
V79 COLONY FORMING ASSAY

Experiment Name Cell separation by FACS and SF 3HTdR cluster 50% labeling three

3HTdR conc Exp Investigator Bishayee Date 09/09/99

Set the rocker-roller at 37C incubator with 5% C02 set the Coulter Counter wash cells from

two 150 cm2 flusk subcultured 12 24h before with PBS trypsinize cells each resuspend

in ml MEMB pool pass five times through cc syringe with 21 gauge needle.perfànn cell

count by iransfering 100 ul in Coulter cup containing 20 ml isotone Coulter balanced

electrolyte solution Of ao
Dilute to 00000OkelW/rn1 in MEMB count cells/mi

Transfer Tnl of cell suspension into 12 ml tubes Falcon plastic test tube 7x 100 mm labeled

1-8 both on cap and wall

Keep the tubes in the roller for 3-4 at 37C 5% CO2

Prepare MEMB containing radioactivity in hood

p1 3TITdR Stock iCiflil on ml MEMB
After 3-4 remove tubes from roller and add MEMB with or without radioactivity according to

Table below Date lTime

Cells in MEMB
MEMB

ml ..MEMB

ml
3IITdR

ml

41.04 1.0

1.0 1.0

1.0 1.0

1.0 1.0

1.0 0.9 0.1

1.0 0.9 0.1

1.0 0.7 0.3

1.0 0.7 0.3

1.0 0.4 0.6

10 1.0 0.4 0.6

DateITimet7o7q1

Tube

P1

3HTdR

uCi/ml

Jo
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730 p-.4

Return test tubes to roller for 12 DateTime

Next day while test tubes are in roller label 10 gamma-tubes 13 glass test

tube

After 12 mcubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

yrecooled centrifuge DatelTime C/tO
10 Remove buckets from centrifuge and carefully remove 150

til of supernatant and place in

prelabeled gamma-tube

11 Decant supematant click tubes vortex resuspend in 10 ml wash MEMA
12 Centrifuge tubes for 10 mm at 2000 rpm 4C
13 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
14 Centrifuge tubes for 10 miii at 2000 rpm 4C
15 Decant supernatant click tubes vortex resuspend in 10 ml wash MEMA
16 Centrifuge tubes for 10 miii at 2000 rpm 4C
17.Decant supematant click tubes vortex resuspend in of PBS syringc and perform ccli

eount-a well-as
radioactivity count by transferring-aliguots

18 ml of PBS in each tube vortex and transfer the content to 15-mi plastic centrifuge tube

18 Centrifuge tubes for 10 mm at 2000rpm 4C
19 Decant supernatant click tubesvortex

20 Add ml of 0.05 aM CFDA in prewarmed PBS as per the Table and PBS in the remaining

tubes

21 Incubate all tubes at 37C for 15 mm
21 Centrifug tubes for 10 miii at 2000 rpm 4C
22 Decant supematant click tubes vortex add ml prewarmed MEMA
23 Incubate all tubes at 37C for 30 mm
24 Centrifuge and decant the supernatant suspend in ml MEMA
25 Transfer the content of one tube to the corresponding tube

26 Centrifuge decant the supematant

27 Transfer the cell suspension in polypropylene microcentriftige tubes with attached caps Helena

Plastics 400 ul using 200 ul pipet tips

28 Again add 200 ul ice cold MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcenirifuge tubes Total volume -400 UI

29 Centrifuge tubes for miii at 1000 rpm 4C
30 Transfer tubes at 10C for 72 DatelTime Off 0/
31 After 72

carefully remove the
suprnatant

from the top resuspend pellet in 200 ul wash

MEMA and transfer the content to egM 15 ml tubes containing 10 ml PBS by using pasteur

pipet DatelTime oo44 130
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32 Again add 200 ul PBS in microcentrifuge tubes resuspend and transfer the cell suspensions in

15 ml tubes

33 Centrifuge the tubes for 10 miii at 2000 rpm 4C pfcooled centrifuje

32 Decant supernatant click tubes vortex pooled cells from corresponding tubes centrifuge

decant the suoematant resuspend in ml PBS with 0.005 mM EDTA syringe and transfer

aliquots 100 ul for cell count and radioactivity count

33 Centrifuge decant resuspend in ml PBS with 0.005 mM EDTA to have l0000000

cells/mi for each tube and transfer imi in Falcon 12x75 mmpolystyrene ml tube wrap

the tubes with aluminium foil put in ice and transfer for FACS study
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TABLE-i

