
V79 COLONY FORMING ASSAY FOLLOWING FACS

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

conc

Exp Investigator Bishayee Date 04/02/01

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

two 80-90% confluent 175 cm2 flasks subcultured 4-5 days before with PBS trypsinize

cells each resuspend in ml MEMB pool pass five times through or 10cc 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 MEMB count qooe cells/mi

Transfer ml of cell suspension into two sets of tubes tubes per set Falcon plastic test tube

17x100 mm
Keep the tubes in the roller for 3-4 at 37C 5% CO2 Date/Time

Prepare MEMB containing radioactivity in hood
47 33o ps

300 p.tl
3HTdR Stock 1jCi/il

on //5fo 4-mlMEMB

After 3-4 remove first set of tubes from roller and add MEMB with or without radioactivity

according to Table below

Dat WTime /c2-o

7/5pi-
Tube 3HTdR Cells in MEMB MEMB CFDA in

uCi/mI
MEMB

ml 3HTdR
PBS

ml luM
6OuCiIml

ml
ml

1.0 1.0

1.0 1.0

10 1.0 0.667 0.333

15 1.0 0.5 0.5

20 1.0 0.334 0.666

25 1.0 0.167 0.833

/J 1.0

cik ckoe-s
coori

C2

QJY
çs

c9 If

JLa

Add ml of MEMB tube and return test tubes to roller for 14 Date/Time
Oif o/o

Next day while test tubes are in roller label tubes 13 100 mm VWR glass test tube 73o /q

B007252



After 14 incubation period remove tubes and centrifuge at 2000 rpm at 4C for 10 mm

precooled centrifuRe

Date/Time
04fO3/oi tl_3c

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

prelabeled tubes

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 mm at 2000 rpm 4C
15 Decant supernatant 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

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

19 Centrifuge tubes for 10 mm at 2000 rpm 4C

20 Decant supernatant click tubesvortcx

21 Add ml of uM CFDA in prewarmed PBS as per the Table and PBS in the remaining

tubes

22 Incubate all tubes at 37C for 15 mm
23 Centrifug tubes for 10 mm at 2000 rpm 4C

24 Decant supematant click tubes vortex add ml prewarmed MEMA

25 Incubate all tubes at 37C for 30 mm
26 Centrifuge and decant the supematant suspend in nil MEMA

27 Follow steps 11-24 for second set of tubes

28 Transfer the content of one tube from one set to the corresponding tube of another Set

29 Centrifuge decant the supematant

30 Transfer the cell suspension in polypropylene microcentrifuge tubes with attached caps

Helena Plastics 400 ul using 200 ul pipet tips

31 Again add 200 ul MEMA resuspend and transfer the cell suspensions in the same

polypropylene microcentrifuge tubes Total volume 400 ul

32 Centrifuge tubes for mm at 1000 rpm 4C

30 Transfer tubes at 10C for 72 Date/Time
O4/c 113

33 After 72 carefully remove the supematant from the top resuspend pellet in 200 ul wash

MEMA and transfer the content to i.gl 15 ml tubes containing 10 ml PBS by using pasteur

pipet Date/Time
o4fo/oi 3o pm

34 Again add 200 ul PBS in microcentrifuge tubes resuspend and transfer the cell suspensions

in 15 ml tubcs
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35 Centrifuge the tubes for 10 mm at 2000 rpm 4C precooled centrifuge

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

decant the supernatant resuspend in ml PBS with syringe and transfer aliquots for cell

count 100 UI and
radioactivity count 50 UI

37 Centrifuge decant resuspend in ml PBS for each tube and transfer Imi in Falcon 12x75

mm polystyrene ml tube wrap the tubes with aluminium foil put in ice and transfer for

