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V79 COLONY FORMING ASSAY
Experiment Name : 3HTdR toxicity (cluster, 100% labeling); Exp. #:1;
Experiment performed by: A. Bishayee Date: 02/24/00

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 150 cm? flusk, 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 cell
count by transfering 100 ul in Coulter cup containing 20 ml isotone (Coulter balanced
electrolyte solution)

2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count :4; 024, 00O 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. Keep the tubes in the roller for 3-4 h at 37°C, 5% CO2 DateiTime: OL/M/OO ) 460 p

5. Prepare MEMB containing radioactivity in hood

29 pl3HTdR (Stock: | pCi/ulon Off3D )+ 7 ml MEMB
6. After 3-4 h, remove test tubes from roller and add MEMB with or without radioactivity

according to Table below. Datel/Time: 09/24/ go, 7-oco fW
Tube # | 3gpdr | Cellsin | MEMB | MEMB+
uCi/ml M(EH:;B (ml) 3SHTdR
[4uCi/ml]
(ml)
1 0 1.0 1.0 0
2 0 1.0 1.0 0
3 0.2 1.0 0.9 0.1
4 0.4 1.0 0.8 0.2
5 0.6 1.0 0.7 0.3
6 0.8 1.0 0.6 0.4
7 1.0 1.0 0.5 0.5
8 1.2 1.0 0.4 0.6 |
9 1.4 1.0 0.3 0.7 ||
10 1.6 1.0 0.2 0.8
11 1.8 1.0 0.1 0.9 4
12 2.0 1.0 0 1
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7. Return test tubes to roller for 12 h . Date/Time: 02/9‘7/00', 75 ~

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: 02/2s/00, q-o0 @

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

17.Decant supernatant, click tubes, vortex, resuspend in 7 ml of MEMA

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

19. Decant supernatant, click tubes,vortex, transfer the cell suspension in polypropylene
microcentrifuge tubes with attached caps (Helena Plastics, 400 ul) using 200 ul pipet tips

20. Again add 200 ul ice cold MEMA, 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. Date/Time: 02/ 25f00 ),/ [-30 a.m

23. Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing 6 ml liquid
scintillation cocktail (éq:.vg‘oy”f’rw 150 ul supernatant removed earlier (Step 10) and count
them for radioactivity DatelTime: 02/25/00, /2-45 P4

24. 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 m! wash MEMA by using pasteur pipet

DatelTime: 02/2¢/00., 800 am,

25. Agam 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. 2,1.3,1.4,15;2.2,2.3
2.4, 25; X.2, X.3, X.4, X.5 etc.

28. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
29. Centrifuge tubes for 10 min at 2000 rpm, 4°C
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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.S, 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 dilution 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 mi
cocktail (Aquzsol)

37. Incubate petridishes for 1 week

38. Count vials for radioactivity Date/Time : ol/ ,75/00) 2-30 pPh

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.

B001692



Cluster Survival Fraction

2 b a2 a2 a1 2 32 2 3 J 4 3 4

1 2 3
Cluster Activity (kBq)

fo = 334 Kiylchalin

B001693



30 il oy

USL’ & TR HE HOWELL PRESET TIHE i AAPRALN FRI 25 FER
SAMPLE REPEAT: 1 CYOLE REFPEAT: 1
Hiz 1 AGC:N GCF:N RCMiM

CHAMNMEL 1-Li O Ul 400 R28I6MA: 2.00 EEG SUR: {3, 00 B
DATA CALCy CPM, UNERNOWN REFLICAT i:SE i HORM F&CTOR: & 1,00
HALF LIFE{(DAYE)I N

SaM RO CH CFM 2ETEGY TIME EL TIME &VE HE

.57 1.0

ok

e B e

1 1 459,00 1.85 ’
2oEEe I [ %7 1.00 o 75 1.060 4,08 HI.0
o owae- H 1 G0, 00 FEL.BE (AR e) .42 F2.0
4 pe- 4 1 &9, 00 .0 1.00 .35 :
BoEEe 501 U JHLLO0 RR.EZ 1.00 1m,?3
& wE—- & 1 B 00 iy} 1.00 R
7o ¥ ELEL .00 1.0 14 4 =
@ wa B 1 Y %3.4{}4 el 1,100 1éa 63

1.090 18,70
1. 00 LS e
1.0 I |
24.74

W

LETD L 00
. G561 .00 .

GAJTOELL00 2.
711200

1 w 2
- ot e 3
"\é‘ YEHELR DY
7 07321 .65
BLHEE. g
n. ) -

Y S
(a 4/rJ')u-.""’

