V79 COLONY FORMING ASSAY
ot
Experiment Name : 3HTdR toxicity (cluster, 100% labeling slindane); Exp. #:1;
Investigator: A. Bishayee _ Date: 01/25/99

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 mi isotone (Coulter balanced
electrolyte solution)

2. Dilute to ~4,000,000 cells/ml in MEMB [Actual count : 4, 24,353 cells/ml)

3. Transfer 1 ml of cell suspension into 20 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 Date/Time: 0/f25(79, 3700 P+

5. Prepare MEMB containing radioactivity in hood 4
50 ul 3HTdR (Stock : | uCi/ulon 3~ )+.@ ml MEMB
6. After 3-4 h, remove first set of 10 test tubes from roller and add MEMB with or without

radioactivity according to Table below. DatelTime: ol(25(99;, 7- 15

3HTdR Cells in MEMB MEMA 40 uM
wovm | MEMB | @ | memes | o) | MERAT
(ml) SHTR i
(mb)
12uCi/ml
1 0 1.0 1 0 0.4 0
2 0 1.0 1 0 0.4 0
3 0 1.0 1 0 0 " 04
4 0 1.0 1 0 0 0.4
5 1 1.0 0.835 0.165 0.4 0
6 3 1.0 0.5 0.5 0.4 0
7 6 1.0 0 1 0.4 0
8 1 1.0 0.835 0.165 0 0.4
9 3 1.0 0.5 0.5 0 0.4
10 6 1.0 0 1 0 0.4
7. Return fest tubes to roller for 12 h . Date/Time: OI/ 25/4949 ; 7-30 p.am

pn
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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: O/ gé/qﬂ) , g-30 am .
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 J0 ml wask MEMA wibks ox “’W fo1
16. Centrifuge tubes for 10 min at 2000 rpm, 4°C Unctone—n fW b
17.Decant supernatant, click tubes, vortex, resuspend in 0.4 ml MEMA with or without Lindane
as per the Table .
18. Transfer the cell suspension in polypropylene microcentfﬁﬁi%‘e tubes with attached caps (Helena
Plastics, 400 ul) using 200 ul pipet tips
19. Centrifuge tubes for 5 min at 1000 rpm, 4°C
20. Transfer tubes at 10°C for 72 h. Date/Time: Ol( 26 /qq 5 H-45@ a.m .
21. Transfer 30 ul supernatant in three sets of 20 ml scintillation vials containing 6 ml liquid
scintillation cocktail (Aquasol) from 150 ul supernatant removed earlier (Step 10) and count
them for radioactivity DatelTime: Ol 26(94 s =t Jroop.m
22. 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 ml1 wash MEMA by using pasteur pipet
Date/Time: oi/2q/4q L -0 a-m,
23. Again add 200 ul wash MEMA in microcentrifuge tubes, resuspend and transfer the cell
suspensions in 12 ml tubes
24, Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

25. 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,
2.4, 2.5; X.2, X.3, X4, X.5 etc.

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

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

28. Decant supernatant, click tubes, vortex, resuspend in 10 m] wash MEMA

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

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

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

32. 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.

33. 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.

34, Transfer 200 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml
cocktail (Aquasol)

35. Incubate petridishes for 1 week

36. Count vials for radioactivity DateiTime : o7/ 2499 \ (2-15 P-m.

37. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.

» Stain colonies with 0.05% crystal violet

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

point.
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owe Coxondlin

Expe #/
Yo ml mebittin/ PAGE: |

) SER: 1 ID:H-3 PRESET TIME: 1.00 TUE 26 1AM 1929 12:5056
LAMPLE REPEAT: ! CYCLE REPEAT: 1 SCR:N RS5232:N

H#: 1 AQC:N QCF:N RCM:N 2 PHASE MONITOR:N

CHANMEL 1-LL: © UL: 400 2SIGMA: 2.00 BKG 5UB: (.00 BKG 25IG6: 0.00 L5R: 0
DATA CALC: CPM, UNKNOWN REPLICATES: 1 NORM FACTOR:G 1.00000

HALF LIFECDAYS):N

SAM  POS  CH CPM 2SIGL  TIME  EL TIME AVG H# TRR
1 ==~ 1 1 ws$12.00 57,74 1,00 1,458 62.0
P omw- 2| 29,00 37.14 1,00 3.12 55,0
2 == 3 1 ,n {lu .00 45,88 1.00 4,77 66.0
R .00 60.30 1,00 6.40 63,0
5oxe- 51 {14 .00 53.45  1.00 3.04 E£4.,0
6 =«- 5 |1 0.00 53.25 1,00 9.68 £4.0
7 === 7 1 @Mé’j.ao 66.67  1.00 11,32 64.0
3 ==- 8 ! 21,00 35.92  1.00 12,96 (2.0
g *=- 9 | 24851,11 1,89  0.45 13.99 £3.0

10 =x-10 1M ”5!25.50 2,00 0.40 15,02 64,0
11 ==-11 1 1340 no 1.93 0.15 {5.75% 66.0
12 ==-12 (M 4E66E 2.00  B0.15% 16.51 63.0
12 ==— 1 | )b}SU UD 1.40 0,15 17.22 64.0
14 ==- 2 t1MU48150.00 1.64 0.10 18.05 64.0
15 === 3 1 “Do 3,89 1,96 0.45 19,13 65%.0
15 ==- 4 1%ﬂ P4677.78 1.90  0.45 20,19 £5.0
17 ==- 5 1 53546.b6 1.97 0.15 20,92 £3.0
19 ==~ £ 1 FER0.O0 1.86 D.15 21.70 56.0
19 ==- 7 | %5540 00 1.72 0.10 22.42 64,0
20 ==%- 2 1y 52010.00 1.62 g.10 23.1% EBb.i
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TABLE-1