FACS study

38 During sorting collect both dye-positive and dye-negative cells in VWR 12x75 mm glass

tube pre-cooled in ice containing ml PBS with 100 penicillin and 100 pg streptomycin

add 20 p1 Pen-Strep from the commercial stock in ml PBS to get the desired

concentrations

39 Transfer cells in PBS in 15-mi plastic centrifuge tube add ml of PBS and centrifuge

40 Decant vortex resuspend in ml of PBS and transfer 100 p1 for cell count

41 Transfer 300 j.il in Falcon 12x75 mm polystyrene ml tube for FACS analysis to check the

purity of the sorted cells

42 Dilute remaining cells three 10-fold dilution by transferring 0.5 ml cells to 4.5 ml MEMA
43 Plate required number of cells 200 2000 or 20000 in Falcon 60 mm tissue culture dish in

ml total volume of MEMA
44 Count colonies following week
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AEF Ti H3 HOWELL PRESET TINE 00 TUE 03 fPF 2001 54

NIl PiQU QCF RCN

lL Lh b1 U.L hi Sr cr i1
Di i- Lri tJfu.N ..

LIFE D1Y8

PoStH CPM 25167 TIME EL TIME AVG HIt ERR

to oo 78229
It11.12.O0

57.74 t.oo .oo 73O
29..- 12.00 57.74 4.56 730

.4 12 00 57 74 oo 13 76

.- 1-j 25 100 933 74.0
2- 255773.33 02 15 10 76.0
29-- 697i3.31 099 0.15 10 77 76.0
29 0.97 15 11.48 760

15
29--I

\/.o5Boo 00 to 12 74
i7 2.i jco 0.86 15 72.0
13 29-13 ç444986 66 0.77 15 1.4.41 73.0

.9i1 j/1L.D -l 35
1- -is .- jr
16 2916 ç5E3I760 00 0.68 0. 15 16 .7.

29-17 61155O.O0 0.81 0.10 1738 73.0
.s 2919 l.s2.j.2.x 084 010 19.17730
19 422O0 00 0.64 15 1893 73.0
20 -- 791.31 063 15 19.69 70.0
21 i2860oo 061 2044 710
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USER IDH3 HOWELL PRESET TIME 1.00 MON 09 APR 2001 0913
SAMPLE REPEAT CYCLE REPEAT SCRN R8232N
HIP AQCN QCFN RCMN
CHANNEL lLL UL 400 2SIGPIA 2.00 6KG SUB 0.00 616 2816 0.00 LSR
DATA CALCi CPtI UNKNOWN REPLICATES NORM FACTORi 00000

