, So03 416 | “154000 0- 00766

7 517, 537, 443 51566 20626666 | 001713

8 439, 464, 467 4566 i826666'¢ | 003700

° 442, 429, 440 437 1748000 | 0- 07787

pl g
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Expt #: i

Date : 02/09/48

Colony Counts and Survival Fraction

Tubedilution|]  Colony 1 | Colony2 | Colomy3 | AvgColony|  SF
9 44 37 44 4166%| -
22 118 (07 s | 266 | =
32 73 91 93 gL 6 | 047603
4.2 7 75 A P66 || 076360
52 69 7l ¢3 6733 | 0°6153
€2 6o Gl 62- 6/ 0" 5414
72 35 45 6o 5333 || 0-4733
B-2— A4 54 53 S0+ 33 || 0-44¢7
43— 28 25 3 28 02485

|
|

% hof WIW.
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