
V79 COLONY FORMiNG ASSAY

Experiment Name 3HTdR toxicity cluster 100% labeling

Experiment performed by Bishayee

Set the rocker-roller at 37C incubator with 5% CC2 set the Coulter Counter wash cells from

two 150 cm2 flusk subcuitured 12 24h before with PBS trypsinize cells each resuspend

in ml MEMB pool pass five times through cc syringe with 21 gauge needle perfoim cell

count by transfering 100 ul in Coulter cup containing 20 ml isotone Coulter balanced

electrolyte solution

Dilute to -4000000 cells/mi in MEMB count 02 000 cells/mi

Transfer ml of cell suspension into ten 12 ml tubes Falcon plastic test tube 17x100 mm
labeled 1-10 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO
Prepare MEMB containing radioactivity in hood

il3HTdR Stock jiCi/j.tl on of ml MEMB

After 3-4 remove test tubes from roller and add MEMB with or without radioactivity

according to Table below DatelTime

Tube 3HTdR Cells in MEfvIB MEMB
MEMB

uCiIml ml 3HTdR
ml

ml

1.0 1.0

1.0 1.0

0.2 1.0 0.9 0.1

0.4 1.0 0.8 0.2

0.6 1.0 0.7 0.3

0.8 1.0 0.6 0.4

1.0 1.0 0.5 0.5

1.2 1.0 0.4 0.6

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

12 2.0 LO

Exp

Date 02/24/00

DatelTime 02/2q/Oo 4o Ph

22/24/00 700
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Return test tubes to roller for 12 DatelTime o2f/oo 75
Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm VWR glass test

tube

After -12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifucre DatelTime ol/25/oo froo dfl

10 Remove buckets from cenirifuge and carefully remove 150 il of supernatant and place in

prelabeled gamma-tube

iiDecant supematant click tubes vortex resuspend iii 10 ml wash MEMA
12 Centrifuge tubes for 10 miii at 2000 rpm 4C
13 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA

14 Centrifuge tubes for 10 ruin at 2000 rpm 4C

15 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA

16 Centrifuge tubes for 10 ruin at 2000 rpm 4C

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

18 Centrifuge tubes for 10 miii at 2000 rpm 4C

19 Decant supematant click tubesvortex 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 tire same

polypropylene microcentrifuge tubes Total volume -400 UI

21 Centrifuge tubes for mm at 1000rpm 4C

22 Transfer tubes at 10C for 72 DatelTime
O2/i5fOo

/1- 50 /i

23 Transfer 30 ul supernatant
in three sets of 20 ml scintillation vials containing ml liquid

scintillation cocktail qiias froji
150 ul supernatant removed earlier Step 10 and count

them for radioactivity DatelTime o2/5foo 24c fl4

24 After 72
carefully remove the supematant 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

DatelTime Soo am
25 Again add 200 ul wash MEMA in microcenirifuge tubes resuspend and transfer the cell

suspensions in 12 ml tubes

26 Centrifuge the tubes for 10 nun at 2000 rpm 4C precooled centrifpe

27 Labeling and preparation of dilution tubes and colony dishes

load 6660 mmpetri dishes with 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
2.4 2.5 X.2 X.3 X.4 X.5 etc

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

29 Centrifuge tubes for 10 mm at 2000 rpm 4C
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30 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
31 Centrifuge tubes for 10 mm at 2000 rpm 4C
32 Decant supematant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

33 Determine cell concentration by transfering 100 ILl to Coulter cup

34 Vortex tube transfer 0.5 ml into dilusion tube X.5 vortex tube X5 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 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 p1 of cell suspension in triplicate to 20 ml scintillation vial containing ml

cocktail Aqu6ol

37 Incubate petridishes for week

38 Count vials for radioactivity DatelTime 2-
39 After week wash colonies times with normal IX saline and 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 valid data

point
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USE iD 83 HOWELL PRESET TIME 00

SAMPLE REPEAT cyCi.E REPEAT scR
AQCN DCFN RCNN

CHNNiEL t.J._ UL 400 261 GMA 00
DATA CPM $NkNiWN REPL CAFES
HALF LIFEtAYS

FS232N
FRI 25 FEB 2000 i2 44

6KG 8113 oo 00 L.SR

Jjpv FACTOR 00000

SAM PUS CH

PAGE

cPM 251 TI ME EL TI 1Ii we ERR

49oo 28.57 1.00 85

710O 2174 100 405 92.0

Lty1Or 2582 io 642 92.0

-- 69.00 24.08 100 835 95.0

28100 22.2% 100 1033 930
300 2520 .00 1232 94.0

1_1 -id Q5

34o4.00 43 1.00 16.63 950
%7c1c 3.50 t00 1870 94.0

10 __0 65i.ok. 247 100 20.73 960
-i 7o3i 00 2.39 100 22.71 96.C

ui 96

13 -i 1o2.1 .00 198 1.00 26.92 950
14 14 210583.59 57 27 96.0

is -17 57

4--i6 43680.89 1.95 076 33 37W17 .428252 L.98 0.71 3511 97.0

18 i8 4760 87 1.98 69 36 72 95
19 -- i5936.G4 194 0.67 3847 94.0

20 i.1i7t1Sfl70 1.95 40 10 960
21 690081 196 062 41.74 950

çl3S 91

23 219t4 34 1.94 056 4541 980
24 0362oo 200 0.50 4658 95

43 4_ 94

26 -- 9t
2868.89 197 045 4984 96.0

27 -- 3935.48 190 47 5132 960
25 ic cSi4i is 200 0.39 61 940
29 6848 00 .99 38 54 07 95
30 i2 63359 197 0.39 5558 950
31 11 28962 16 1.93 0.37 57.27 95.0

