V79 COLONY FORMING ASSAY FOLLOWING FACS

Experiment Name: Cell separation by FACS and SF (3HTdR cluster, 50% labeling, five 3SHTdR

conc.)

Exp. #2; Date: 03/19/01

Investigator: A. Bishayee

1. Set the rocker-roller at 37°C incubator with 5% CO,, set the Coulter Counter, wash cells (from
two 80-90% confluent 175 cm® flasks, subcultured 4-5 days before) with PBS, trypsinize
cells, each resuspend in 7 ml MEMB, pool, pass five times through 5 or 10 cc syringe with 21
gauge needle, perform cell count by transfering 100 ulin Coulter cup containing 20 ml isotone
(Coulter balanced electrolyte solution)

2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : 4, 5¢0, coocells/ml)

3. Transfer 1 ml of cell suspension into two sets of tubes (7 tubes per set; Falcon plastic test tube,

17x100 mm) .

4. Keep the tubes in the roller for 3-4 h at 37°C, 5% COy

5. Prepare MEMB containing radioactivity in hood )

| 175 1l 3HTdR (Stock : | pCiful on %/5{p) ) +3:5 ml MEMB

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

according to Table below.

‘Date/Time: 03 /iq /ar/
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Date/Time: o3/iq (o0

Tube |3HTdR | Cellsin | MEMB | MEMB+ [ CFDA in
# lucum | MBMB | @) | spmar | PPS
. (ml) 50uCi/ml (1 uM)

(ml) (ml)
1 1.0 1.0 0 2
2 1.0 1.0 0 2
3 1.0 0.8 0.2 2
4 10 1.0 0.6 04 2
5 15 1.0 04 0.6 2
6 20 1.0 0.2 0.8 2
7 25 1.0 0 1 2

7. Add 1 ml of MEMB tube and return test tubes to roller for 14 h.
8. Next day, while test tubes are in roller label tubes (13 X 100 mm VWR glass test tube)

@

G-gs P

Date/Time: 03fiq/o4,
700 pir

~

B007301



9. After ~14 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge). '

10. Remove buckets from centrifuge and carefully remove 150 pl of supernatant and place in
prelabeled tubes.

11. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

12. Centrifuge tubes for 10 min at 2000 rpm, 4°C

13. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

14. Centrifuge tubes for 10 min at 2000 rpm, 4°C

15. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA

16. Centrifuge tubes for 10 min at 2000 rpm, 4°C

17. Decant supernatant, click tubes, vortex

18. Add 8 ml of PBS in each tube, vortex and transfer the content to 15-ml plastic centrifuge tube

19. Centrifuge tubes for 10 min at 2000 rpm, 4°C

20. Decant supernatant, click tubes,vortex

21. Add 2 ml of 1 uM CFDA in prewarmed PBS as per the Table and PBS in the remaining
tubes.

22. Incubate all tubes at 37°C for 15 min.

23. Centrifug tubes for 10 min at 2000 rpm, 4'C

24. Decant supe_matant, click tubes, vortex, add 2 ml prewarmed MEMA

25. Incubate all tubes at 37°C for 30 min.

26. Centrifuge and decant the supernatant, suspend in 5 ml 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 supernatant _

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 5 min at 1000 rpm, 4°C

30. Transfer tubes at 10°C for 72 h. Date/Time: 0320 /"f) J2-00

33. After 72 h, carefully remove the supernatant from the top, resuspend pellet in 200 ul wash
MEMA and transfer the content to eight 15 ml tubes containing 10 ml PBS by using pasteur

pipet Date/Time: 03/23/ 0i; 1-00 pm.

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

in 15 ml] tubes

50
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35. Centrifuge the tubes for 10 min at 2000\rpm, 4°C (precooled centrifuge)

36. Decant supernatant, click tubes, vortex, pooled cells from corresponding tubes, centrifuge,
decant the supernatant, resuspend in 2 ml PBS with, syringe and transfer aliquots for cell
count (100 ul) and radioactivity count (50 ul)

37. Centrifuge, decant, resuspend in 1 ml PBS for each tube and transfer ~Iml in Falcon 12x75
mm polystyrene 6 ml tube, wrap the tubes with aluminium foil, put in ice and transfer for
FACS study.

38. During sorting, collect iti dye-negative cells in VWR 12x75 mm glass
tube (pre-cooled in ice) containing 1 ml PBS with 100 U penicillin and 100 ug streptomycin
(add 20 pl Pen-Strep from the commercial stock in 1 ml PBS to get the desired
concentrations).

