
V79 COLONY FORMING ASSAY

Experiment Name 3H20 50-200 ug/mi MEA Exp Investigator Bishayec

Date 07/23/98

Set the rocker-roller at 37C incubator set the Coulter Counter wash cells from 75 cm2 flusk

subcultured 12 24h before with PBS trypsinize cells resuspend in ml MEMB pass five

times through cc syringe with 21 gauge needle perform cell count by transfering
100 ul in

Coulter cup containing 20 ml isotone Coulter balanced electrolyte solution

Dilute to -400000 cells/mI in MEMB final volume 11 ml count 39 333 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

Roll thetubes for 3-4 hat 37C 5% CO DatelTime ol/23/qs 3. 3o p.m

Obtain 3H20 from refrigerator 25 mCi/rn NEN Catalog NETOOIC

After 3-4 remove test tubes from roller and add MEMB and/or 3H20 according to Table

below DatelTime O7/13/1 7-

Tube 3H20 Cells in MEMB 3H2 Sterile MI3MB MEA
Conc MEMB MEA Conc

mCi/mi ml mi/ml flgf ug/mi

UI ul

1.0 750 250

1.0 750 50 200ç 50

1.0 750 100 l50 100

1.0 750 i50y 100i-5 150

1.0 750 200 50 200

0.75 1.0 690 60 250

0.75 1.0 690 60 50 200 50

0.75 1.0 690 60 100 150 100

0.75 1.0 690 60 150 ioo 150

10 0.75 1.0 690 60 2OOo 500 200

Return test tubes to roller for 12 increase the elevation angle of the roller

DatelTime 7-4-S

LS
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While test tubes are in roller obtain sterile MEA mg/mI or 2ugJul from refrigerator move

roller to 10.5C obtain ice

After 12 incubation period remove tubes from incubator chill on ice

10 Add MEA and/or MEMB according to the Table vortex quickly return to ice

DatelTime 07/24/ qs q.o 4.
11 Transfer tubes to roller at 10.5 for 72 DatelTime e7ff
12 After 72 remove tubes place on ice and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuffe DatelTime
07i2.7/qg 12.-

13 Transfer 10 ul medium to test tubes containing 490 ul MEMB 150 dilusion

14 Add ml ice-cold wash MEMA vortex

15 Centrifuge tubes for 10 mm at 2000 rpm 4C

16 Labeling and preparation of dilution tubes and colony dishes

-load4mmpetridisheswith4mIMEMA
load 30 T-tubes with 4.5 ml MEMA and label them 1.2 1.3 1.4 2.2 2.3 2.4 X.2

X.3 X.4 etc

17 Decant supematant click tubes vortex resuspcnd in 10 ml wash MEMA

18 Centrifuge tubes for 10 rain at 2000 rpm 4C

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

20 Centrifuge tubes for 10 mm at 2000 rpm 4C

21 Decant süpernatant click tubes vortex resuspend in 10 ml wash MEMA

22 Centrifuge tubes for 10 mm at 2000 rpm 4C

23 Decant supernatant click tubes vortex resuspend in ml wash MEMA pass five times

through cc syringe with 21 gauge needle

24 Determine cell concentration by transfering
100 111 to Coulter cup

25 Vortex tube 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

26 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

27 Incubate petridishes for week

28 Transfer 100
gt1

of cell suspension in triplicate to prelabelled vial containing ml
liquid

scintillation cocktail for each tube

29 Transfer 10 ul in triplicate fromtubes in step 13 toprelabelled vial containing ml liquid

scintillation cocktail for each tube

30 Count vials in steps 28 and 29 for radioactivity
in Beckman Scintillation Counter

31 After week wash colonies times with normal 1X saline and times with methanol

Stain colonies with crystal violet

32 Count colonies 50 or more cells There must be between 25 and 250 colonies for the dish
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PAGE