HALF LIFEDAYSN

SAM P08 CH CPtI 2818X TIME EL TIME AVG HIP El

9.00 66.67 1.00 1.42 70.0
19.00 45.88 1.00 3.01 72.0
6.00 81.65 1.00 4.58 71.0

8.00 70.71 1.00 6.15 71.0

8.00 70.71 1.00 7.72 73.0

14.00 53.45 1.00 9.28 72.0

17275.00 1.96 0.60 10.44 76.0
17670.00 1.94 0.60 11.66 76.0

17195.00 1.97 0.60 12.88 75.0

10 0tO 24560.00 1.90 0.45 13.93 77.0

11 11 26952.50 1.93 0.40 14.94 79.0

12 4fl 25255.00 1.99 0.40 15.89 76.0

13 13 29668.57 1.96 0.35 16.79 77.0

14 414 33353.33 2.00 0.30 17.64 78.0

15 15 30440.00 1.94 0.35 18.54 V7.0
16 16 37026.66 1.90 0.30 19.39 76.0

17 li 37670.00 1.88 0.30 2044 78.0

18 18 39156.66 1.85 0.30 21.09 79.0

19 47760.00 1.83 0.25 21.95 83.0

20 53195.00 1.94 0.20 22.75 85.0

21 53515.00 1.93 0.20 23.55 82.0

B007256



M
e
d
iu

m
A

c
tiv

ity

E
x
p
e
rim

e
n
t

H
-3

1
5
0
%

/F
A

C
S

4

D
a
te

4
/2

/2
0
0
1

T
u
b
e

M
e
d
iu

m
c
o
u
n
t

C
P

M
C

P
M

D
P

M
A

t
A

o
A

o
C

P
M

A
v
e
ra

g
e

c
o
rre

c
te

d
C

P
M

/y
p
.tC

V
m

l
o

n
i.tC

W
m

l
a

t
k
B

q
/m

I
a

t

1
s
t

2
n
d

3
rd

fo
r

c
o
n
tro

l
c
o
u
n

tin
g

a
d
d
itio

n
a
d
d
itio

n

1
0

1
2

1
2

1
1

1
2

1
0

2
5
5
7
7
3

2
6
9
7
1
3

2
8
3
2
0
6

2
6
9
5
6
4

2
6
9
5
5
4

4
1
4
6
9
8

6
.2

2
6
7

6
.2

2
7
3

2
3
0
.4

1
1
3

4
2
6
2
1
3

4
0
5
8
0
0

3
6
2
3
2
0

3
9
8
1
1
1

3
9
8
1
0
1

6
1
2
4
6
2

9
.1

9
6

1
9

.1
9

7
1

3
4
0
.2

9
1
8

4
4
4
9
8
6

4
8
6
9
8
6

4
7
0
9
3
3

4
6
7
6
3
5

4
6
7
6
2
5

7
1
9
4
2
2

1
0

.8
0

2
1

1
0
.8

0
3
2

3
9
9
.7

2
0
1

5
8
1
7
6
0

6
1
1
5
5
0

5
6
3
1
2
0

5
8
5
4
7
7

5
8
5
4
6
6

9
0
0
7
1
7

1
3
.5

2
4
3

1
3
.5

2
5
7

5
0
0
.4

4
9
8

6
4
2
2
0
0

6
7
8
3
1
3

7
1
2
8
6
0

6
7
7
7
9
1

6
7
7
7
8
1

1
0
4
2
7
3
9

1
5
.6

5
6
7

1
5
.6

5
8
4

5
7
9
.3

5
9
1

1
/D

IW
O

1
0

D
IV

/0
D

IV
/o

D
IV

/0
D

IV
/0

D
IV

/0
D

IV
/0

1
1

D
IV

/0
D

IV
/0

D
IV

/0
D

IV
/0

D
IV

/0
D

l
V

IO
l

1
2

D
IV

/0
D

IV
/0

D
IV

/0
0
1

V
/O

l
D

IV
/0

D
t

V
IO

l
1
3

D
IV

/0
D

IV
/0

D
IV

/0
D

IV
/0

D
IV

/0
D

IV
/0

1
4

D
IV

/0
D

IV
/0

D
IV

IO
0
1

V
/O

l
D

IV
/0

IV
/0



C0c1tt tf4bft9
2-

5Of55/ 57
2.- 57 57 jj

52-7 530

5/ 571/ 5G

Si2 57/ S5
55 55/ SC
533/ 2./

B007258



pc
fOoO 24
jOcO Zoi

too

tO 2.ecc

oo C2o
.tOieco

1.OO2-co

iOV2.00

24 Oc

Ct teo2.oo

to 2O

Lhi

-i

i.44

O1r7

O5ZO

520

57o

5t

0I

1k Cuthi Ca4

4ty

30 34i i38f

oq cN1 It2_ to

C5 SC 03

7/ q7/ 35.3333

q3 roi
55

SI 7/

Sc 5t 72000

37iooo

-8ooo

cd

2-t1
i2

2- lo to3 t7 3gooo

ag Ii- 37ooO

01 Cf

GI 5- 55 2.24ooo

tOf ocj O7 4-2_B 000

453

tooozoi

0oo2cr

faoo

2c.D

io 12eo

boo 2cv

F1ot

1i Ic1 fI

5Z.

O7
0.47

B007259



DATE

IME Qr3O

INVESTIGATOR

LEFT SORT RIGHT SORT ABORT FREQUENCY

TUBE

53 SOoOOo
TUBE

83O7

TUBE

5Qt22- 51--i
TUBE4

-.t

TUBE

2oOCl s-g
TUBE

Lii 3b35
TUBE

TUBE8

TUBE

TUBE 10

SORT j1
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co

00

Histogram Statistics

Quadrant Statistics

cJ

l0

04/06/01.001

400 600 800

FSC-Height FL1 -Height

File 04/06/01.001

Sample ID control

Tube

Acquisition Date 06-Apr-01

Gated Events 9989

Parameter ELi -H FL1 -Height Log

Log Data Units Linear Values

Patient ID

Panel

Gate G1

Total Events 10000

-Marker---Left-Right----Events%-Gated%TDtal--fvlean--Geo-Mean-cv------Median---peak