39. Transfer cells in PBS in 15-ml plastic centrifuge tube, add 7 ml of PBS, and centrifuge

40. Decant, vortex, resuspend in 1 ml of PBS, and transfer 100 pl for cell count

41. Transfer 300 pl in Falcon 12x75 mm polystyrene .6 ml tube for FACS analysis to check the

- purity of the sorted cells.

~ 42. Dilute remaining cells (thrée 10-fold dilution by transferring 0.5 ml cells to 4.5 ml MEMA)

43. Plate required number of cells (200, 2000 or 20,000) in Falcon 60 mm tissue culture dish (in
4 ml total volume of MEMA).

44. Count colonies following a week.
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MediumActivity
Experiment: H-3/50%/FACS2
Date: 3/19/2001
Tube # Medium count CPM CPM DPM At Ao Ao
(CPM) , Average corrected CPM/(ye) uGCi/mlon uCimlat  kBg/ml at
1st 2nd 3rd - for control counting addition addition
[At/e-0.693U/T)
1 6 8 8 g 0 0 0 0 0
2 11 14 8 0 0 0 0 0
3 121370 124253 123490 123038 123029 189275 2.8420 2.8427 105.1809
4 223666 218670 199830 214055 214046 329302 4.9445 4.9458 182.9948
5 349420 336546 366633 350866 350857 539780 8.1048 8.1070 299.9587
6 456599 427866 453126 445864 445855 685930 10.2992 10.3020 381.1749
7 586746 591453 482326 553508 553499 851537 12.7858 12.7893 473.2037
8 #DIv/0! o 0 0 0 0
g o0 0 0 0 0
10 #DIV/o!  #DIV/0! #Div/o! #DIV/0! #DIV/IO!  #DIV/O!
11 #DIv/o!  #DIV/O! #DIV/0! #DIV/0! #DIv/0! #DIV/0!
12 #DIV/0!  #DIV/O! #DIV/0! #DIV/0! #DIV/0! #DIv/0!
13 #DIV/O!  #DIV/0! #DIv/0! #DIV/0! #Div/o! #DIV/0!
14 #DIV/0O!  #DIV/O! #DIV/0! #DIV/0! #DIV/O! #DIV/0!
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CellSuspension

Experiment: H-3/50%/FACS2
Date: 03/19/01
Tube # Suspension count CPM CPM DPM A Ao A,
(CPM) Average corrected  CPM/{y e) puCimlon  pCifml after kBg/ml after
1st 2nd 3rd for control counting uptake uptake
1 7 13 g 11 .0 0 0.00000 0 0.0000
2 13 7 17 o 0 0.00000 0 0.0000
3 8214 8885 8694 8598 8587, 13210 0.11901 0.11914 4.4083
4 13629 13921 13273 13608 13597 20918 0.18845 0.18866 6.9804
5 19696 18292 18570 18853 18842 28987 0.26115 0.26144 9.6732
6 27795 29280 26455 27843 27832 42819 0.38576 0.38619 14.288¢9
7 48160 43832 45676 45889 45878 70582 0.63587 0.63658 23.5536
8 #DIV/0! 0 0 0.00000 0 0.0000
g 0 0.00000 0 0.0000
10 . #DIV/0! #DIV/0! #DIV/0! #DIV/0! #DIV/0! #DIV/0!
11 #DIV/0! #DIV/0l #DIV/0l #DIVv/0! #DIV/0! #DIV/0!
12 #DIV/0! #DIv/o! #DIV/0! #DIV/0! #DIv/0! #DIV/0!
13 #DIV/0! #DIV/0! #DIV/0! #DIV/0! #DIV/o! #DIv/0!
14 #DIV/0! #DIv/0l #DIV/0! #DIV/0! #D1v/0! #DIV/0!
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Experiment:
Date/Time:
Tube #
1st
1 512
2 555
3 516
4 577
5 555
6 511
7 583
8
9
10
11
12
13
14
Tube # Predicted
# Cells
Seeded
1 200
2 200
3 200
4 200
5 200
6 200
7 2000
8
g
10
11
12
13
14

H-3/50%/FACS2

3/19/01

Coulter count

2nd

534
523
525
566
549
509
568

Actual
# Cells
Seeded

211
218
209
225
217
201
2273

#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!