USER1O IDTRITIU1 PRESET TIME 1.00 MON 27 JUL 1990 1659
SAMPLE REPEAT CYCLE REPEAT SCR RS232N

AQCN QCFN RCMN PHASE MONITORN
CHANNEL 1-LL UL 1100 2SIGMA 2.00 6KG SUB 0.00 6KG 2SIG
DATA CALC CPM UNKNOWN REPLICATES NORM FACTORQ 1.00000
HALF LIFEDAYSN

SAM P05 CH CPM 2SIG TIME EL TIIE AVG ERR

0.00 LSR

1700 4851 1.00 1.57 50.0
i2I.00 43.64 1.00 3.37 50.0

26.00 39.22 1.00 5.14 55.0

lA 31.00 35.92 1.00 6.93 55.0

30.50 1.00 8.71 55.0
25.00 110.00 1.00 10.48 56.0
17.00 118.51 1.00 12.28 56.0
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CH CPM 2SIG% TIME EL TIME AVG

pAGE

ERRSAM PDS

i5 2.OO 16.78 1.00 70.53 82.0
.2 16 ç4909.00 2.85 .00 72.34 82.0
53 25171.00 2.78 1.00 74.13 81.0
54 -19 L5244.00 276 1.00 75.93 81.0
55 449700 2.98 1.00 77.81 79.0
56 14405.00 3.01 .00 79.54 81 .0

57 ld4575Q 2.95 1.00 81.34 81.0
58 Lj 4b19tJO 2.94 1.00 83.13 81.0
59 47t3.oo 2.91 1.00 84.92 81.0
60 -4757.00 2.90 1.00 86.64 82.0
61 4285.00 3.05 1.00 88.43 81.0

52 24585.00 2.95 1.00 90.22 83.0
53 4522.00 2.97 1.00 91.95 82.0
64 10 4275.00 3.06 1.00 93.75 81.0
65 i1 s453000 2.97 1.00 95.58 81.0
55 04153.00 3.10 1.00 97.38 79.0
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TABLE-i

Expt DatelTime 500 .Iil

Tube Medium count for 10 ul Avg cpm dpm iCi/ml ti/m1 A0

cpm on counting oaddithTh

7J4

II

II4 2.3

i9649 65 1s69o7 86 75 71 IS 81

i793l 17521 t7714 i77715 34-I7O 7973 O7CI7

I785e I4SI 170 7g 17J94- 32-9 312 74L S7 97i3

1722l 1454j i923 32S8 7333 o73O

10
I22-I1 /5.L3_ I2.i2 J20%2_- 72-L 53 O72l5
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TABLE-2

Expt DatelTime

Tube It
Radioactivity

for 100 ul cell Avg cpm dpm iCi/mI i/mi

suspension

521 on counting aft

cpm inc ation

e-

776774

70

96 4-

Il7 130 92

io

t2.S2-2-S So9 975 OO4cO

-i 43rs5 H-733 o2L.S

14O 4-773 699r8 O04-05

F26 4503 4kS3 8547 00385

10 4-25 4511 4134 43oo3 2I7c Oo372
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DatelTime O7/27q9 2-2.0 hi-

Tube Coulter count for 100 ul cell Avg count Cells/nil pCi/cell

suspension

count x106

400 Cells/mi

i7 /5 83f 82-I 3533

79 787 79 792.- 31 80

7Zo 738 73 732- 29 2800

77 62-t.i4 791 3L-oo .t9_3

g5 8.- 799 P2-5 330133

831 83 5z- 334-00 O13l5

53 7b 2433 O1441

c83i 87 2. 73O Oi4-3

779 759
78 3o74-

10 92. 93g. 957 37o6% 1o03

TABLE-3

Expt II

B013606



TABLE-4

Expt

Colony Counts and

I44

2r43

78

Survival Fraction

Date

Tube.dilution Colony Colony Colony Avg Colony SF

t2_-

12_

/47 Oqo3Q

3- 2.G 125 3o Io33 084-L7

J2 too Iocj /oo33 0487

So- 13 oc737

q5 q.j

73
/60 o13f3

37 4633 3708

37
22_

33 3ôi3

k3 I7

tIF
Co

50

iOo

So

2oo

BOl 3607
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