
V79 COLONY FORMING ASSAY

Experiment Name 210Po-citrate 50-200ugIml MEA Exp

Investigator Bishayee Date
01/151

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

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 elecirolyte solution

Dilute to -400000 cells/mI in MEMB final volume 11 ml count 40 g933 cells/mi

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

Roll the tubes for 3-4 at 37C 5% CO2 DatelTime 01/15/ft 3oo

Calibrate the stock 210Po-citrate for today jjiCiJml ô. 12-f/if 96

After 3-4 remove test tubes from roller and add according to Table below

DatelTime of/s/

Tube 210Po- Cells in MEMB P0-citrate MEA in MEMA MEA
citrate MEMB MEMA

ml 12 nil Cone
uCi/mi ml uCi/mi

200
ugfml ug/mi

on 12/11
ml

ml
1.0

1.0 0.5 1.5 50

1.0 100

1.0 1.5 0.5 150

1.0 200

0.2 1.0 0.965 0.5

0.2 1.0 0.965 01B5 0.5 1.5 50

0.2 1.0 0.965 0J$5 100

0.2 1.0 0.965 0J5 1.5 0.5 150

10 0.2 1.0 0.965 0.t5 200

Return test tubes to roller for 30 miii DatelTime 15 of/i yfq

After 30 mmcentrifuge tubes for 10 mm at 2000 rpm 4C DatelTime

During the centrifugation move roller to 10.5C
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10 Collect 150 ul supernatant in separate tubes

11 Add ml of wash MEMA in each tube containing the pallet

12 Centrifuge tubes for 10 mm at 2000 rpm 4C

13 Decant supematant 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 the supematant click tubes vortex add MEMA with or without MEA as per Table

18 Transfer tubes at 10C for 72 DateTime
01/15/ qI 7- 30

19
TransferJi

ul of supernatant in triplicate from step 10 into 20 ml scintillation vial containing

ml cocktail Aquasol and count for radioactivity DatelTime Ofqq jIq5

19 After 72 add ml wash MEMA in each tube vortex and centrifuge the tubes for 10 mm at

2000 rpm 4C precooKed centrifuge DatelTime foo

20 Labeling and preparation of dilution tubes and colony dishes

load 60 mmpeiri dishes with ml MEMA
load 30 test 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

21 Decant supematant 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 10 ml wash MEMA

24 Centrifuge tubes for 10 mm at 2000 rpm 4C

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

through cc syringe
with 21 gauge needle

26 Determine cell concentration by transfering 100
jil to Coulter cup

27 Vortex tube transfer 0.5 ml into X.4 vortex tube X.4 and transfer 0.5 ml to tube X.3 and

vortex tube X.3 and transfer 0.5 ml to tube X.2 Keep tubes on ice

28 Transfer ml from dilution tubes into dishes labeled X.2 X.3 X.4 in triplicate Only X.2

should be seeded for control Ttubes

29 Transfer 500 jilof cell suspension in duplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

30 Incubate petridishes for week

31 Count vials for radioactivity LatelTime o/qq 2.-
32 After week wash colonies times with normal 1X salineand times with methanol Stain

colonies with 0.05% crystal violet

33 Count colonies There must be between 25 and 250 colonies for the dish to be valid data

point
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USER lDz P0211 PRESET rIME 00
SAMPLE REPEAT EYC.LE REPEAT 5CR

AQCN GICI-N FtCNN
ANNEL L.L 600 I_iL 900 25 It P113 Oo BEG 5135 00

FIRM UNFft..IC.WN REF Ii 20105 N1RM ACI fUR
LIFE DAYS

CR11

100 .71 61.0

311 1.00 13.44 61
63 25 .1 00 08 t0
66.67 1_Ut. 6.71 61.0

66.67 00 8.59 61.0
57.74 .00 10.42 63.0
prj 44 00 12 34 60.0

55 00 14 03 52
o3 .25 00 15.71 63.0
75.59 II -00 17.34 59.0

2- 00 85 18 97 60
1. 95 0.80 20.56 60
1.95 0-90 22.10 61.0

94 1.77 23.51 61.0
99 138 25 60
97 0_Ri 26.65 62.O

1.95 0.93 28..46 61.0
1.95 0.80 29. 94 62.