All 9910 9989 100.00 99.89 303.17 53.04 146.04 79.86 410

Mi 35 9910 5211 52.17 52.11 574.65 430.80 81.93 465.55 410

FL1 -Height

File 04/06/01.001

Sample ID control

Tube

Acquisition Date 06-Apr-01

Gated Events 9989

Parameter FL1 -H FL1 -Height Log
Quad Location 34 13

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Parameter FL5-H FL5-Height Log

Gee Mean Mean Gee MeanQuad

UL

UR

LL

LR

Events

4775

5214

Gated

0.00

0.00

47.80

52.20

Total Mean

0.00

0.00

47.75 7.08

5214 574.34

5.40 2.77

43017 2.38

2.45

2.10

Page
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.Q
ID

00
CDj

CIJ

File 04/06/01.002

Sample ID control

Tube

Quadrant Statistics

Acquisition Date 06-Apr-01

Gated Events 9994

Parameter FL1-H FL1 -Height Log
Quad Location 34 13

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Parameter FL5-H FL5-Height Log

Quad Events Gated

UL 0.00

UR 0.02

LL 4817 48.20

LR 5175 51.78

Total Mean

0.00

0.02 505.32

48.17 7.54

51.75 512.38

04/06/01.002

FSC-Height
FL1 -Height

Histogram Statistics

File 04/06/01 .002 Log Data Units Linear Values

Sample ID control Patient ID

Tube Panel

Acquisition Date 06-Apr-01 Gate G1

Gated Events 9994 Total Events 10000

Parameter FL1-H FL1-Height Log

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

All 9910 9994 100.00 99.94 269.05 5Ô.1..0 148.56 56.74 486

Ml 35 9910 5173 51.76 51.73 512.75 375.37 84.00 417.92 486

-c

10

FL1 -Height

Geo Mean Mean Geo Mean

489.16 12.75 12.75

5.76 2.87 2.53

374.65 2.42 2.12

Page

B007262



12

co

_c00

CI

Cl

CJ

File 04/06/01.003

Sample ID negative

Tube

Acquisition Date 06-Apr-01

Gated Events 7110

Parameter FL1 -H FL1 -Height Log
Quad Location 34 13

Log Data Units Linear Values

Patient ID

Panel

Gate G1

Total Events 7110

Parameter FL5-H FL5-Height Log

04/06/01.003

Oo0l

FSC-Height

Histogram Statistics

File 04/06/01.003 Log Data Units Linear Values

Sample ID negative Patient ID

Tube Panel

Acquisition Date 06-Apr-01 Gate Gi

Gateci Events 7110 Total Events 7110

Parameter FL1 -H ELi -Height Log

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

All 9910 7110 100.00 100.00 6.40 4.85 1119.96 4.74

Ml 35 9910 17 0.24 0.24 145.19 115.85 75.31 91.40 44

Quadrant Statistics

Quad Events Gated Total Mean Geo Mean Mean Gao Mean

UL 0.00 0.00

UR 0.00 0.00

LL 7093 99.76 99.76 6.07 4.82 2J3 241

LR 17 0.24 0.24 145.19 115.85 2.99 2.60

Page
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Tube

Acquisition Date 06-Apr-01

Gated Events 5922

Parameter FLI -H FL1 -Height Log

Marker Left Right Events Gated Total Mean Geo Mean

All 9910 5922 100.00 99.95 540.28

Ml 35 9910 5832 98.48 98.43 548.52

421.11 72.55 449.10

451.05 70.97 453.16

Quadrant Statistics

File 04/06/01 .004

Sample ID positive

Tube

Acquisition Date 06-Apr-01

Gated Events 5922

Parameter FLI -H FL1 -Height Log
Quad Location 34 13

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5925

Parameter FL5-H FL5-Height Log

04/06/01.004 04/06/01.004

So
co

Cl

File 04/06/01.004

Sample ID positive

FSC-Height

Oo

1...fl..1 rfly

100 101 t2 i3 i4
FL1 -Height

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5925

CV Median Peak Ch

465

465

FLI -Height

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.00 0.00

Un 0.00 0.00

LL 90 1.52 1.52 6.38 4.92 2.85 2.52

LR 5832 98.48 98.43 548.52 451.05 2.34 2.06

Page
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Co

Cl

cJ

04/06/01.005

File 04/06/0 005

Sample ID

Tube

Acquisition Date 06-Apr-01

Gated Events 9994

Parameter FL1-H FL1 -Height Log

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate G1

Total Events 10000

Peak Ch

486

File 04/06/01.005

Sample ID

Tube

Acquisition Date 06-Apr-01

Gated Events 9994

Parameter FL1 -H FL1 -Height Log
Quad Location 32 13

Quad Events Gated

UL 0.00

UR 0.00

LL 4853 48.56

LR 5141 51.44

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Parameter FL5-H FL5-Height Log

.8

Oo

FSC-Height

i-
10 10 10 10 10

FL1 -Height

Marker Left Right Events Gated Total Mean Geo Mean CV Median

All 9910 9994 100.00 99.94 248.68 44.56 146.39 52.57

Ml 33 9910 5132 51.35 51.32 478.12 355.50 80.96 388.91

04/06/01.005

U-

FL1 -Height

Quadrant Statistics

Total Mean Geo Mean Mean Geo Mean

0.00

0.00

48.53 6.45 4.96 2.83 2.48

51.41 477.34 354.01 2.38 2.09

Page
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Histogram Statistics

File 04/06/01.006

Sample ID

Tube

Acquisition Date 06-Apr-01

Gated Events 9997

Parameter FL1 -H FLI -Height Log

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Quadrant Statistics

File 04/06/01.006

Sample ID

Tube

Acquisition Date 06-Apr-01

Gated Events 9997

Parameter FL1 -H FL1 -Height Log

Quad Location 37 13

PeakCh

474

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Parameter FL5-H FL5-Height Log

