
V79 COLONY FORMING ASSAY

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

Exp Investigator Bishayee Date 04112/99

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 resiispend

in ml MEMB pool 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 2000000 cells/mi in IVIEMB count qq4 0cells/ml

Transfer ml of cell suspension into eight 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

.il3HTdRStock Ii.iCiJplon 3// 2m1MBMB

After 3-4 remove 4ittest tubes from roller and add MEMB with or without

radioactivity according to Table below DatelTime Oqfifqo 7_4 p.m

Tube 3HTdR Cells in MEMB

uCiIml

MEMB
ml MEMB

ml
3HTdR

ml

1.0 1.0

1.0 1.0

1.0 1.0

1.0 0.5 0.5

1.0

1.0 0.5 0.5

1.0

1.0 0.5 0.5

Return test tubes to roller for 12 DateiTime 730 1-

Next day while test tubes are in roller label 10 gamma-tubes 13 100 mm VWR glass test

tube

DateiTime 04f12/q4 4-o
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After -12 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuje JateiTime 0413/9C

10 Remove buckets from centrifuge and carefully remove 150 jil of supematant and place in

prelabeled gamma-tube

11 Decant supernatant click tubes vortex resuspend in 10 ml wh 4FM 15$ --
12 Centrifuge tubes for 10 mm at 2000 rpm 4C IS

1.4 Cenlrifugetiihe.s fer40-miat-O8rpnr49T

Decant sunernatant-diekesrtex4pend-ii-IHflFWaSfrMEM

17.Decant supematant click tubes vortex resuspend in ml of PBS syringe and perform cell

count as well as radioity
count by transferring aliquots çtoo

18 Add ml of PBS in each tube vortex an 41 eententt4 plastic ii

18 Centrifuge tubes for 10 nun at 2000 rpm

19 Decant supernatant click tubesvortex

20 Add ml of CFDA 0.05 0.5 and 2.5 uM in prewarmed PBS in tubes and

respectively and PBS in the remaining tubes

21 Incubate all tubes at 37C for 15 mm
21 Centrifug tubes for 10 mm at 2000 rpm 4si

22 Decant supernatant 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 next one ito to etc

26 Centrifuge decant the supernatant

27 Transfer the cell suspension in polypropylene microcentrifuge 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 microcentrifuge tubes Total volume -400 ul

29 Centrifuge tubes for mm at 1000 rpm 49C

30 Transfer tubes at 1..02C for 72 DatelTime 9Lf /15/

31 After 72 carefully remove the supernatant from the top resuspend pellet in 200 ul wash

MEMA and transfer the content toji ml tubes containing 10 ml PBS by using pasteur

pipet
DateTime

32 Again add 200 ul PBS in microcetrifuge tubes resuspend and transfer the cell suspensions in

15 ml tubes

33 Centrifuge the tubes for 10 mm at 2000 rpm 4precoo-1ed uunh--fu.ee
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32 Decant supernatant click tubes vortex w.J IIMJ rj-r
14-nsfer aliquots

33 -Ji... fiJ..in 13x 100 mm Iran sperant plastic tube for FACS wrap the

tubes with aluminium foil

cdt9 .iJ%M fifl cr4
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1L peUJc

EASE

E3ER 10 EU HOWEI._.L REESE ME Do
cripL.E RE.PEoj 1.TYCL..E I.EPE.yr SCR R5232
1141 Aol OLE RON
cHANNEI.. LL. UL. .60 251 GNA 2. CC
iA i4.\ LAL..c PM IjNIKNciItI REIL.

101 IF 1121

5cDiI FF313 11-4 IFtl 213I 8% rI ME EL. TI ME AVG 84

TIlE 13 APR 1999 16 18

ERR

E1C13 SUB DC 1301 281132 00 .SR

NORM FACTOR 00000

flH oC 63 25 00 70 66
..- -- .-

.2 4446 1./i 01 ID 1.00 .D. 68.0
1i 7559 35 65.

