6 V79 COLONY FORMING ASSAY

Exp. #:2;
Date: 11/20/98

Experiment Name : 219Po-citrate + 100ug/ml MEA ;
Investigator: A. Bishayee

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

2. Dilute to ~400,000 cells/m! in MEMB (final volume 11 ml) [Actual count: 458,533 cells/ml)

. 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

. Roll the tubes for 3-4 h at 37°C, 5% CO,

w

DatelTime: i1f20/9% ), 1—45 pn .

~

5. Calibrate the stock *'*Po-citrate for today (4-quCi/ml)
6. After 3-4 h, remove test tubes from roller and add according to Table below.
DatelTime: 1)/20(4% ) 420 P
Tube # | 2'%Po- | Cellsin || MEMB |Po-itrate| MEAin | MEMA
) ciate | MEMB i ) (4.9 N{%A (ml)
uCi/ml {ml) uCi/ml) ug/ml)
on 11/20 (ml)
(ul)
1 0 1.0 1000 0 2 o |
2 0 1.0 1000 0 2 0 |
3 0.2 1.0 || 920 80 2 0
4 0.35 1.0 855 145 2 0
S 0.5 1.0 800 200 2 0
6 0 1.0 4’ 1000 0 0 2
7 0 1.0 1000 0 0 2
8 0.2 1.0 920 BO 0 2
9 0.35 1.0 855 145 0 2
10 0.5 1.0 800 200 0 2

7. Return test tubes to roller for 30 min. DatelTime: it[20/4%) 4-15 P™
8. After 30 min, centrifuge tubes for 10 min at 2000 rpm, 4°C DatelTime: 120/ 785 445 Pm
. 9. During the centrifugation move roller to 10.5°C
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10. Collect 150 ul supernatant 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 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 MEX (5,

CG4S
MEMK = W

17. Decant the supernatant, click tubes, vortex add 2 ml of MEMA with or without 1 gnl 0 05/
MEA as per Table
18. Transfer tubes at 10°C for 72 h. DatelTime: ii|20[4¢ 9 c-00 pPm.
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: if; 23]4¢ ) WIS P(m .
19. After 72 h, add 8 ml wash MEMA in each tube, vortex and centrifuge the tubes for 10 min at
2000 rpm, 4°C (precooled centrifuge) Date/Time: n{ 13(4%; W-iS a-m-

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; 22,23,
2.4, 2.5; X.2, X.3, X.4, X.5 etc.

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 1pm, 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 pl 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 pl 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 : i1} 23] 4§ Yy, L—3> - /a L

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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JSER: 5

SAMFLE REFEAT: 1 CYCLE REFEAT:

H#: 1 ARC:N GCF:N RCHM:RN
CHANNEL 1-Ll 2600 Ul 900 ZSIGMA:
DATA CALC: CPM, UNKNOWN REFLICATES:
“alLF LIFE (DQY%)-N
\_1 FOSs CH CFM 2EIGL TIME
1 ®¥— 1 1 14,00 53,45 1.90
2 %xx— 2 1 Ju 5,00 89,44 1.00
T ok¥—- 31 8.00 70,71 1.00
4 %% 4 1 W L1000 63,25 1,00
S k%= 5 i 340,00 4.6t 1.0
& *x%— & 1 Y {563.00 8.4% 1.00 .
7 w%— 7 1 F7Z.00  &,.42 1.00
8 #¥x- 8 1 4v H8.00 4,43 1.00
F %x— 9 1 FEG.OD 453 100
10 #%=10 1 SeRA928.00 &.57 1.00
11 #%—-11 1 T.00D 7E.59 1.90
12 ke—-12 1 b 23, 00 70. 4.00
,1¢ #x— 1 1 LJ.OD 89. 44 1.00
14 ®%- T 1 00 81.65 1.00
15 #%k— = 1 540,00 H.61 1,00
16 *#%k— 4 1 G {F15.00 &.81 1,06
17 #%- 5 1 B77.00 &.75 i.00
18 *#¥- & 1 I 76.00  Z.18 1,00
;19 *H¥-- 7 1 34_00 4,38 3.0
20 ¥E- 8 t‘ AHQ.00 535 1,00
21 k- G 7.00 7%.59 100
22 *%-10 1 M é?.ﬂm g1, 85 1.00
T kx—-11 4 .00 89, 44 1 .00
*¥-12 1 SL.00 89,44 1.00
25 ®%- 1 | w{s.oa 73.71 1.00
26 #x- 21 1.900 60,350 1 .00
;¢7 *%— Z 1 1424%.386  1.98 0,71
28 *%- 4 1 6239q4 &7 1.95 0,75
}29 ®k— 5 jy“ 4885%.731 1.96 070
,¢0 ®%x—- & i 2ELET 5D .95 ~ 4O
{?1 xH— 7 i %gd*4d.71 1. 94 70
'17 *h-- g 1 4“ F16%.71 1,98 0. 35
:‘-3 *h—- 9 1 26IEBLI3D .91 . 30
|34 * %10 i %;48b8 445 1. 89 .33
I‘ *#--11 i 1370.91 i.88 0.2
T kw—17 1 5.00 89.44 1.00
b? *¥¥%~ 1 1 w{l?,ao 79,59 1,00
58 *€—- 2 1 1.00 &0, 30 1.00
B9 xw— T i S5.00 B9.44 1.00
AQ *x— 4 1 ’M&'OO 100.0 1.00
41 *%—- 5 1 7. OO B9L 44 1.00
ﬁZ *%6~ & 1 15250.74 1,97 .48
;3 *¥— T 1$“2;c47ﬁ.48 1L 93 .85
44 %%~ 8 1 6B&RB.BO 1LY 0,62
a5 *%- 9 | R&EFIO.L00 1.9 0. 40
46 *®%—10 | 287TE.00 1,93 0.38
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TABLE-1