3rd

1st

545
539
533
553
535
495
562

CoulterSurvival

Average

530
539
505
565
546
505
571

#DIV/O!
#DIV/o!
#DIV/0!
#DIv/0!
#DIV/0!
#DIV/0!
#DIV/0!

Cells/ml

2110667
2145333
2088000
2250667
2174667
2009333
2273333

#DIV/0!
#DIVAQ!
#DIV/0!
#DIV/0!
#DIv/0!
#DIv/0l
#DIV/0!

Colony count

2nd

3rd

1st

Average

#DIV/0!

#DIV/0!
#Div/o!
#DIV/0!
#DIV/0!
#DIV/Q!

#DIV/0!

#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0!

Hemocytometer Count in Grid

2nd

PE (%)

#DIV/0!

#DIV/O!
#DIv/O!
#Div/0!
#DIv/0!
#DIV/0!

#DIV/0!

#DIv/0!
#D1v/O!
#DIV/0
#DIV/0O!
#Div/0!

3rd

SF

Uncorrectet Corrected

#DIV/O!

#DIV/0!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0!

#DIV/0!

#01V/0!
#DIv/0!
#DIv/0!
#DIv/at
#DIv/0!

4th

SF

#DIV/O!

#DIV/O
#DIv/0!
#DIV/0!
#DIV/0!
#DIV/0t

#DIV/O!

#D1v/0!
#DIV/0!
#DIV/0!
#DIv/O!
#DIV/0!
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Experiment:

Date/Time:

3/19/01

Tube # Activity Conc. Activity/Cell

NO O s wh =

10
11
12
13
14

(kBa/mi)

0.000

0.000
106,181
182.995
299.959
381.175
473.204

0.000
0.000

“#DIV/0!

#DIV/o!
#DIV/0!
#DIV/0!
#DIV/0!

(mBdg/cell)

0.000
0.000
4.223
6.203
8.896
14.223
20.722

#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!l
#DIV/0!
#DIV/0!

Survival

Uncorrected Corrected

#DIV/0!

#DIV/0!
#DIv/o!
#DIV/0!
#DIV/O!
#DIV/0!

#DIV/0!

#DIV/0!
#Div/0!
#Div/o!
#DIV/0!
#DiV/0!

Survival

#DIV/0]

#DIV/0O!
#DIV/0!
#DIV/0!
#DIV/0!
#DIV/0!

#DIV/O!

#DIV/0!
#DIV/0!
#DIV/0!
#DIv/0!
#DIV/0!

Summary
0 Survival vs. Cell Uptake

! ¢ None
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Uptake vs. Activity Concentration
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SORT 59
DATE: 3/a3 /200l
' OTIME: 2:23 - 345

‘\WESTIGATOR:
LEFT SORT : RIGHT SORT ABORT FREQUENCY
ﬂeﬂ chive
5019 76 3 2.3
TUBE X e
2401 O 2.0
TUBE2 e :
501 560 20 5.0
' TUBE 3 . ‘
" 501057 a0 <o
UBE 4 R S
S00942 . 30 S-0O
TUBE 5 C )
50093% Y . O
TUBE 6 e S S
501 Al} . 30 6O
TUBE 7 ‘
TUBES . ' .
TUBE 9
PruBE 10
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File: 03/23/01.001

Sample 1D: contral 1

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Marker Left, Right Events % Gated % Total Mean GeoMean CV. Median Peak Ch
All 1, 9910 10000 100.00 100.00 502.24 37.05 240.27 11.70 5
Mt 16, 9910 4678 46.78 46.78 1067.02 355.84 148.59 509.37 9910
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File: 03/23/01.001

Sample ID: control 1

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 10000

X Parameter: FLL1-H FL1-Height (Log)

Quad Lacation: 19, 11

Quad Events

% Gated % Total

FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate _

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

X Mean X GeoMean Y Mean Y GeoMean

uL 3 0.03 0.03 9.23 8.11 1212 12.12
UR 4 0.04 0.04 504.90 11626 12.90 12.89
LL 5470 54.70 54.70 6.12 5.25 2.87 2.53
LR 4523 4523 4523 1102.56 394.08 2.89 2.55

Page 1
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Histogram Statistics
File: 03/23/01.002 Log Data Units: Linear Values
Sample ID: control 2 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
CGated Events: 10000 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean Geo Mean CV:  Median Peak Ch
Al 1, 9910 10000 100.00 100.00 1193.15 528.94 131.65 582.94 9910
M1 16, 9910 9583 95.83 95.83 1244.76 642.50 127.30 615.27 9910