32 14 I076857 0.35 58 95
-t5 ..283143 187 035 5991 950

31768 25 00 31 61 24 97
15 17 77 1.89 033 6294 970
36 is 1Q 1.96 0.32 6458 930

BOOl 694



DatelTime 02/2-Y/oO 12-11 P1

Tube Medium count for 30 ul Avg cpm dpm .j
Ci/mi tCi/m1A

cpm on counting on addition

BT21

oi ti 0767

10511 f8123 Q72

4243 2-4
337

701 o.q311

33372_ o5o11

23/z

10

23o1 453j OG911

TABLE-i

Expt

II 30853 53Iq
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PAGE

USER ID H3 HOWELL FRESEi rflvlE 00

SAMPL.E REPEAT CYCLE REPEAT ScR 56232
-4$ AUC QCF SCM
cHAN4NEL -i_l_. UL 400 261 OMA 00

UHIA Lkl Hi Li MOWN F-Fl IPA1

HALF LIFE OAYS

TUE 29 FEB 2000 1429

SAM PUS CF-I CEll 2616% TIME EL ME AVG ERR

5KG SUB 0. 00 516 2816 0.00 L.SR

NORM FACTOR 00000

16 50.00 00 1.09

16.00 so. oo 1.00 4.53 110.0
11

22.00 4264 100 1.03.0

ti800 47 i.oo 1036 107.0

45 80

1581.00 5.03 1.00 14.78 1.05.0

1459..00 524 100 17.21 960
S67.0O 505 1.00 19.19 100.0

10 10 1594.00 501 100 21.22 96.0

11 4lI 579..00
3.94 1.00 2320 110.0

17
13 1V97.oo 4.48 100 27.27 100.0

14 4414 .574.00 394 1.00 29.35 100.0

iS .._j5 2237.00 423 1.00 3132 1000

16 -16 3179.00 3.55 L00 33.26 100.0

17 -j7 %53 1.00 35.2% 990

18 lS .81700 324 1.00 37.32 1.01.0

19 c43C3000 302 1.00 39.70 99.0

20 7c._4289..00
305 1.00 .i98 101.0

21 9002.00 2.11 1.00 43.96 106.0

22 .460 00 71 00 45 89 1.00

23 483200 2.88 1.00 47.86 104.0

24 470400 2.92 100 49.84 990

5561.00 268 1.00 51.97 100.0

2.S q453.00 3.00 1.00 5.4.42 99.0

27 5416.00 272 100 5670 97.0

26 c1 5368.00 2.73 1.00 5857 1000
541200 272 1.00 60.56 97.0

504.00 2.82 1.00 62.39 96.0

31 13 c5314 00 2.74 1.00 6467 97.

32 14 90400O 2.10 1.00 6706 100.0

16.00 2.14 100 68.89 101.0

I1tL /J

--17 96600 2.03 io 72.76 102.0

i-c .1 toI9 39 200 74.fC3 i.QiL

BOOl 696



9r
or OL7

TABLIE-2

Expt Da1e1Tm o2-2oo L-3o

Tube Radioactivity for 230 iii cell Avg cpm dpm jiCi/ml A1 ji
Ci/mi A0

suspension

on counting after 12

cpm incubation

IIdprnJ444O0

r._________
13 oc57

O-e.o3l--

Z2- n_ ooo

33f

71r7

Sr13 OO/9

-- 5271

6o92
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TABLE-3

Expt

-.O/ q7q2_

L22 Lff Lf

DatelTime O2/L 8/c-o

Tube Coulter count for 100 ul cell Avg count Cells/mi Ci/cell

suspension
Avg count x1Q

4000 Cells/mI

5ff 52-a S3i_

Sf 3O St

1.O S4OYj3 2i37333 O0027
Ooo42

P75 f-5 48L 48 q3oo

53I 52.I 5j-7 533 iI32-oc

450/ pq1 f17333 0O7

SO7 5T qj 5o5 2c2Co20 ooci

1- 72- i32 47 fzow

535/ $2-I S3G

10

4ti 6oo Of23

47 166oO O1151

412 fçqorz GD249
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TABLE-4

Expt
Date O3c/oo

Tube dilution Colony Colony Colony Avg Colony SF

tJ f2/3

22- 1O I/S

115 12 I1433 O1423

f.2- 107
/0733 o584

92 foô33 O7
C2 02 o762-7

3o 72

eri 57 O9/7

33 83

eo-2--- 7T

1f2 4-3

f2 37 44

O425

S2
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