V79 COLONY FORMING ASSAY

Experiment Name : 3HTdR +0 or10%DMSO (cluster, 100% labeling); Exp. #:1;
Experiment performed by : A. Bishayee Date: 12/06/99
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Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm® flask, subcultured 1:2, 24h before) with PBS, trypsinize cells, each resuspend
in 9 mi 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)
Dilute to ~4,000,000 cells/ml in MEMB [Actual count : 4,012, 600 cells/ml)
. Transfer 1 ml of cell suspension into 14 12 ml tubes (Falcon plastic test tube, 17x100 mm)

labeled 1-14 both on cap and wall
. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO, Date/Time: tl{ oc(, 3—o0 pm
. Prepare MEMB containing radioactivity in hood

[20 upl13HTAR (Stock: pCi/ulon 1920 ) +4:55ml MEMB

. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity
according to Table below. :.;{DateITime: 1206 /7 g, 7-15 pm.
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Tube # | sgrgr | Cellsin | MEMB
uCifml | VB ) | MEMB-
(ml)
3HTdR
(ml)
[24uCi/m
1]
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0.5 1.0 0.96 0.04
4 2 1.0 0.834 0.166
5 4 1.0 0.67 0.33
6 8 1.0 0.34 0.66
7 12 1.0 050 | oF|
8 0 1.0 [ o [ o
9 0 1.0 -0 D
10 0.5 1.0 0.96 0.04
11 2 1.0 0.834 0.166
12 4 1.0 0.67 0.33
13 8 1.0 lr 0.34 0.66
10 12 1.0 | o 1
7. Return test tubes to roller for 12 h . DatelTime: 177/ 0@/ 94, 7~30 pm.

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) .

10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant 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 m1 wash MEMA

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

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

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

DatelTime: 2/06(7%) 9.p0 A.m
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17.Decant supernatant, click tubes, vortex, resuspend in 7 ml of A with or without 10%

DMSO Taher [-7: 0] pmso

18. Centrifuge tubes for 5 min at 2000 rpm, 4°C  Twhn B lep s M‘/. DMS0

19. Decant supematant, click tubes,vortex, transfer the ce]¥/suspension in polypropylene
microcentrifuge tubes with attached caps (Helena PHstics, 400 ul) using 200 ul pipet tips

20. Again add 200 ul ice cold MEMA with or without 10% DMSO, resuspend and transfer the cell
suspensions in the same polypropyigne 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: @ 12/07/49 ) oo A

23. Transfer 30 ul supernatant in three sets of 6 ml scintillation vials containing 6 ml liquid
scintillation cocktail (Ecolume) from 150 ul supernatant removed earlier (Step 10) and count
them for radioactivity DatelTime: n,{a'}(q N o 0 PM

24. After 72 h, carefully remove the supematant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to 14 12 ml tubgs (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: 12{10/49', |®—00 a.m

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

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

27. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 sterile tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3,
24,25; X.2, X.3, X.4, X.5 efc.

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 ul to Coulter cup

34. Vortex tube, transfer 0.5 ml into dilusion 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. Keep tubes on ice.

35. Transfer 1 ml from diluation 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 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 m!

cocktail (Aquasol)
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37. Incubate petridishes for 1 week

38. Count vials for radioactivity Date/Time : )2/lo [¢2, [- 3o P'"

39. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet

40. Count colonies. There must be between 25 and 250 colonies for the dish to be a valid data
point.
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TABLE-1

Expt. # : |

Date/Time : Il{’ 07/¢4\/ [—00 P™M.

[Tube #] Medium count for 30 ul Avg.cpm | dpm uCiml (A) - | nCi/ml (A)
(cpm) [cpw)ﬁ]/ on counting | on addition
O 4 [dpm/66600] | [A fe-]
1
2
3 4564 | 7808 0|
4 {9607 | 33805 | 0-s07
3 45589 | 7860l {18
6 84alp | l4caoy | 219
7 14 8430 2559 fj 384
8
9
10 Goss | (0422 | 0-Ises
I 22669 390865 0' 5869
- s443s  q3esy 1401
13 103 283 (78078 9267
I 165386 28545 + 28
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TABLE-2
Expt. # : | Date/Time : {2/ [0/4;1»/. 1~30 pim
Tube #] Radioactivity for 200 ul cell | Avg. cpm | dpm uCi/ml (A) |uCi/ml(A,)

suspension
[Cpmm on counting | after 12 h
(cpm) incubation
o8 [dpm/444000] Ao
c
1
2
3 ' 6980 | 184 00271
4 22¢20 | 3900l 00874

A 60103 | 103626 | 0°2334
6 tos30nl 181SSS | 0 4089
7 154410 | 266228 | 0°599
8
9
10 6705 | 11560 0026

I 98052 48366 01089
s 41737 8238 011894

o 84901 (4638 0327

J

1 DAsts  2UTG 0-4835
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TABLE-3
Expt. #: ( Pate/Time : IL//D[ ?7
"’I‘Tﬁe# Coulter count Tor 100 ul cell Avg. count Cells/ml pCilcell KBW/@?
suspension {Ave. count [uCi/ml <10° C’/UW
x 4000] Cells/mi] D) Cc!(C@Qb
tag’}
‘ o
B P
q
]
3 | 20662465 o 0102 | V*S1
e ] 'T_’/’_
4 M5 o000 0- 0278 |41
- __,_,___._——____,__,.._——-__,____.._——
5 g8, B86% 871~ g7l 34 86666 00669 | a-at
6 835, 63% 82 8%% 4344000 61220~ |16°04
7 gu, 829, 8% 815 3300000 | ©-\817 26-89
s | 15¢, 74 761|755} l, l
47 o/, ¢G95 74 703
. S 29 640
b 635, 615 b %9 6’7 24 76000
3, 71 0-0726 il-0g
| ”1/ 70‘(/ 71S 7,4
. Gas 2857333 o-1is
7 72—7/ 711 91 4 110g
184460 0
01700 15017
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TABLE-4

Expt #: \ Date : |/ /7( 94

Tube.dilution| Colonyl | Colony2 | Colony3 | AvgColony|  SF
L i48 159 '62- |7 1e0-s
22 (65 m ts7 | ) ||
32 123 129 136 t29-3 || 08058
Naeell I 100 I 0 R 0 W 2 W74
5Sz,f 8l 0 179 0-8( 0-00S
P4 - | 24 o | ot | ooolo
g | 135 144 (1|1 o "
'3y 14 29 137 |)
-1 {23 Hy (12 n7:.3 " 0:836]|
M- 3 81 2_ 82:3 0 -53(7
TS " 2% 26 20 23 0-3/33’,
3.3 39 So 49 436 003 ]
4 aq P12 8% 099 0-007(