44 DC 66. 67 00 65

9.00 66.6 1.00 935
444 75 59 00 10 88 54

f7410.00 2.32 i. co 12..76 64.C
13 13 4t-t761200 2.29 1.00 14..58 66..0

cu_Do 6030 1.00 1642 67.0
10 10 4..OC 100.0 100 1824 o4.0
1.1 -j 17445.OC 2.32 1.00 20.11 61.0
12 12 .8503 00 2. 17 00 21 94 67

13 p11 00 60.30 100 23.78 ss..o

14 46 5.CC 89.44 100 .5 65.0
ssis DC 68 00 zi zFo 61

5837 DC 62 00 29 27 64

17 19.00 45.88 1.00 31 15 57
44

L2 00 42. 64 00 33 02 57

19 15.00 51.64 106 34.91 55C
20 LQ2 00 42.64 1. 00 36.74 57
21 ci 00 64 25 00 38. 61 54

444 50 t9C0 bb.b/ 1.00 40.44 59
74369 70 81 17 41 42 57

24 -i2 178569 70 1.76 17 42.40 61
fl5 4f 10 DC 63 25 00 4L1 38 57

4.3C... 12.00 57.74 1.00 46.72 5QC
27 -- 54 28 86 18 47 25 59

28 14.8931 .47 82 18 48 39 57.0
29 Er -20 DC 44.72 1.00 50 1/ 59
30 16-- 5.00 89.44 OC 51.99 57.0
31 ç6703C.10 1.90 0.17 52.97 64.0
32 44 1ft9194 28 1.81 18 54.01 59

Œct
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TABLE-i

Expt Date ITime
O4/ /1q

Tube Medium count for 30 ul Avg cpm dpm j.i CiJml A1 ji
CiIml A0

cpm on counting on addition

7647 1t7

D7402 W3ç i5

522_ iOfc4 157

10
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TABLE-2

DatelTime 04/ l3/qq f..28Expt

Tube Radioactivity
for8CIul cell Avg cpm dprn pCi/mi Ar jCi/nutA0

suspension

on counting after 12

incubationcpm

22

Sit O-O2.1

IL2-7 00553

8758 O03o

10
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TABLE-3

Expt // DatelTime O3fq
Tube II Coulter count for 100 cell Avg count Cells/mi pCi/cell

suspension

count x106

4000 Cells/mI

i5 à7 i8-

i5 Jij

-8q 2_81 2-q7

-Q3 2- 251 2.51 U37333 OQ5_

32 3o

35k 3.z 332 1312-c7oo O397

32o J331
.kL

237 2-32z31

10
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File Howell sort 4/16/99.001

Sample ID

Tube

Quadrant Statistics

Acquisition Date 6-Apr-99

Gated Events 10000

Parameter FL1 -H FL1 -Height Log
Quad Location 22 14

Quad Events Gated Total

UL 008 0.08

UR 49 0.49 0.49

LL 5174 51.74 51.74

LR 4769 4769 47.69

File Howell sort 4/16/99.001

Ml
Sample ID o/___ Tube

TThnI
Acquisition Date 16-Apr-99

Gated Events 10000

Parameter Li-H FL1 -Height Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter FL2-H FL2-Height Log

Cl

Howell sort 4/16/99.001

Co

.-

IL

FSC-Height

10 10 i2
ELi -Height

Howell sort 4/16/99.001

c.j

FL1 -Height

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

All 9910

Ml 18 9910

Marker Left Right Events Gated Total Mean Peak Ch

10000 100.00 10000 90.66

4859 48.59 48.59 182.03 174

Page
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File Howell sort 4/16/99.001

Sample ID

Tube

Howell sort 4/16/99.001

FL1 -Height

Quadrant Statistics

Acquisition Date 16-Apr-99

Gated Events 10000

Parameter FL1-I-l FL1 -Height Log
Quad Location 22 14

Quad Events Gated Total

UL 0.08 0.08

UR 49 0.49 0.49

LL 5174 51.74 51.74

LR 4769 47.69 47.69

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Parameter FL2-H FL2-Helght Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 10000

Page

Ci

FSC-Height

Howell sort 4/16199.001

0100

M2 Ml

FL1 -Height

10

Histogram Statistics

File Howell sort 4/16199.001

Sample ID

Tube

Acquisition Date 16-Apr-99

Gated Events 10000

Parameter FL1-H FL1 -Height Log

Marker Left Right

All 9910

Ml 18 9910

M2 19

Events

10000

4859

5100

Gated Total

100.00 100.00

48.59 48.59

51.00 51.00

Mean

90.66

182.03

4.38

PeakCh

174
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Quadrant Statistics

File Howell sort 4/16/99.002

Sample ID

Tube

Acquisition Date 16-Apr-99

Gated Events 100000

Parameter FL1 -H FL1 -Height Log
Quad Location 22 14

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 100000

Parameter FL2-H FL2-Height Log

H.