. < - 03/23/01.002
o

100 1
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10
1
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o e e ¥
T10° 10 102 102 10*
FL1-Height
Quadrant Statistics
File: 03/23/01.002 : Log Data Units: Linear Values
Sample ID: contral 2 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000
X Parameter: FL.1-H FL1-Height (Log) Y Parameter: FL56-H FL5-Height (Log)
Quad Lacation: 19, 11
Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean
. UL o 0.00 o.oo * ko * %A kW 'z 33
UR 3 0.03 0.03 632.58 513.97 1250 12.48
LL 449 4.49 4.49 7.89 6.53 2.93 2.56
LR 9548 95.48 95.48 1249.07 650.38 288 - 2.54

Page 1
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8 03/23/01.003 o 03/23/01.003
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Histagram Statistics
File: 03/23/01.003 Log Data Units: Linear Values
Sample ID: 3 Patient ID:
Tube: Panel: e
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV  Median Peak Ch

All
M1

1, 9910 10000 100.00 100.00 802.18 85.64 19599 66.71 9910
21, 9910 6189 61.89 61.89 1291.40 418.93 142.07 461.38 9910

< 03/23/01.003
e .
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Quadrant Statistics

File: 03/23/01.003 Log Data Units: Linear Values
Sample ID: 3 Patient ID:

Tube: Panel:

Acquisition Date: 23-Mar-01 Gate: No Gate

Gated Events: 10000 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log) Y Parameter; FL5-H FL5-Height (Log)

Quad Location: 21, 13

Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean

uL 0 000 000
UR 0 000 000
LL 3805 38.05 3805 7.67 649 292 257
LR 6195 61.95 61.95 1290.17  417.72 295 2.59

Page 1
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Histogram Statistics

File: 03/23/01.004

Sample ID: 4

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Panel:

Log Data Units: Linear Values
Patient ID:

Gate: No Gate
Total Events: 10000

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch. -
All 1, 9910 10000 100.00 100.00 796.76 85.24 19561 71.69 9910
M1 21, 9910 5908 59.08 59.08 1343.52 515.48 136.86 588.21 9910

< 03/23/01.004
oy

. ]

9_

FLS-Hgight
10

10!

0
FL1-Height

Quadrant Statistics

File: 03/23/01.004

Sample ID: 4

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)
Quad Lacation: 21, 13

Quad Events % Gated % Total X Mean

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: No Gate

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

X Geo Mean Y Mean Y GeoMean

UL 0 0.00 0.00 bl
UR 0 0.00 0.00 e
LL 4087 40.87 40.87 7.33
LR 5913 59.13 59.13 1342.40

" (22 *x

e

2.53
2.55

wew

2.88
2.90

ke

6.33

514.08
Page t
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Histogram Statistics

File: 03/23/01.005

Sample ID: 5

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Panel:

Log Data Units: Linear Values
Patient ID:

Gate: No Gate
Total Events: 10000

Marker Left, Right Events % Gated % Total Mean GeoMean . CV  Median Peak Ch
All 1, 9910 10000 100.00 100.00 684.11 76.94 £08.83 57.00 9910
M1 21, 9910 6302 63.02 63.02 1081.10 33222 155.12 38542 9910

< 03/23/01.005
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Quadrant Statistics

File: 03/23/01.005

Sample ID: 5

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 21, 13

Quad Events % Gated % Total X Mean

Log Data Units: Linear Values
Patient |D:

Panel:

Gate: No Gate

Total Events: 10000

Y Parameter: FL5-H F1.5-Height (Log)

X Geo Mean Y Mean Y Geo Mean.

UL 0 0.00 0.00 b
UR 0 0.00 0.00 -
LL 3690 36.90 36.90 7.55
LR 6310 63.10 63.10 1079.76

kK 1223

ew

2.94
2.94

whn

6.34

331.06
Page 1
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Histogram Statistics

File: 03/23/01.006

Sample ID: 6

Tube: '

Acquisition Date: 23-Mar-01

Gated Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Patient ID:
Panel:
Gate: No Gate

65
03/23/01.006

Total Events: 10000

I M1

3 4

1 2 10

10 10
FL1-Height

10

Log Data Units: Linear Values

Marker Left, Right Events % Gated % Total Mean Geo Mean (C":/ y Median Peak Ch
All 1, 9910 10000 100.00 100.00 558.97 73.10 218.03 59.35 9910
M1 28, 9910 6073 60.73 60.73 914.58 325.48 159.35 349.12 9910