Quad Events Gated

UL 0.00

UR 0.00

LL 4753 47.54

LB 5244 52.46

Total Mean

0.00

0.00

47.53 9.44

52.44 624.27

2.46

2.08

04/06/01.006

FSC-Height
FL1 -Height

Marker Left Right Events Gated Total Mean Geo Mean CV Melian

All 9910 9997 100.00 99.97 331.95 63.61 154.44 2.79

Ml 38 9910 5240 52.42 52.40 624.72 443.54 90.73 491.37

04/06/01.006

wcJ10
-J
LL

FL1 -Height

Geo Mean Mean Geo Mean

7.48 2.78

442.71 2.36

Page
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.C

00
CD

CD

File 04/06/01.007

Sample ID negative

Tube

Acquisition Date 06-Apr-01

Gated Events 5951

Parameter FL1 -H FL1 -Height Log

Marker Left Right Events Gated Total

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5955

39

Quadrant Statistics

File 04/06101.007

Sample ID negative

Tube

Acquisition Date 06-Apr-01

Gated Events 5951

Parameter FL1 -H FL1 -Height Log

Quad Location 37 13

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5955

Parameter FL5-H FL5-Height Log

04/06/01.007

FSC-Height

Ml

io2

FL1 -Height

Histogram Statistics

All 9910

Ml 38 9910

Mean Geo Mean CV Median Peak Ch

5951 100.00 99.93 8.65 6.12 258.86 6.21

40 0.67 0.67 176.99 115.50 117.56 105.07

FL1 -Height

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.00 0.00

UR 0.00 0.00

LL 5909 99.29 99.23 7.51 5.99 2.75

LR 42 0.71 0.71 170.33 109.41 2.70

2.43

2.43

Page
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00

l.1TffltLrT

100 101 io2

FL1 -Height

File 04/06/01.008

Sample ID positive

Tube

Acquisition Date 06-Apr-01

Gated Events 9312

Parameter FL1 -H FL1 -Height Log

Log Data Units Linear Values

Patient ID

Gate Gi

Total Events 9315

467.87 72.67 518.61

516.59 70.34 52803

File 04/06/01.008

Sample ID positive

Tube

Acquisition Date 06-Apr-01

Gated Events 9312

Parameter FL1 -H FL1 -Height Log

Quad Location 37 13

UL

UR

LL 208

LR 9104

0.00

0.00

2.23

97.77

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 9315

Parameter FL5-H FL5-Height Log

.p

04/06/01 .008

FSC-Height

Histogram Statistics

Panel

Marker Left Right Events Gated Total Mean Geo Mean

All 9910 9312 100.00 99.97 629.80

Ml 38 9910 9104 97.77 97.73 644.01

CV Median Peak Ch

609

609

I0
-j
U-

FL1 -Height

Quadrant Statistics

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

0.00

0.00

2.23 8.06

97.73 644.01

6.13 2.80 2.47

516.59 2.34 2.07

Page
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File 04/06/01.009

Sample 105

Tube

Acquisition Date 06-Apr-01

Gated Events 9988

Parameter FL1 -H FL1 -Height Log

0-

wcJ
0-

10
-J
LL

El

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

File 04/06/01.009

Sample ID

Tube

Acquisition Date 06-Apr-01

Gated Events 9988

Parameter FL1 -H FL1 -Height Log
Quad Location 32 13

