
V79 COLONY FORMING ASSAY

Return test tubes to roller for 30 mm

After 30 mmcentrifuge tubes for 10 mm at 2000 rpm

During the centrifugation move roller to 10.5C

Exp

Date 11/20/98

Experiment Name 210PocitiBte lOOug/ml MEA

Investigator Bishayee

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

subcultured 12 24k 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 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 the tubes for 3-4 at 37C 5% CO2 DatelTime if2oI iis pm

Calibrate the stock 2t0Po-citrate for today 41pCi/ml

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

DatelTime ti/2-o 4bo pm

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

UI 4.9 ml
uCi/nil ml uCi/ml

uglml

on 11/20 ml
ul

1.0 1000

1.0 1000

0.2 1.0 920 80

0.35 1.0 855 145

0.5 1.0 800 200

1.0 1000

1.0 1000

0.2 1.0 920 80

0.35 1.0 855 145

10 0.5 1.0 800 200

DatelTime iI2-/3

4C DatelTime 44 Ih
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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 supernatant click tubes vortex resuspend in 10 ml wash MEMA
ME4k

16 Centrifuge tubes for 10 mm at 2000 rpm 4C

17 Decant the supernatant click tubes vortex add ml of MEMA with or without 110 ugtml

MEA as per Table

18 Transfer tubes at 10C for 72 DatelTime -3

19 Transfer 30 ul of supematant in triplicate from step 10 into 20 ml scintillation vial containing

ml cocktail Aquasol and count for radioactivity
DatelTime if _3 I5

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

2000 rpm 4C yrecooled centrifuie DatelTime atn

20 labeling and preparation of dilution tubes and colony dishes

load 60 mm petri 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 supernatant 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 t1 to Coulter cup

27 Vortex tube transfer 0.5 ml into X.4 vortex tube X.4 and transfer 0.5 nil 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 T-tubes

29 Transfer 500 i1 of cell suspension in duplicate to 20 ml scintillation vial containing ml

cocktail Aquasol

30 Incubate petridishes for week

31 Count vials for radioactivity DatelTime 23/
-.36

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 ID PO--2 10 MON h0 19981 428
SAMPLE REPEAT CYCLE REPEAT SCRN RS232N

AQCN OCFN RCMN
HANNEL 1L1_ 600 LIL 900 2SIGMA 13KB SUB 0.00

DATA CALC CPM UNKNOWN REPLICATES NORM FACTOR
-IALF LrFECDAYSN

ROB

/14.00 I..45 1.00
10 tS.00 39.44 1.00

8.00 70.71 1.00
iooo 63.25 1.00

540.00 8.61 1.00
Ji63.00 8.43 1.00

972.00 6.42 1.00
k436E3.00 6.43 100

939.00 653 1.00
10 io 572e.oo 6.57 1.00
11 11 ç7.00 73.59 1.00
12 12 Ia 00 70 71 4.00
13 5.00 8.44 1.00
14 1Vo.oo 81.65 1.00

15 sc 540.0O 13.61 1.00
16 615.00 6.81 1.00
17 877.00 6.75 1.00
18 76.00 7.13 1.00
19 -- 984_CO 4.38 1.00
20 CO 35 .00
21 -- 7.00 7.59 1.00
22

IM
6.00 81463 1.00

411 i_CO 8.44 1.00
4-12 5.0O 89.44 1.00

25 8.00 7c 71 1.00
26 00 60 30 .00
27 14243.36 1.98 0.71

128 0-- 13954.67 14.95 0.75

j29
fl 4885.71 11.96 0.70

30 26337 50 il 95 40
31 121544371 11.94 0.70

-- 9165.71 1.90 0.35
133 p36363.33 1L91 0.30
34 o10 34858.46 11.88 0.33

--11 151379l 1kE38 0.28
36 n12 5.00 8.44 1.00

7.00 7.59 1.00
38 1.O0 6c.3O 1.00

p5.00 89.44 1.00

enaI4.00 103.0 1.00
41 -- IrIL5.O0 89.44 1.00
42 p15220.74 1.97 0.68
43 1t16475.e 193 0.65
44 U6868.eo 11.95 0.62
45 2.6910.00 11.93 0.40
46 ItJ 28728.00 193 0.30

qA

0-1 CMI 28187 TIME EL TIME AVG

13KG 2518
00000

0.00 LSR

1.80 108.0
3.68 103.0
5.37 103.0
7.10 100.0
8.83 82.0

10.56 93.0
12.29 102.0
14.08 97.0
15.95 81.0
17.69 86.0
19.32 95.0
21.00 70.0
22.68 95.0
24.4.1 86.0
26 92.0
28.02 90.0
29.90 92
31.83 91.0
33.57 90.0
35.54 920
37.42 59.0
39.16 59.0

40.78 58.0
42.47 59.0
44.21 59.0
45.93 60.0
47.48 57.0
49.02 57.0
50.39 59.i
51.47 58.0
52.85 56.0
53.87 59.o
54.83 39.0
5603 57.0
57.17 62.0
53.79 59.0
60..53 59.0
62.22 59.0
63.95 60.0
65.87 60.0
67.50 59.0
68.90 56.0
70.22 61.0
71.57 57.0
72.65 57.0
73.90 56.0

ERR

PAGE
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FM P09 cf

17 i1 kco5ei33
12 /34960 00

30403
10 9072.73

281 DX TI ME EL ME AVG E4

87 3e 7i 00 60
1.88 033 7594 59.0
J36 0.30 76.98 59.0

fl93 0.29 77.97 61.0

ERR
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TABLE-i

Expt
LateTtme j._3 g- 23 pm

Tube Medium count for 30 ul Avg cpm dpm CiJmI Ar Ci/mi At

cpm on counting on addition

Wk
I43Ci I4-I

-S82 2352 o3540

37S30 37S3o O35

024-30

2g73c1 2.g73 O4-315

10 3778 377k O52-7
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TABLE-2

Expt DateTime I1//q- 2- 3o p-rn

Tube
Radioactivity for 500 ul ceLl Avg cpm dpm CiJmlAt 1.1

CiIml A0
suspension

on counting after 12 Ii

cpm incubation

11x104J

Ss.S s5 OOO OOoO4

370 970 o000873 O000873

933 00o84-o bOO84-C

S75 75 OOob47S 000075

OOO7 0- 000744-

10
IvI.s lqp5 000i073 O0OJa73
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TABLE-3

Expt 2. Date/Time l/_3fq /2--oo nao1

Tube Coulter count for 100 ul cell Avg count Cells/mi fCi/cdll

suspension

count x109

400 Cells/mI

Sot 24 474

475 472 44-

45 424 3c

1385333

447 44 71 000

533 511 5W S2-O 2.os33

2%7

I-qo1 537 2052oo

10

46D 4/
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TABLE-4

Expt // 2- Date
iJ3o/4

Tube.dilution Colony Colony Colony Avg Colony SF

2-- J35

3-3 107 00807

43 S7 42 41 CO405

L3o
t-23 0/co

45 SS
t373

7._- 139 135

57 4r

LI Jio IO1 00

15 11 oss Oao
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