V79 COLONY FORMING ASSAY

Experiment Name : 210Po-citrate + 50-200ug/ml MEA ;
Investigator: A. Bishayee

Coulter cup containing 20 ml isotone (Coulter balanced electrolyte solution)

Exp. #:3_—

Date: 0115/98

&/17/71

1. Set the rocker-roller at 37°C incubator, set the Coulter Counter, wash cells (from 75 cm’® flask,
subcultured 1:2, 24h before) with PBS, trypsinize cells, resuspend in 7 ml MEMB, pass five
times through 3 cc syringe with 21 gauge needle, perform cell count by transfering 100 ul in

2. Dilute to ~400,000 cells/ml in MEMB (final volume 11 ml) [Actual count :392,433 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% CO3 DatelTime: 0!/(9/9§, 300 pa,
5. Calibrate the stock 2%Po-citrate for today ( [HCilm})/ o iag
6. After 3-4 h, remove test tubes from roller and add according to Table below.
DatelTime: offif/gs, (-5 P
Tube# | ?°Po- | Cellsin | MEMB |Po-<citrate| MEAin | MEMA | MEA
cirate | MEMB | (12 %A ml) | Conc.
uCi/ml | (ml) uCifml) | o (uglenl)
on 12/11 (i)
(ml)
1 0 1.0 1 0 0 2 0
2 0 1.0 1 0 0.5 L.5 50
3 0 1.0 1 0 1 I 100
4 0 1.0 1 0 1.5 0.5 150
5 0 1.0 1 0 2 0 200
6 0.2 1.0 0.965 0.035 0 2 0
7 0.2 1.0 0.965 0.035 0.5 1.5 50
8 0.2 1.0 0.965 0.035 1 1 100
9 0.2 1.0 0.965 0.035 1.5 0.5 150
10 0.2 1.0 0.965 | 0.035 2 0 200 |l

7. Return test tubes to roller for 30 min.
8. After 30 min, centrifuge tubes for 10 min at 2000 rpm, 4°C Date/Time: 760 /o g / 19/ % 7
9. During the centrifugation move roller to 10.5°C

Datel/Time: 6-3¢

P-W

o//19/79
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10. Collect 150 ul supematant in separate tubes

11. Add 8 ml of wash MEMA in each tube containing the pallet

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 supematant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

17. Decant the supernatant, click tubes, vortex add MEMA with or without MEA as per Table

18. Transfer tubes at 10°C for 72 h. Date/Time: o/p9 /99, 8-S pa-
19. Transfer 30 ul of supernatant in triplicate from step 10 into 20 ml scintillation vial containing 6
ml cocktail (Aquasol) and count for radioactivity DatelTime: of /2, (49} l1~c0 o.m
19. After 72 h, add 8 ml wash MEMA in cach tube, vortex and centrifuge the tubes for 10 min at
2000 rpm, 4°C (precooled centrifuge) Date/Time: 0/ /99, h-o00 ax.

20. Labeling and preparation of dilution tubes and colony dishes
-load 60 mm petri dishes with 4 ml MEMA
- load 30 test tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3,
24,25, X2, X.3, X.4, X.5 etc. o

21. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

23. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

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

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

26. Determine cell concentration by transfering 100 ul to Coulter cup

27. Vortex tube, transfer 0.5 ml into X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3 and
vortex tube X.3 and transfer 0.5 ml to tube X.2. Keep tubes on ice.

28. 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.

29. Transfer 500 ul of cell suspension (in duplicate) to 20 ml scintillation vial containing 6 ml
cocktail (Aquasol)

30. Incubate petridishes for 1 week

31. Count vials for radioactivity Date/Time : 0// 22799 [~ 60 pu.

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

33. 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. # :9 20 Date/Time : 0//20 /4’7 5 [l-00 a.ux
Tube #| Medium count for 30 ul Avg.cpm | dpm uCi/ml (A) [uCi/ml(A,)
(cpm) [cpm/1] on counting | on addition
[dpm/666601 | A fe]

sA2foo

L Sece ke aBRachod

2 Shee}—

3

4

5

6 8973 8973 | 0202

7 8779 | 8979 | 02022

8 /5o 950 0206

9 211 911§ 02052

10 LAY 855 | 01944
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TABLE-2

Expt. # : 2 Date/Time :  ¢//22/4¢ y [~06 P
[Tube #] Radioactivity for 500 ul cell | Avg. cpm | dpm nCi/ml (A) uCifml (A)
suspension -
[cpm/1] on counting after 12 h
(cpm) incubation
[dpm/111x10%]
[Afe™]
1 See e
2 altaches e
3
4
5
° 100l t0of | 0-000490)
! 173 973 | 0000877
8 408 qo8 0:0008(g
9 010 fo1Q 0000 o
10 9Ls5 925 | 0000833
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TABLE-3

Expt. # : 1~ DatelTime : 0//22(¢9 ) 1200 woo

Tube #] Coulter count for 100 ul cell Avg. count Cells/ml fCilcell
suspension [Avg. count [uCi/ml x10°

x 400] Cells/m]]

1 3@%’3?%"%”7&

2 467, %el, 415

’ 356, 394, 377

! 515, §37, 519

> | W% 452, 4y

6 4%, 13 44¢ 43, 72660 §293

7 “es,  bas, 4ep 453 1934¢, | 4787

8 465, 49), 453 “4e 87864 | “4'36@

? 9, 4, 467 458 193333 G909

0o A, wg, 44s 417 (70933 | 467¢
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TABLE-4
Expt#: )~ Date : 0//%/747
Tube.dilution|| Colony 1 Colony 2 Colony 3 | Avg Colony SF
(1L~ 151 169 159 /66 -
12 14 It /50 I5¢ | O 7/0?
3 33 13 143 13¢ o 8625
4 Wo h7 124 lig Io-?}jz__
592 91— 1oo 707 Y-6c o'éﬂﬂ—‘)‘
o4 | 4 | 48 | 54 | 098 | 0003
7' 4 36 4 50 O42_ | 0'0029
5 63 70 77 7-0 00507
7
¢3 lg 126 o7 ne | o o7
(03 73 o 74 503 | 0o8oc
M EA bMF
Cone/.
(mim)
0 /
30 O-q]
[oo [cGf
[So 2 %3
200 2]
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