Expt. #: )~ DatelTime : (123 /4%, 230 Pm.

[Tube #] Medium count for 30 ul Avg.cpm | dpm pCi/ml (A) | pCi/ml(A)
(cpm) [cpm/1] on counting | on addition

[dpm/66600] | [A/eT

1 e WAL

2 pachely ek

3 14361 | 14361 02156

4 13582 | 23582 | 0-3540

> 37530 | 37530 | 05635

6

7

8 Iy 16187 | 02430

’ 28739 | 28739 | 04315

10 37478 | 3747% | 0'5e%/

B007806




TABLE-2

Expt. #: ) Date/Time : 1{/7_3/45’/' 9~ Jo jP-in
Tube #| Radioactivity for 500 ul cell | Avg.cpm | dpm uCi/mi (A) uCi/ml (A)

suspension _

[cpm/1] on counting after 12 h
(cpm) incubation
[dpm/111x10°]
[A/e™]

: e wa
2 elachad %%”f-/
3 Sst-S 5518 0 00044 0:000449¢6
) 270 270 | 0°000873 000 0873
3 2335 9335 | 0 0008406 | O 000840
6
7
8 S27-S S27-S 0‘000475 0000475
9 8265 | 8265 | 0°:000744 |0000744
0 nai-s | mais | 07001073 | 0-00073
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TABLE-3

Expt. #: 2 Date/Time : 1|{23(98;, [1-006 noon
Tube #| Coulter count for 100 ul cell Avg. count Cells/ml fCi/cell
suspension

[Avg. count [uCi/ml x10°

x 400] Cells/ml]
! Sol, 524, 474 409 199 $6(, -
2 475, 472, 44y 462 | 65066 -
3 437, 458, 424 439 175860 282
4 | gié! 030, G~ (aﬁ: 2490060 ggo

P~ - / -
? e 346 1385333 | b0
6 447, 44| , 431 440 [7¢ 000 -
7 S30, Sil, 520 520 208133 -
8 5S2) 549, S64 Sks 218000 | 2.17
? 52, 490, 537 $13 205200 3 62—
10 3}64, 466, A5L” 467 1869%% 374
/
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TABLE-4
Expt # :) - Date : i¢] 30/4¢
Tube.dilution|| Colony1 | Colony2 | Colony3 | Avg Colony SF
(2 129 I3 13s | 1122-5
22 " V12— 129 (o9 )
3-3 (o7 99 91 79 0 0807
43 S0 57 42— 49 u 004 (;s
5.4 123 3o e 123 0- 0loo
6oL 145 (55 39 1 137.63
72~ 12) 132 135 5
63 57 4¢ 46 5o 0 0362
9-4 2.0 09 99 loq | 0 oog
(o4 15 l9 13 0 1S 6-0ol]
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