
V79 COLONY FORMING ASSAY

Experiment Name 125IIJdR MEA Exp Investigator Bishayce

Date 04/09/98

according to Table below

DateTime 0f/0/ p.m

DateTime 49/ YS 7-3

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

DateiTime 0409 7- t-

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 cellsIml in MEMB final volume 11 ml count 54200 cells/nil

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

Roll the tubes for 3-4 at 37C 5% CO.2

Prepare MEMB containing radioactivity in hood

.l 25IUdR prepared on o4o9qg ml MEMB
After 3-4 remove test tubes from roller and add MEMB with or without radioactivity

Tube 25IUdR Cells in MF11B MEMB MEMA MEMAME
uCi/mi ml 25IUdR

ml 100

uCi/mIl
1.3 mM

1.0 1.0 2.0

1.0 1.0 2.0

0.01 1.0 0.98 0.02 2.0

0.02 1.0 0.96 0.04 2.0

0.03 1.0 0.94 0.06 2.0

1.0 1.0 2.0

1.0 1.0 2.0

0.01 1.0 0.98 0.02 2.0

0.02 1.0 0.96 0.04 2.0

10 0.03 1.0 0.94 0.06 2.0
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While test tubes are rolling label 40 4x10 gamma-tubes 13 100mm VWR glass test tube

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

precooled centrifuRe DatelTime Oq.ocl8 9- 0o

10 During centrifugation move roller to 10C and obtain ice

11 Prepare 11 on ice

12 Remove buckets from centrifuge and carefully remove 100 lii
of supematant and place in

prelabeled gamma-tube

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

14 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

18 Centrifuge tubes for 10 mm at 2000 rpm 4C

19 Decant supematant click tubes vortex resuspend in ml ice cold MEMA containing or 100

ug/mi of MEA as per Table Keep on ice

20 Transfer tubes to roller at 10C for 72 DatelTime 04 /of 18 vt

21 Transfer 10 ul supernatant in three sets of tubes containing small pieces of tissue paper from

100 ul supernatant removed earlier and count theni for radioactivity

DatelTime O4/r/ 2-Qo

21 After 72 remove tubes and place on ice add ml ice cold wash MEMA
DateTime

04/13/ f8 10-

22 Centrifuge tubes for 10 mm at 2000 rpm 4C precooled centrifu2e

23 Labeling and preparation of dilution tubes and colony dishes

load 5760 mmpath dishes with ml MEMA
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

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

25 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

27 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

through cc syringe with 21 gauge needle

29 Determine cell concentration by transfering 100 iii to Coulter cup

30 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

31 Transfer ml from dilution tubes into dishes labeled X.2 X.3 X.4 in thplicate Only X.2

should be seeded for control T-tubes
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32 Transfer 300
.i1 of cell suspension in triplicate to gamma tubes for each tube

33 Incubate petridishes for week

34 Count gamma tubes for radioactivity DatelTime 04/ .4/ qg

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

Stain colonies with
crystal violet

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

be valid data point
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-cu4ft-t pitS4 fmM

gic

4/ 492

CO

10O
.1 00

00

00

1.00

11

00

11 00

12 00

13 00

14 CC

15 1.00

16 00

17 00
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19 00
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25 00

26 00

27 00

28 00
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30 00
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oIoIi 715

42t

TABLE-i

Expt DateTime 04/14

Tube Medium count for 10 iii Avg cpm dpm j.iCi/nil Ar jiCLml A0
48X147

cpm on counting on addition

1Q

r- 15 i4i 204o8 oooi c9007

.27 3S ---5 oO11-I- oO2-05

82_ OO75 Oo21o

-1--

l27 155 14-93 .zit59 CO0LT5 00fO0

301 425 OOli2 Oo2o3

10
44-7 O0277 00-

t-f

-7

yf -7 t4-7

.-
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DatelTime oq-//q/q Jeopi

Tube Radioactivity for 300 ul cell Avg cpm dpm jCi/mJ Ar jCi/m1 A0
suspension 7O5j

on counting after 12

cpm incubation

-5I5

so 444 i337.8 0O020 0OO

155q jA-53 2_0s O0031 OO3

.OIj 073 873 00043 0045

IoO1 2e O002j 0t0030

2-232-i 23S11 2-35 2312-3 37l Q0Of oooi

10
233k1 _3t 2323 3212.2-3 oO04o 0OoI

O4/lo/q qvc Oi

q3x of

TABLE-2

Expt
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DatelTime 04/13 -3

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

suspension

count x106

400 CellthnlJ

35333

4OZ 476 43 172800

77 77/ so 312000 O00073

045 O2 7Cf3
5133 3.253333 OO13

S7 O7 -4ioo

84- S71 85S 37733.3

S7q- 853 3o/
337 O008a7

777 81 31 ootI
10

47 2_\.3 J85333 03o2

TABLE-3

Expt
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.3- 144- C4JAi2-d2

clUM41
44

Lf IJ42

TABLE-4

Expt Date o/f qi

Tube dilution Colony Colony Colony Av Colony SF
dr

I2_ 60 q33

2.-.- 14 f4 l3

47 35 43

833 .I2o/

53 6/ S2 Q735

3-
7.._

2-8 32
59 S3 55

OLf .2o 27
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