< 03/23/01.006
=

T

o ]

=

FLS-H%ight
10

10° 10!
) nnnu.nl 2 aaamaal o

Quadrant Statistics

File: 03/23/01.006 -

Sample ID: 6 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate

Gated Events: 10000
X Parameter: FL1-H FL1-Height (Log)
Quad Location: 27, 11

Total Events: 10000
Y Parameter: FL5-H FL5-Height (Log)

Log Data Units: Linear Values

Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
UL 4 0.04 0.04 9.67 935 12.28 12.27
UR 5 0.05 0.05 14552 8490 12.18 12.14
LL 3911 39.11 39.11 898 7.23 2.96 2.59
60.80 60.80 913.46 324.25 2.90 2.55

LR 6080

Page 1
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Histogram Statistics
File: 03/23/01.007 Log Data Units: Linear Values
Sample ID: 7 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: No Gate
Gated Events: 10000 Total Events: 10000

X Parameter: FL.1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch

Al 1, 9910 10000 100.00 100.00 753.14 86.57 198:43 74.99 6
M1 32, 9910 5899 58.99 58.99 1270.23 482.44 139.38 474.00 9910

<t 03/23/01.007
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FL5-Hgight
10

10

0
FL1-Height

Quadrant Statistics

File: 03/23/01.007 Log Data Units: Linear Values
Sample ID: 7 Patient ID:

Tube: Panel:

Acquisition Date: 23-Mar-01 Gate: No Gate

Gated Events: 10000 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)

Quad Lacation: 32, 11

Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean

uL 4 0.04 0.04 4.48 4.07 1184 11.84
UR 8 0.08 0.08 873.22 319.44 12.00 11.93
LL 4092 4092 40.92 9.33 7.31 2.9 2.57
LR 5896 68.96 58.96 1269.72 481.60 2.94 2.59
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FSC-Height FL1-Height
Histogram Statistics
File: 03/23/01.008 Log Data Units: Linear Values
Sample ID: sort 1 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 5310 - Total Events: 5505

X Parameter. FL1-H FL1-Height (Log)

Marker Left, Right Events 9% Gated % Total Mean GeoMean CV_  Median Peak Ch

Al 1, 9910 5310 100.00 96.46 - 13.74 3.00 137704  2.84 1
M1 22, 9910 72 1.36 1.31 77459 178.47 186.28 147.22 36
‘ < 03/23/01.008
24
3
o 1
=

2

FL5-Height
10
PRIV TS TIT?

oo L\“.E.' LI ] l-l"ll LERALALL L | L 'l VITNE
T10° 10" 0% 10° 10t
FL1-Height
Quadrant Statistics
File: 03/23/01.008 . Log Data Units: Linear Values
Sample ID: sort 1 Patient 1D: :
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 5310 Total Events: 5505
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)
Quad Location: 22, 13
Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
. UL o 0.00 0.00 - e -k * e ko
UR 0 0.00 0.00 b el e el
LL 5238 98.64 95.15 3.28 2.83 2.97 2.60
LR 72 1.36 1.31 77459 178.47 2.79 2.46
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FSC-Height

File: 03/23/01.009

Sample ID: sort 7

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 4829

X Parameter: FL1-H FL1-Height (Log)

68
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100 10! 102 10 10t
FL1-Height

Histogram Statistics

Log Data Units: Linear Values
Patient ID:
Panel:
- Gate: G1
Total Events: 5100

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 4829 100.00 94.69 8.42 2.80 1264.64 2.67 1
M1 22, 9910 57 1.18 1.12 448.70 137.24 196.61 95.60 26

< 03/23/01.009
o
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FL1-Height

File: 03/23/01.009

Sample ID: sort 7

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 4829

X Parameter: FLL1-H FL1-Height (Log)

Quad Location: 22, 13

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 5100

Y Parameter: FL5-H FL5-Height (Log)

Quad Events % Gated % Total X Mean X GeoMean Y Mean Y Geo Mean

uL 0 0.00
UR 0 0.00
LL 477 98.80
LR 58 1.20

www

0.00 e T e
0.00 waw we - -
93.55 3.16 2.67 2.98 2.61
1.14 441.35 133.00 2.76 2.43
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FSC-Height

File: 03/23/01.001

Sample [D: control 1

Tube:

