V79 COLONY FORMING ASSAY

Experiment Name : 3HTdR +0 orl0%DMSO (cluster, 100% labeling); Exp. #:2;

Experiment performed by : A. Bishayee Date:cif 1000

1. Set the rocker-roller at 37°C incubator with 5% CQ,, 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 celi. ]
count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter balanced -
electrolyte solution)
2. Dilute to ~4,000,000 cellsfml in MEMB [Actual count :4, 010, b64cells/ml)
3. Transfer 1 ml of cell suspension into 14 14-ml tubes (Falcon plastic test tube, 17x100 mm)
labeled 1-14 both on cap and wall
- Keep the tubes in the roller for 34 h at 37°C, 5% COy Date/Time: oifiofo0; 3-v0o pm
rd
- Prepare MEMB containing radioactivity in hood
[20 HI’HTAR (Stock : { pCi/ul on w/’;w ) +4¢5ml MEMB
- After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity
according to Table below. DatelTime: offig/po,, 7-¢o p#

[ N
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Tube# | 3sgTgr | Cellsin || MEMB
uCi/ml MEMB (ml) | MEMB+
(ml)
3HTJIR
(ml)
[24uCi/m
1]
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0.5 10 | 09 | 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 0 1
8 0 1.0 1.0 0
9 0 1.0 1.0 0
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 0.34 0.66
0)w| 12 1.0 0 1

180 1 730 pm,

7. Return test tubes to roller for 12 h . _ Date/Time; —

8. Next day, while test tubes are in roller labe! @: ammatubz@m 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) . Datel/Time: 0[/ /1/ 0o, /1;,’,3 ealt e

10. Remove buckets from centrifuge and carefully remove 150 ul of supematant?;nd place in
prelabeled gamma-tube. )

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

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

13. Decant supematant, 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
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Twhe (-7 1 OF. Daise 3
Wi &te; 10/ 943
1'7.Decant supernatant, click tubes, vortex, resuspend jn 8 ml of MEMA with or without 10%
DMSO
18. Centrifuge tubes for 5 min at 2000 rpm, 4°C
19. Decant supematant, click tubes,vortex, transfer the cell suspension in polypropylene
microcentrifuge tubes with attached caps (Helend Plastics, 400 ul) using 200 ul pipet tips
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. w4z DatelTime: 0 11/ 20 ;-5 dom .
23. Transfer 30 ul supematan{E’J_’_tTjueW 6 ml scintillation vials containing 6 ml liquid _,, = ~to
‘ hatior 05 0 O aqu \

scintillation cocktail (Ecolume, ICN).From‘ 150 ul supernatant removed earlier (Step 10) jand
count them for radioactivity Date/Time: O(//i/co - 1290

24. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the contents by using pasteur pipets to 14 corresponding 14-ml tubes
(Falcon plastic test tube, 17x100 mm, labeled 1-14 both or cap and wall) containing 10 ml
wash MEMA in each DatelTime: Ol/H{00, (0-00au. |
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 rpm, 4°C (precooled centri fuge)
27. Labeling and preparation of dilution tubes and colony-dishes

- load 66, 60 mm petri dishes with 4 ml ME oSt
- load 40 sterile tubes with 4.5 ml 1@ label them 17,1.3, 1.4, 1.5; 2.2, 2.3,
2.4, 2.5; X.2, X.3, X.4, X.S ete. . ] ,\d M.‘/\’f«z\fn o;é
Q)as. 2 Qi M )

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

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 wos™

32. Decant supernatant, click tubes, vortex, resuspend in 2 ml [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 dih\@&l 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. KeSp-tubes onice~ -

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. Transfe @ cell suspension (in triplicate) to 6 ml scintillation vial containing 6 ml |

I
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37. Incubate petridishes for 1 week )

38. Count vials for radioactivity DatelTime : 0i/ isf/ 00 p-o0 W ‘

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

point.
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TABLE-1

Expt. #:7 Date/Time : Ol/nfoo, [I-53 a7

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

[dpm/66600] | [A/e]

1

2

3 ¢6Sh 1476 01723

4 28186 | 48594 07297

> Sceo0 | 97586 | 1465

6 12607 M50 2918

7 69556 292339 | 4387

8

9

10 G746 163 01744

t 253552~ 440ss  0'6¢lS

- 58312 foos3y (509

'3 0706 Ig4s94 2772

g 166360 286863 4 %07
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TABLE-2
Expt. #: 7 - Date/Time : Of//"f/(‘)o'/. J-oopm.
Tube #| Radioactivity for 200 ul cell | Avg. cpm dpm puCi/ml (A) | pCi/ml(A,)
suspension
[cpm/0.58] | on counting | after 12 h
(cpm) incubation
[dpm/444000)
[A/e]

1
2
3 4533 |.78is | o076
4 16603 | 32074 00722
3 43027 | 74185 | 0167
6 78099 | 134453 | 03033
7 121404 | 20938 | 04714
8
9
10 4765 8250 | 00186
I 664 98493 00644
- 33818 sey 01316
1Y

66800 [1gp2( 02672
I4

M5 168aqp ©37495
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TABLE-3
Expt. #: 9 Date/Time : 0!/14 [ 00
[Tube #] Coulter count for 100 ul cell | Ava. count Cells/ml pCllcell

Suspension [Avg. count fuCi/ml x10°

x 4000] Cells/ml]
L 54¢, 607, sSo8
2 S75, S6b, S59
3 457, 43S, 4¢| 45\ 1804000 | 00097
4 S22, $35, S41 $33 23000 | 00339
> 545, 519, $27 S30 2121333 00788
6 488, 415, 4 47s 19 60000 0159¢
7 562, 575, 569 568 227460c | 02071
8 513, 522, s30
? Sei, s, 507
10 415, 4GS, 470 470 660000 | 0 0099
I 495, 4869, sty 448 94464 00323
2. 44s, 439, 4so- 445 1781333 00734
1 43, 417, 420 423 Jt42 000 0'15741
i4 §ss, 429, $31 44| Y lodeeo
(76a000 0451

479
i0°93
2337

384
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TABLE-4
Expt # : 2— Date : of/z,//OO
Tube.dilution]] Colony 1 | Colony 2 Colony 3 | Avg Colony SF
I i58 48 Is- | | 14
29 4] i39 156 '
J 1o 3% (23 e 33 | 0-8747
49— %9 &0 4 | S43 | 0364p
5% 17 103 9i 77 0065
¢4 Tr ¢7 58 76 067 || 970045
7.4 ‘ 6 13 il 0‘(5 0:0008]
92 i32 I 29 |7 1336
91 | 40 124 31 |)
Io-’)/“ 13 120 g | 12033 “ 0-4002
Ty 77 83 g0 83:33 0623
YR 52 16 20 (633 0 12.2)
133 13 51 o 53 0 0384
14 4 &0 90 7) 08033 0 0ogo
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