Expt DatelTime O1fIo9 1Sfm
Tube Medium count for 30 ul Avg cpm dpm

ji
Ci/mi Ci/mi A0

cpm on counting on addition

E/ti

4U7 223ij 0425

5q6 2.3717 O3S

5S5t a7oo 131

422 G5o3

8e1/13 137l3

10 777O 155o31
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TABLE-2

ExpL

__

Date/Time q1/ i/qq f/3

Tube Radioactivity forOü1 cell Avg cpm dpm Ci/mi iCi/m1

suspension

on counting
afterth

cpm uaoo inctdation

4J

1050

U03

0i
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TABLE-3

Expt LatelTime

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

suspension

count xi

4000 Cells/mi

7i2 7H 7o2 70 23 333

7j 753 72o 73 2IS2oo

15o3 I52 /511
1511

4-

1547 I5i /537
i54 045o1o

ISoq 55k 57 1OOO

p24 /3 P%2...O

1-

7.4

27

0.37 O1f0.711
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TABLE-4

Expt Date
01/20/ 94

Tube.dilution Colony Colony Colony AvColorly SF

4iti

72-

1fi- 15 14

5.-

.3
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TABLE-2

Expt
10

Date/Time 05/2.5720

Tube Radioactivity for2 ul cell Avg cpm dpm ii.CiIml A1 .tCi/in1 An
suspension

on counting after 12

cpm incubation

ooo

4tj- 22 If 277 ootoiz

io 12 2- o-ooo7

10
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TABLE-3

$oJ a21

Expt Date/Time

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

suspension

count

400/ Cells/mi

I2M 14 35 I3 S.f 533 O0o2.2..

1o to 41 O00f7

10

00
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Data.O01

Quadrant Statistics

File Data.001

Sample ID

Tube

Acquisition Date 3-Sep-99

Gated Events 9783

Parameter FL1 -H Log

File Data.001

Sample ID

Tube

Acquisition Date 3-Sep-99

Gated Events 9783

Parameter FL1 -H Log
Quad Location 18 14

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

Parameter FL2-H Log

400 600 800 1000

FSC-H
FL1-H

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.01 0.01 14.33 14.33 18.27 18.27

tkl 357 3.65 3.57 734.63 621.18 43.41 34.63

LL 5739 58.66 57.39 5.19 4.17 1.95 1.67

LR 3686 37.68 36.86 157.36 99.92 2.24 1.66

Marker Left Right Events Gated Total Mean Geo Mean CV Median Peak Ch

All 9910 9783 100.00 97.83 89.14 16.57 215.33 8.98

Ml 17 9910 4099 41.90 40.99 205.73 114.43 123.48 103.66 52

Page
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CJ

File howell 9/13.002

Sample ID

Tube

Acquisition Date 13-Sep-99

Gated Events 9877

Parameter FL1 -H Log

File howell 9/13.002

Sample ID

Tube

Acquisition Date 13-Sep-99

Gated Events 9877

Parameter FL1 -H Log
Quad Location 16 14

LI

..d..
10 10 10 10

FL1-H

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

Parameter FL2-H Log

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

Marker Left Right Events Gated Total Mean Geo Mean

All 9910 9877 100.00 98.77 67.43 19.92 160.98 14.46

Ml 17 9910 4812 48.72 48.12 132.84 96.28 94.73 97.34 55

Pdge

howell 9113.002

xCJ

fO
U-

200 400 600

FSC-H

Quadrant Statistics

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.04 0.04 13.28 13.19 21.56 20.86

UR 72 0.73 0.72 488.95 352.53 43.17 30.77

LI. 4997 50.59 49.97 5.15 4.38 2.16 1.86

LR 4804 48.64 48.04 125.95 92.24 2.41 1.83

howell 9/13.002

Ml

FL1-H

CV Median Peak Ch
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howell 9/13.003

File howell 9/13.003

Sample ID

Tube

Acquisition Date 3-Sep-99

Gated Events 9886

Parameter FL1 -H Log

All 9910

Ml 17 9910

File howell 9/13.003

Sample ID

Tube

Acquisition Date 13-Sep-99

Gated Events 9886

Parameter FL1 -H Log

Quad Location 16 14

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

9886 100.00 98.86 71.03

4914 49.71 49.14 137.20

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

Parameter F12-H Log

200
FL1-H

Quadrant Statistics

400 600 800 1000

FSC-H

howell 9/13.003

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.02 0.02 12.72 12.58 16.70 16.70