0.00

0.00

LL 4770 47.76

LII 5216 52.24

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Parameter FL5-H FL5-Height Log

FSC-Height

o2

FL1 -Height

Marker Left Right Events Gated Total Mean Geo Mean

All 9910 9988 100.00 99.88 278.61

Ml 31 9910 5233 52.39 52.33 524.72

04/06/01.009

GV Median PeakCh

53.41 1LI7.15 63.21

377.14 83.84 425.51

457

457

.3 .4
FL1 -Height

Quadrant Statistics

UL

UR

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

0.00

0.00

47.70 7.83 6.25 2.82 2.49

52.18 526.13 379.85 2.42 2.13

Page
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File 04/06/01.010

Sample ID negative

Tube

Acquisition Date 06-Apr-01

Gated Events 5068

Parameter FL1-H FL1 -Height Log

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5070

Quadrant Statistics

File 04/06/01.010

Sample ID negative

Tube

Quad Events Gated

UL 0.00

UR 0.00

LL 5024 99.13

LR 44 0.87

%Total XMean

0.00

0.00

99.09 6.10

0.87 344.31

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5070

Parameter FL5-H FL5-Height Log

FSC-Height

Histogram Statistics

Marker Left Right Events Gated Total Mean Geo Mean cv

All 9910 5068 100.00 99.96 9.04 5.11 422.85

Ml 31 9910 45 0.89 0.89 337.35 254.27 69.54

Median

5.00

261.80

Peak Ch

250

FL1 -Height

Acquisition Date 06-Apr-01

Gated Events 5068

Parameter FL1 -H FL1 -Height Log

Quad Location 32 13

Geo Mean Mean Geo Mean

4.94 2.73

266.72 2.75

2.42

2.30

Page
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04/06/01.011

OQ
.-

-rrifmq i-
100 101 1_ 1O

FL1 -Height

File 04/06/0 01

Sample ID positive

Tube

Acquisition Date 06-Apr-01

Gated Events 5099

Parameter FL1 -H ELi -Height Log

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 5100

415.58 76.23 445.08

452.31 74.36 453.16

378

378

File 04/06/01.011

Sample ID positive

Tube

Acquisition Date 06-Apr-01

Gated Events 5099

Parameter ELi -H FL1 -Height Log
Quad Location 32 13

Log Data Units Linear Values

Patient ID

Panel

Gate GI

Total Events 5100

Parameter FL5-H FL5-Height Log

4.35 2.69 2.43

452.31 2.33 2.06

FSC-Height

Histogram Statistics

Marker Left Right Events Gated Total Mean Gea Mean

All 9910 5099 100.00 99.98 548.51

Ml 31 9910 5006 98.18 98.16 558.60

CV Median Peak Ch

FL1 -Height

Quadrant Statistics

UL

UR

LL 93

LII 5006

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

0.00

0.00

1.82

98.18

0.00

0.00

1.82 5.43

98.16 558.60

Page
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0Q

CD

QocI

CJ

File 04106/01.012

Sample ID

Tube

Quadrant Statistics

Acquisition Date 06-Apr-01

Gated Events 9995

Parameter FL1 -H ELi -Height Log
Quad Location 26 14

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Parameter FL5-H FL5-Height Log