2.00 o.s2 31.39 61.0
1_ 0_135 s.92 tfl.o

.00 70.71 1.00 .44.75 96.0

k_cc 70.71 1.00 36.58 93_C

7\o 75.59 l.Oo .38.22 jt
iCt_\0 e33_25 i00 39.BS

o\ 70.71 1.00 41.55- 98.0

oo\5.59 oo 472 94.1
4.00 10.0 1.00 3_li 1102.0

00 81 b5 01 46 94 92.
flc 39 .tL 00 4f_ 57 95

13 00 70.1 50.25 94.0
f-t74 11 .00 51 93 99
975.00 6.40 1.00 53.72 95.0

297% 00 3_kb _ü ss 44 98.0
2957 00 00 57 27 94
450 If 2.99 00 58 91 93
4153 3l0 60.57 99

47 IC
3.136

62. 21 ii
0.00 3_C3 63.99 105

3343 00 3.46 IX 65. 87 103
33921 01 3.4.3 1.01 67.56 1170

-Att

TLJEI Jd4 1.1 49

3133 281 Li 0_CO L.SF

1i.1_lIJI_

ERRNE IItt

q.j L1

00
00

1181% Q4

.3190.00
11665.55

11b .1376% 58

11574 86

1MJ312i2s
12167 2.7

2405 RB

POE Cl-I

13
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TABLE-I

Expt DatelTime rfqq fr-4S

Tube If Medium count foru1 Avg cpm dpm Ci/mi tCi/m1 A0

cpm on counting on addition

444ob

2So O2-15

t27I3 12713 O23

I2-I23 O273I

I2J-2- 02751

10 O2.77
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IDP ..L10 REESE FCIME2
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00

IPLE REF iT CYCLE REPEAT BCE R8232

AGO ocr RLM
j4rEL 60 IL 9CC 281 EiMA 00 SKE SUEs 00 rsx

ALC cFM UNKNOWN REEL LACES NLRM FACi OR 0200
SEE DAYS

FOB OH OEM YSIGX TINE EL liME AVIS 1-1

WED 20 J-sN 999 .2 49

00 LETh

ERR

9ni 6667 1.00 1.61 102C

\.\1.1_oo 60.30 100 19 100.0

5.00 89.44 100 4.77 96.0

Vr 4.3.00 55.47 100 650 97.0

15.00 51.64 .00 18 99ç
900 66.67 1.00 9.82 98.C

11.00 60.30 i.O 11.60 109.0

7.00 25.59 1.00 13.28 109.0

jj 13 J34 1y

10 4A 11.00 60.30 1.00 16.6C 105.0

li 935.OC 6.54 1.Oo 18.23 110.0

i2 00.00 Ø.6 1.00 19.92 1040
95..00 6.34 1.00 21.70 83.0

lt54.00 648 1.00 20.33 83.0

.w 91200 6.62 1.00 25.12 78.0

9j1C 6.35 L00 26.85 77_C4

976 00 io 00 28 68 75
34 UII0 fl5

00 6.% 1.00 so 18 81.0

t1J942 00 i2 00 33 92 79
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TABLE-2

Expt DatelTime
o1L2o/

qi

Tube Radioactivity for 500 ul cell Avg cpm dpm ji
Ci/mi CiIml A0

suspension

on counting after 12

cpm incubation

lix ioj

417
000 3.ic

VS 175 0000 873

q52_

fq7 117

10

q7 OOOO84-

B007784



TABLE-3

Expt DatelTime /qq 3o

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

suspension

count x109

400 Cells/mi

47

j3

135 3q71

37q 34 12L

q$7 4/7 37

33 O5

4-77 Iq/o 45s
455 12.j33

5/1 4Sf 4% tq4p 53

10 Lfl7 /7 2f-c 815
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TABLE-4

Expt

IOc

50

2cw

I03

50

iqo

pa

Date

Tube.dilution Colony Colony Colony Avg Colony SF

17 I4 155

2/ 135 145 O583

32- 135 I4 /35 O.62f5

4_
1..7

11j3j 77S

log 85 163

Ar 31 04- O1
S5 /iç OOI1

83

tj.3 1L... IOf OIO

0-3 77
6j3 O7o7
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