V79 COLONY FORMING ASSAY, Mufnfim, Comet vy

Experiment Name : 3HTdR + 0 or 10% DMSO (cluster, 100% labeling); Exp.# (
Experiment performed by : A. Bishayee Date: 02/03/00

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm? flasks, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 ml MEMB, pool, 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 ~4,000,000 cells/ml in MEMB [Actual count 3 3,976,0 oocellslml)

3. Transfer 1 ml of cell suspension into 10 14-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; DatelTime: 02/03/00
5. Prepare MEMB containing radioactivity in hood 2-30 pin

40 ul3HTdR (Stock: { uCi/ulon 0If3jfoo)+ mIMEMB .
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

according to Table below. Date/Time: 02/p3/00, J—0op”
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Tube# | sgTgr | Cellsin | MEMB
wCimt | YEVB | (mp) | MEMB-
(m) SHTAR
[8uCi/ml]
(ml)
1 0 1.0 1.0 0
2 0.5 1.0 0.875 | 0.125
3 1 1.0 0.75 0.25
4 2 1.0 0.5 0.5
5 4 1.0 0 1
6 0 1.0 " 1.0 0
7 0.5 1.0 0.875 | 0.125
8 1 1.0 0.75 025 '
9 2 1.0 0.5 0.5
10 4 1.0 0 1

7. Return test tubes to roller for 12 h .

tube)
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Datel/Time: @9/0 3/'41)) 7-3%0 PM.
8. Next day, while test tubes are in roller label 10 gamma-tubes (12 X 75 mm VWR glass test

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

(precooled centrifuge).

Date/Time: ¢1/04 / 0V, 9-30 am
10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant from each tube
and place in prelabeled gamma-tube.
11. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
12. Centrifuge tubes for 10 min at 2000 rpm, 4°C
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 m! wash MEMA
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C
17.Decant supernatant, click tubes, vortex, resuspend in 8 ml of MEMA with (Tube# 6-10) or
without (Tube#1-5) 10% DMSO
18. Centrifuge tubes for 5 min at 2000 rpm, 4°C
19. Decant supernatant, click tubes,vortex, transfer the cell suspension in polypropylene
microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips
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20. Again add 200 ul jce cold MEMA with or without 10% DMSO, 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: OZ 04/00, il-00 .4 -

23. Transfer 30 ul supernatant from from 150 ul supernatant refnoved cal‘{icr (Step 10) in triplicate
in 6 ml scintillation vials containing 6 ml liquid scintillation cocktail (Ecolume, ICN) and count
them for radioactivity Datel/Time:

24. After 72 h, carefully remove the supematant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the contents by using pasteur pipets to 10 corresponding 14-ml tubes
(Falcon plastic test tube, 17x100 mm, labeled 1-10 both on cap and wall) containing 10 ml
wash MEMA in each Date/Time: o 1/03/00/' (0-00 a.&,

25. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in corresponding 14 ml tubes

26. Centrifuge the tubes for 10 min at 2000 1pm, 4°C (precooled centrifuge)

27. Labeling and preparation of dilution tubes and colony dishes
- load 60 mm tissue culture dishes with 4 m! MEMA
- load 40 sterile. tubes with 4.5 ml wash MEMA in each and label them 1.2, 1.3, 14,
1.5;2.2,2.3,24,25; X2, X.3, X4, X.5 etc.

28. Decant supematant, 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 ml wash MEMA

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

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 m! into dilution tube X.5, vortex tube X.5, 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.

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 200 ul of cell suspension (in triplicate) to 6 ml scintillation vial containing 6 mt
cocktail.

37. Incubate petridishes for 1 week

38. Count vials for radioactivity DatelTime : 0%/67 /00 ; 5-30 Ph,

39. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.5% crystal violet

40. Count colonies. There must be between 25 and 250 colonies for the dish to be a valid data Poi

o
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TABLE-1

Expt. #: | DatelTime :  02/07/00, s-70 pm.

Tube #[ Medium count for 30 ul Avg.cpm | dpm uCi/mi (A) [ uCi/ml(A,)
(cpm) [cpm/0.58] | on counting | on addition

[dpm/66600] | [A /]

1

2 3766 | 6443 00975

3 7% 13235 0187

4 5452 | 2664: | 0400 |~

5 2940 | S070| 07613

6

7 384s 6714 0-{00g

8 T2 | 13244 0119}

? 14807 | 25233 | 03944

10 30372 | $23e5 | 078063
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TABLE-2
Expt. #: ( DatefTime :  02/07 /4,
Fﬁbe #| Radioactivity for 200 ul cell | Avg. cpm | dpm uCi/ml (A) | uCi/ml (A,)
suspension
[cpm/0.58] | on counting | afier 12 h
(cpm) incubation
[dpm/444000)
[Afe]
! {222t g
1.9 2.7 22100
2 ﬁ&?—’rﬁﬁl 0 049%
3 30083 |1 S1867 | 01163
4 59659 | 102861 02317
> tosgeo | 182517| 0411
6
7 i47to | 28362-| 0057
8 29171 | 50248 | 0132
9 $700] | 48187 0224
10 [0i6%2—| 175314 | 0'394¢
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vel Conbadnng

tof cells
Qi o Mo (M) o/ 07/00
!, 839, 822 4547 3,344, oo 0 299
2 727, 710, 734 2,894, b6 0345
29 724, 724, 75 2, 439,664 0340
4 185,793, 76§ 3,124,000 0-319
5 137, 733, 703 2,847,533 0345
b 824, 832, 943 3, 332,000 0300
[ _
$47, 6tc, 833 3,294, 666 0294
g 744/ 732, 719 2,424, 3353 034
q 759, 729, 732 2,960,000 0337
703 €95, 697 2,793,533 0-35¢
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TABLE-3
Expt. #: { DatelTime :  02/07/60
[Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension
[Avg. count [uCi/ml x10°
x 4000] Cells/ml]
1 3,344,000
2 2,894 66 | O 0148
3 238,666 | 00397
4 3,126, ©oo 00740
> 2,647,333 | 0°i419
6 3,332, 000
7 3.3%,666 | 0°0leg
8 2,929,333 | 003 8¢
? 2,960, 006 | 0-074g
10 2,795933 O 1413

L peifeat

{ 4ﬂ

2:20
S 86
l0- g
20° 199

249
S\ 72
li-07

209

B001606



TABLE-4

Expt #: | Date : 0 2/14/pp
Tube.dilutionf Colony 1 | Colony 2 Colony 3 | Avg Colo;,[ SF
s (57 139 (49 l4g "
2.2 28 16 s % 33 ’70'6573
32 23 25 27 25 01711
%3 9s 103 [12 fo-33 || 00708
S 4 B3 99. 87 0-8733 || 00059
62— [ 32 (4 129 34
71~ 99 lo8 [g log:33 | 0-8084
er |y | 7w | 2 | e | o604
a3 27 33 40 33:33 0:2487
0y | 130 20 | 109 | et | oosgs
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