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V79 COLONY FORMING ASSAY

Exp. #: ;2/
Date: L}//C}/w/

Experiment Name : 3HTdR toxicity (cluster, 50% labeling);

Investigator:

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells
(from two 175 cm’ flasks, sub-cultured 1:2, 2. days 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 transferring 100 ul in Coulter cup containing 20 ml isotone (Coulter
balanced electrolyte solution) . Elasks

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : 2-OX 10 cells/ml)  G5% confluent

. Transfer 1 ml of cell suspension into 20 12 ml tubes (Falcon plastic test tube, 17x100 mm)

o

labeled 1-10 both on cap and wall
. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO;
. Prepare MEMB containing radioactivity in hood
4O ul 3HTAR (Stock : | pCifpl on y+2 %0 MEMB
6. After 3-4 h, remove first set of 10 test tubes from roller and add MEMB with or without
Date/Time: (o ‘QQ p

Date/Time: 33 |5 - M

[N

radioactivity according to Table below.

Ad | ~b of MEMB to the Necord pet oF
Tube # | 3HTdR | Cellsin | MEMB | MEMB+
wCirm | MEMB b n)y | sHTAR
(ml) )
[20uCi/
mli]
1 1.0 1.0 0
2 1.0 1.0 0 ,
3 0.1 1.0 | 099 | o001 Prepe 3m@ (2255 ) = CoKC
4 0.5 1.0 095 | 005
5 0.75 1.0 | 0925 | 0075
6 1 1.0 0.9 0.1
7 2 1.0 0.8 0.2
8 4 1.0 0.6 0.4
9 5 1.0 0.5 0.5
10 10 1.0 0 1
Qe

+0 ml o 2% ot
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. 7. Return test tubes to roller for 12 h . Date/Time: & - {7pm
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). Date/Time: 7:/3%5 .1 4/20 /Zaal
10. Remove buckets from centrifuge and carefully remove 150 ul 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 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 5
17.Decant supernatant, click tubes, vortex, resuspend in /7 ml of MEMA
1 i i m, 4°
; X
. - 20. Add 10 ml of wash ME;?,@ second set of tubes containing 2,000,000 cells, and follow

steps 11-17, suspend in’Zjinl of MEMA and transfer cells to the corresponding tubes

containing 2,000,000 cells in step 19 e OGSk SeCerd St coith 2l FAERA
21. Centrifuge tubes for 10 min at 2000 rpm, 4°C ard frapsSer thet oo o st se€
22. Decant supernatant, click tubes, vortex
23. Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps

(Helena Plastics, 400 ul) using 200 ul pipet tips

24. Again add 200 ul ice cold MEMA, resuspend and transfer the cell suspensions in the same
- hod diffeotby with fuefs

polypropylene microcentrifuge tubes (Total volume ~400 ul) b i onadstont d "

25. Centrifuge tubes for 5 min at 1000 rpm, 4°C 4 20 (100 | Lefover volomes different.
26. Transfer tubes at 10°C for 72 h. Date/Time: [0 .40am Recoprend car&b*l‘;e‘lﬁriﬁ

Counts a per Hare!
27. Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing 6 ml liquid 4

o
scintillation cocktail (Aquéos%ﬁn%m 150 ul supernatant removed earlier (Step 10) and count 2(;":"(5‘“"
them for radioactivity Date/Time:

28. 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,
labeled 1-10 both on cap and wall) containing 10 ml wash MEMA by using pasteur pipet

. Date/Time: [/:30 am  4{23[2a0]

' 29. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
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‘”. suspensions in 12 ml tubes
30. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

31. 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,X3,X4,X5etc.

32. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
33. Centrifuge tubes for 10 min at 2000 rpm, 4°C

35 2
36. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times

AERR ha
o . =2ed~nry -

through 3 cc syringe with 21 gauge needle

37. De;termine cell concentration by transfering 100 pl to Coulter cup

38. 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.

39. 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.

‘ 40. Transfer 200 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml

cocktail (Aquasol)

41. Incubate petridishes for 1 week

42. Count vials for radioactivity Date/Time :

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

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

point.
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Exp. # 2
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CoulterSurvival

riment: 2
efTime: 4/19/01
Tube # Coulter count Average Cells/mi Hemocytometer Count in Grid
1st 2nd 3rd 1st 2nd 3rd 4th
1 7967 7945 8022 7978 3190400
2 7404 7497 7513 7471 2987733

3 8321 8426 8221 8323 3328267
4 7644 7486 7622 7584 3032800
5 7535 7595 7432 7521 3007467
6 7009 7128 7026 7054 2820933
7 7540 7458 7458 7485 2993333
8 7117 7107 7177 7134 2852667 = .
g 7204 7236 7144 7195 2877067 |

10 6896 6826 6875 6866 2745467

Tube # Predicted Actual Colony count Average PE (%) SF SF
#Cells #Cells st 2nd 3rd Uncorrected Corrected

Seeded Seeded

! 1 200 319 92 111 119 93 30.160 1.00 1.0000
2 200 299 78 85 74

3 200 333 142 126 120 129  38.859 1.3882 1.2884

4 200 303 120 129 121 123  40.666 1.3238 1.3484

5 200 301 64 68 79 70 23.386 0.7549 0.7754

6 200 282 92 101 78 90 32.022 0.9696 1.0617

7 200 299 74 62 94 - 77 25612 0.8229 0.8492

8 200 285 89 69 67 75 26.291 0.8050 0.8717

9 200 288 85 87 97 90 31.166 0.9624 1.0334

10 200 275 71 58 55 61 22340 0.6583 0.7407
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