00

FSC-Height

i61

FL1 -Height

File 04/06/01.012

Sample ID

Tube

Acquisition Date 06-Apr-01

Gated Events 9995

Parameter FL1 -H FL1 -Height Log

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate G1

Total Events 10000

Marker Left Right

All 9910

Ml 27 9910

Events

9995

5245

Gated Total Mean

100.00 99.95 258.73

52.48 52.45 487.46

Geo Mean CV Median Peak Ch

46.28 148.81 57.25

356.82 85.18 403.15 528

21

Page

FL1 -Height

Quad Events Gated Total Mean Geo Mean Mean Geo Mean

UL 0.00 0.00

UR 0.00 0.00

LL 4745 47.47 47.45 6.15 4.84 2.79 2.45

LR 5250 52.53 52.50 487.02 355.94 2.38 2.10

B007272



22

.0
.C

CD

cJ

00

FSC-Height
FL1 -Height

File 04/06/01.013

Sample ID

Tube

Acquisition Date 06-Apr-01

Gated Events 9994

Parameter FL1 -H FL1 -Height Log

Histogram Statistics

Log Data Units Linear Values

Patient ID

Panel

Gate Gi

Total Events 10000

Marker

All

Ml

Left Right

9910

24 9910

Events Gated Total Mean Geo Mean CV Median Peak Ch

9994 100.00 99.94 231.00 43.48 143.65 64.94 453

5355 53.58 53.55 426.30 311.23 82.38 352.27 453

File 04/06/01.013 Log Data Units Linear Values

Sample ID Patient ID

Tube Panel

Acquisition Date 06-Apr-01 Gate Gi

Gated Events 9994 Total Events 10000

Parameter FL1 -H FL1 -Height Log Parameter FL5-H FL5-Height Log

Quad Location 25 16

Geo Mean Mean Geo Mean

FL1 -Height

Quadrant Statistics

Quad

UL

UR

LL

LR

Events

4651

5343

Gated

0.00

0.00

46.54

53.46

Total Mean

0.00

0.00

46.51 5.62

53.43 427.20

4.50 2.75

313.03 2.41

2.44

2.12

Page
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0.01

0.001
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Activity per Labeled Cell mBq/ceII
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CoulterSurvival

Experiment

Date/Time

H-3150%/FACS3

3/26/01

cxo\

Tube Coulter count

1st 2nd 3rd

Average Cells/mi

Colony count

1st 2nd 3rd

1st 2nd 3rd

162 62.564 0.8709

143 56.878 0.7690

133 56.243 0.7153

115 46.158 0.6187

85 36.097 0.4578

DlV/O DIV/0 DIV/0

DIV/0f DIV/0 DIV/0

DIV/0 DIV/O D1V/0

DIV/Oi DIV/0 DIV/0

DIV/0 DIV/0 DIV/O

0.8456

0.7688

0.7602

0.6239

0.4879

DIV/0
DIV/0

DIV/0
DIV/0
DIV/O

643

654

666

644

609

642

582

612

633

634

635

579

599

598

10

11

12

13

14

Tube Predicted

Cells

Seeded

629

636

651

633

595

627

594

DIV/0

Dl V/a

DIV/0

DIV/0
DIVIO

DIV/0
DIV/0

632

621

654

619

598

641

601

Actual

Cells

Seeded

Hemocytometer Count in Grid

4th

Average PE SF SF

Uncorrecte Corrected

2505333

2533333

2594667

2520000

2370667

2498667

2364000

DIV/0
DIV/0

DIV/0
D1V/0

DIV/0

DIV/0
DIV/0

190

169

148

136

119

100

178

204

152

132

135

127

75

1.00 1.0000200 251 167

200 253 193

200 259 166

200 252 150

200 237 129

200 250 100

200 236 81

DIV/0
DIV/0

10 DIV/0

11 DIV/0I

12 DIV/0

13 DIVIO
14 DIV/0

DIV/0 DIV/0 DIV/0 DIV/0
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