1575584
”M{ 118,70

Ry
B
e

I

£

-
-
-
=
-
H
|
vl
=
et

Tl
o

EoRE Ny

pcl o '7
R

7
o
!
e
J
g
-
/
&

03,97
] U, 78
.78 0,71
= 9E 0. 69
D BT gL 47
-G O G 40, 190
Cba bad 41 .74

]

STy, 1

& '\ . . .
s A ; ;
‘P:*%"
!
,
1--;--
G o~ O
bk feek el et fek fek e el el fed et

e - J o g g g
20 EE- 4 i Lyead SR s Wl

0. 5h 4%. 41 F8.0
€. 50 44,88 YE.

48, 4% 94,0
49.84 950
51,320 4.0
4.0
B FE.0
57 .27 ‘—Z’f’;.. ]
8. 59 95,0
Z5.91 .0
GL.24 F7.0
GE.TE F7L0
H4.588 FELO

¥E- 5
- &
B~ F
S e e "d
B C)'x
#3110
w11
L
gt
Jo e 4
#iE-—-10
w#¥—-1&
¥E-17
w18

17
18844.91
%Miq 142, 54

Loy

,_l_)'__}(_') L)
Y, B
m’\ G . B

LEFEE. A8

‘o T

" e e e BT e b e et b e et ek e et ek Do
2
G
s

¥z e
wha

k,
¥
a

EmV46. 15
[oy\z:aa#e 00
SHEERE

TEFEE. Lo
\W\&f'i?c’«fi 5T

PATE e RN S

T1T7HEB.E2S .00
A4EL0.7F 0 1.89
AE0G. 2R 196

b bt feh bk ped Dk el fed b el bed
-t
.
g
[
~
i
1
Lot

3
a
i
by

2O00

0, 00

i3 44

"
"

ER

4

i

B001694



TABLE-1

Expt. # : |

Date/Time : OL/ 25/00 Y 14

Pm

"Tube #] Medium count for 30 Wl | Avg. cpm | dpm g | HOmIA) TuCml )

(cpm) [cpm/Q.65] | on counting | on addition
[dpm/66600] | [A /e-]

1

2

3 3s | B629 010845

4 o1 | tigg8 | 0787

> ios1l | 18123 | 0272

6 (4243 | 24557 0:3687

7 1665] 29709 | 043

8 i}jsé 33372} 0:'So0i|

9 23124 39 8¢9 059 8.

10 26309 | 453¢; | 0681

" 30853 53145 079 5/
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TABILE-2
Expt. # : Date/Time : 021900 , 130 pr
Tube #] Radioactivity for 200 ul cell | Avg. cpm dpm nCifml (A) | pCi/ml (A,)
SUspensIon [cpm/0.65] | oncounting |after 12h
(cpm) incubation
[dpm/444000]
(A
1
2
3 15 3s 2647 0-0057
4 2t 6 349 0-60 82
5 2269 190~ | 0-00 83
6 3379 SEC) 0- 0i31A—
7 #3%4 | 7475 | 0 0l6¢
8 499¢ | 88 | 9994
|9 St43 b8cy | 0o0/99
10 52 74 909 00205
I 7690 I%5¢ 0.§29¢
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TABLE-3
Expt. # : | Date/Time :  02/2 g/go
Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension
[Avg. count [uCi/ml x10°
x 4000] Cells/ml]
1 Si, 52¢, S31—
2
S‘Fé/ S30, S19
3 S10, 540,543 534 2137333 0 0037
A _ 0 00424
475, 495, 481 — 484 (93 Cooo '
5 531, S2i, S47 533 2132060 | 0-004]
6 480, 491, Sol 493 1973335 | 010007
! 507, $19, 489 505 2020000 | 00093
8 465, 471, 4o~ 473 (89200 | 0 002
? 555/ 53y, S24 g% 244 600 0 0692
10 411, 408, 429 Fg (64 qooo | 00123
Y 4o, Cf(}‘f/qp 467 1663600 0d5]
1L G212, 410, 404 411~ [¢4goee  0-024b

2-3¢

(8] —

4 &S
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TABLE-4

Expt # : | Date:  03/06/00

Tube.dilution] Colony1 | Colony2 | Colony3 | AvgColony SF
i1 (26 (39 1919 1233
2L 109 (2.0 [1s .
>l 104 s 124 11433 09423
ey 98 107 1y 107:33 | 08844
o oo (09 92~ | (o633 | 028249
Y= I 75 88 {07 7s “ 078 29
7' Bo 89 72— 8033 " 0662
81 l 67 &7 76 7666 | 0°63/7
g9 76 83 9o 83 0684/
o | b8 77 59 c9¢6 | 0-5¢s
e 92— 43 5 6l Slég = 04258
(2.0 37 44 S2- 4435  0-3f 54
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