Expt. # : { Date/Time : 0/ [26(44 Y, i-00 Pin

Tube 7] Mcdmm count for 30 ul | Avg. cpm | dpm nC/mL(A) | uC/ml (A,)
(cpm) [cpm/0.65] | on counting | on addition

[dpm/66600] | [A /e-"]

1

2

3

4

> 249865 | 38440 | 0577

6 69313 | (06635 | 6ol

7 14215S | 218700 3283

8 238S2-| 3069( | 0551

? 72763 | 11943 | Q-6

10 i4417S | 2296 | 3333
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2oopmd Cetdy PAGE: |

USERL 1 IDih-D PRESET TIHC: 1 s PRI 2% JAlc 1355 1200
SAMPLE REPEAT: 1 CYCLE REPEAT: 1 SCR: RS232:N

et 1 AQC:N OCF:N RCMiN 2 PHASE MONTTOR : . e n
CHANNEL 1-LL: 0 UL: 400 2S5IGMA: 2,00 BKG SUB:  0.00 BKG 25I1G: 0.00 LSR: ¢
DATA CALC: CPM, UNKNGWN REPLICATES: 1 NORM FACTOR:Q 1.00000

HALF LIFE<DAYS) :N

SAM  POS  CH CP?CMY*L SIGZ4  TIME  EL TIME AVG H# ERR
i
Tomw- 1 baea1n ©.95 1.00 1.48 B87.0
Zows- 2 1 \Y 419,00 45.88  1.00 3.07 81,0
3 owe- 31 13.00 55.47 1,00 4,71 81.0
4 === 4 1w 3.00 70.71 1.00 6.35 82.0
5 owe- § | 11,00 68,30 1,00 2.00 94,0
S == b 1 qu ¥S5.00 89.44  1.00 3.62 55.0
7 s=- 7 1 14,00 53,45 1,00 11.27 84,0
5 oex- g 1 wYlgipo 81.65  1.00 |2.86 84.0
9 w%x- 9 | ,{ﬂ92’2'73 1.95  0.55 14,04 72‘0
10 ==-10 19U17745,00 1.94 0.60 15.28 75.0
11 ==-11 1 ¢52205.00 1.94 0.20 16.11 79.0
12 ««-12 16%449572.00 1,80  0.25 15.98 37.0
13 =%- | 1 ¢92393.22 1,70 0.15 17.84 84.0
1 we— 2 1159.03*0 e 1,90  0.10 16.57 83.0
I5 ==- 3 1 (18690.91 1,37 0.55 19.75 £8.0
16 ==- 4 19-412082.33 1.92 0,60 20,98 85.0
17 ==~ 5 1 ¢55535.40 1,90 0.20 21,76 87.0
19 === 6 1%'55815.00 1.89  0.20 22.53 88.0
19 ==- 7 1 (105060.00 1.95  0.10 23.25 89.0
20 ==- 8 L~Q)12779.99 1.54 0.15 23.97 95.0
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TABLE-2

Expt. #: ) DatelTime :  0//24/49 5 /12700 kevn

Tube #] Radioactivity for 200 ul cell | Avg.cpm | dpm uCi/mi (A) | uCi/ml (A,)
suspension [cpm/0.65] | oncounting | after 12 h
(cpm) | incubation

[dpm/444000
[Afe™]

2 e

3

4

5 18479 | 26429 0064

6 $i38865| 79059 0-1781

7 i0165| | 156386 | 03522

8 i% 36t7 2§240| 00637

9 Sse15 | 85653 | 011419

10 i0gqi9 | 167568| 03774
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TABLE-3

Expt. # : \ DatelTime : o] /),‘7/?7

"Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCilcell
suspension [Avg. count [uCi/m} x10°

x 4000} Cells/ml]

! o4, b4y, 690

? U, 726, TH

’ 6sl, 15, 664

! 648, 68l, Ctyp

> Joo, G0, p7 | 02— | 2809333 | 0235

" G, 65, G57 | | PShaom | 00706

7 teg, 691, é;s}/ A 2677333 | 0°131S

s $3%, 505, 337 $32— | H3oecl | 00299

’ 2, L6, 63}/ 2 2534666 | 0 076|

10 541, 558, 569 556 2214000 | 01697

/
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TABLE-4 @

Expt #: 2 sj 7 Date: L[S 77
Tube.diluﬁﬂ»Colony 1 | Colony?2 Colony 3 | Avg Colony SF
2 ISo i35 B9 L( 137-33
XY= 129 40 1) )
32 toy (o0 9% Zr oS3 | 0767
4o " 09 o7 |)
S 2S 40 | - 29 3466 || 0250
63 g lo 6 [-g 0 0i3|
74 2 1% i< 013 Io-oo<>77
g | 4o 479 | S9¢ |0376s
ay | e | 59 | ey |15 oo
(0 4 4 /G IS 0-15 | 6-000 9%
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