LJR 80 0.81 0.80 390.86 270.08 29.77 25.05

LL 4897 49.53 48.97 5.48 4.73 2.04 1.75

LR 4907 49.64 49.07 131.27 95.07 2.40 1.80

c.J

CO

Ml

FL1 -H

10 10

Marker Left Right Events Gated Total Mean Gea Mean CV Median Peak Ch

21.68 148.95 16.85

99.24 85.64 99.10 70

Page

BOl 2361



howell 9/13.004

File howell 9/13.004

Sample ID

Tube

howell 9/13.004

Acquisition Date 13-Sep-99

Gated Events 9894

Parameter FL1 -H Log

Quad Location 16 14

FL1-H

File howell 9/13.004

Sample ID

Tube

Acquisition Date 13-Sep-99

Gated Events 9894

Parameter FLI -H Log

All 9910

Ml 17 9910

10 10

Quadrant Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

9894 100.00 98.94 63.41

5065 51.19 50.65 118.42

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 10000

Parameter FL2-H Log

CV Median Peak Ch

21.23 147.7219.99

86.38 88.29 82.05 57

io0 101 io2

FL1-H

cD

Co

cJ

200 400 600 800 1000

FSC-H

howell 9/13.004

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.01 0.01 9.73 9.73 16.25 16.25

UR 88 0.89 0.88 409.27 295.75 32.02 26.82

LL 4755 48.06 47.55 5.55 4.78 2.12 1.80

LR 5050 51.04 50.50 111.88 82.55 2.28 1.75

Ml

Histogram Statistics

Marker Left Right Events Gated Total Mean Geo Mean

Page
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howell 9/13.005

Cl
Cl

bà Æbà bà ióao

FSC-H

File howell 9/13.005

Sample ID sort

Tube

Acquisition Date 13-Sep-99

Gated Events 689

Parameter FL1 -H Log

Quad Location 16 14

Quadrant Statistics

Log Data Units Unear Values

Patient ID

Panel

Gate G2

Total Events 765

Parameter FL2-H Log

14

100 10 10 10

FL1-H

File howell 9/13.005

Sample ID sort

Tube

Acquisition Date 13-Sep-99

Gated Events 689

Parameter FLI -H Log

All 9910

Ml 17 9910

Histogram Statistics

Log Data Units Unear Values

Patient ID

Panel

Gate G2

Total Events 765

689 100.00 90.07 4.68

1.16 1.05 33.10

3.85 97.80 3.89

27.35 74.74 21.38

R2

Quad Events Gated Total Mean Geo Mean Mean Gee Mean

UL 0.58 0.52 12.06 11.86 21.07 20.44

UR 1.02 0.92 34.70 28.24 61.07 44.34

LL 676 98.11 88.37 4.28 3.73 3.23 2.77

LR 0.29 0.26 19.06 18.85 2.78 2.78

howell 9/13.005

Ml

Marker Left Right Events Gated Total Mean Geo Mean CV Median Peak Oh

17

Page
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R3

howell 9/13.006

FL1-H

Quadrant Statistics

File howell 9/13.006

Sample ID sort

Tube

Acquisition Date 13-Sep-99

Gated Events 1000

Parameter FL1 -H Log

File howell 9/13.006

Sample ID

Tube

Acquisition Date 13-Sep-99

Gated Events 1000

Parameter FL1 -H Log

Quad Location 18 14

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate G2

Total Events 1155

Log Data Units Unear Values

Patient ID

Panel

Gate G2

Total Events 1155

Parameter FL2-H Log

Quad Events Gated Total Mean Geo Mean Mean Ceo Mean

UL 14 1.40 1.21 12.71 12.27 22.33 21.52

UR 11 1.10 0.95 257.57 81.91 566.15 157.95

LL 971 97.10 84.07 5.93 4.69 4.01 3.28

LH 0.40 0.35 50.43 43.62 6.32 4.88

howell 9/13.006

Ml

10 i2
FL1-H

Masker Left Riciht Events Gated Total

All 9910

Ml 17 9910

Mean Gao Mean

1000 100.00 86.58 8.98 4.95 561.56 5.78

18 1.80 1.56 171.58 55.20 201.93 31.91

CV Median Peak Ch

17
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