UL 83

UR 498

LL 50765

LA 48654

0.08

0.50

50.77

48.65

Page1

.I

200 400 600 800 1000

FSC-Height

Howell sort 4/16/99.002

Quad Events Gated Total

0.08

0.50

50.77

48.65

File Howell sort 4/16/99.002

Sample ID

Tube
.1

Panel

Acquisition Date 16-Apr-99 Gate No Gate

Gated Events.100000 Total Ev.mts 100000

Parameter FL1-H FL1 -Height Log

Histogram Statistics

FL1 -Height

r11
10 10

Log Data Units Linear Values

Patient ID

Marker Left Right Events Gated Total Mean Peak Ch

All 19910
lOOpOO

100.00 100.00 92.50

Ml 189910 4957 49.58 49.58 182.09

M2 19 49861 49.87 49.87 4.50

161

1/

.1

.1
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110 11 i2
FL1 -Height

File Howell sort 4/16/99.003

Sample ID sorted

Tube

Quadrant Statistics

Acquisition Date 16-Apr-99

Gated Events 5295

Parameter FL1-H FL1 -Height Log
Quad Location 22 14

Quad Events Gated Total

1O 10

UL 227 4.29 4.29

UR 566 10.69 10.69

LL 4493 84.85 84.85

LR 0.17 0.17

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 5295

Parameter FL2-H FL2-Height Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 5295

Howell sort 4/16/99.003

.-

5CJ

fL
IL

-r

00

FSC-Height

101 10 10

FL1 -Height

Howell sort 4/16/99.003

Ml

Histogram Statistics

File Howell sort 4/16/99.003

Sample ID sorted

Tube

Acquisition Date 16-Apr-99

Gated Events 5295

Parameter FL1-H FL1-Height Log

Marker Left Right Events Gated Total Mean Peak Ch

All 9910 5295 100.00 100.00 17.14

Ml 18 9910 638 12.05 12.05 116.27 24

M2 19 3114 58.81 58.81 4.92

Page
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Quadrant Statistics

File Howell sort 4/16/99M03

Sample ID sorted

Tube

Acquisition Date 16-Apr-99

Gated Events 5295

Parameter FL1 -H FL1 -Height Log
Quad Location 22 14

Quad Events Gated Total

UL 227 4.29 4.29

UR 566 10.69 10.69

LL 4493 84.85 84.85

LR 0.17 0.17

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 5295

Parameter FL2-H FL2-Height Log

1c0 1c1 1c2 ic
FL1 -Height

File Howell sort 4/18/99.003

Sample ID sorted

Tube

Acquisition Date 16-Apr-99

Gated Events 5295

Parameter FL1-H FL1 -Height Log

Log Data Units Linear Values

Patient ID

Panel

Gate No Gate

Total Events 5295

All 9910

Ml 18 9910

5295 100.00 100.00 17.14

638 12.05 12.05 116.27 24

Howell sort 4/16/99.003

200 400 600 800 1000

FSC-Height

Howell sort 4/16/99.003

Ml

Histogram Statistics

Marker Left Right Events Gated Total Mean Peak Ch

Page
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Log Data Units Linear Values

Patient ID

Panel

Gate G1

Total Events 5295

Parameter FL2-H FL2-Height Log

Quad Events Gated Total

UL 0.17 0.08

UR 28 1.20 0.53

LL 2281 97.73 43.08

LA 21 0.90 0.40

Histogram Statistics

File Howell sort 4116/99.003

Sampe ID sorted

lube

Acquisition Date 16-Apr-99

Gated Event 2334

Parameter FL1-H FL1-Height Log

Marker Left Riqht Events

r.

II

ii -rn

Page

Cl

Howell sort 4/16/99.003

.1IiIi4
200 400 600 800

FSC-Height

Howell sort 4/16/99.003

u_

10 10 10

FL1 -Height

Quadrant Statistics

1000

File Howell sort 4/16/99.003

Sample ID sorted

Tube

Acquisition Date 16-Apr-99

Gated Events 2334

Parameter FL1-H FL1 -Height Log

Quad Location 28 43

Howell sort 4/16/99.003

Ml

FL1 -Height

10

i.i

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5295

Gated Total Mean Peak Ch

All 9910 2334 100.00 44.08- 5.57

Ml 18 9910 77 3.30 1.45 45.56 19

M2 18 2257 96.70 42.63 4.20
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