Acquisition Date: 23-Mar-01

Gated Events; 8739

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events

200 400 600 800 1000

% Gated % Total

€9

g 08/23/01.001
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e P M1
o
1@ 10t 162 10 10t

FL1-Height

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Total Events: 10000

Mean GeoMean CV Median Peak Ch

All 1, 9910 8739 100.00

87.38 40952 31.70 233.77 9.47 5

M1 22, 9910 3656 41.84 36.56 970.37 394.82 132.38 532.80 723

<

03/23/01.001

10° 10

FLS-Height
10

10’

asdand o oaaand sl gy

File: 03/23/01.001

Sample ID: control 1

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 8739

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 22, 13

FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H FL5-Height (L.og)

Quad Events % Gated % Total X Mean X GeoMean Y Mean Y Geo Mean

UL 0 0.00
UR 0 0.00
LL 5076 58.08
LR 3663 41.92

36.63 968.56

- x *hx o

22 1223 wew

5.16 2.87 2.53

392.66  2.90 2.56
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FSC-Height FL1-Height
Histogram Statistics
File: 03/23/01.002 Log Data Units: Linear Values
Sample ID: control 2 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 5044 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log)
Marker Left, Right Events % Gated % Total Mean GeoMean . CV  Median Peak Ch
All 1, 9910 5044 100.00 50.44 1182.89  503.83 119.71 646.47 509
M1. 22, 9910 4685 92.88 46.85 1272.90. 701.50 112.34 704.14 509
< 03/23/01.002
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o 1
‘O_ ‘I LR AL II‘ 'l
10° 10" 10 10*
FL1-Height

Quadrant Statistics

File: 03/23/01.002

Sample ID: control 2

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 5044

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 22, 13

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: Gt

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

X GeoMean Y Mean Y Geo Mean

Quad Events % Gated % Total X Mean
uL 0 0.00 0.00 o
UR 1 0.02 0.01 245.82
LL 358 7.10 3.58 8.31
LR 4685 92.88 46.85 1272.85

hed ok L 221

24582 13.34 13.34
6.68 2.87 2.50
701.14 2.87 2.62
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FSC-Height FL1-Height

File: 03/23/01.003

Sample ID: 3

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 6387

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events

% Gated % Total

Mean GeoMean ¢V 1. Median Peak Ch

All 1, 9910 6387
M1 22, 9910 3403

o

10°

R BRI B S W AR 1

FL5-HSight
10

10!

109

File: 03/23/01.003
Sample ID: 3
Tube:

Acquisition Date: 23-Mar-01

Gated Events: 6387

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 22, 13

100.00 63.87 736.71
53.28 34.03 1376.13

199.99° 34.60 8
129.98 542.47 547

62.36
462.61

03/23/01.003

FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

Quad Events % Gated % Total X Mean X GeoMean Y Mean Y GeoMean
uL 0 0.00 0.00 e e i e
UR (4} 0.00 Q.00 b e bl o
LL 2980 4666 29.80 7.49 6.33 2.90 2.54
LR 3407 53.34 34.07 137454 460.96 2.91 256
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SSC-Height
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FSC-Height
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FL1-Height

Histogram Statistics

File: 03/23/01.004

Log Data Units: Linear Values

Sample ID: 4 Patient [D:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1

Gated Events: 6381
X Parameter: FL1-H FL1-Height (Log)

Total Events: 10000

8 03/23/01.004
)
o
L‘g-
o]
o &
€ ]
8 ]
381
E i
'8 . M1
02 3 4

Marker Lef, Right Events % Gated % Total Mean GeoMean GV Median Peak Ch
All 1, 9910 6381 100.00. 63.81 708.92 54.25 208.52 15.96 6
M1 21, 9910 3067 48.06 30.67 1467.33 57413 126.39 697.83 667
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0
FL1-Height

Quadrant Statistics

Fila: 03/23/01.004

Sample ID: 4

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 6381

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 21, 12

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean
uL 2 0.03 0.02 5.71 570 1275 12.75
UR 1 0.02 0.01 577.72 577.72 12.86 12.86
L 3309 51.86 33.09 7.01 6.11 285 2.51
LR 3069 48.10 30.69 1466.21 572.27 2.88 254
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Histogram Statistics

File: 03/23/01.005 Log Data Units: Linear Values
Sample ID: 5 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 6443 Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)

Marker -Left, Right Events % Gated % Total Mean GeoMean cv .Median Peak Ch

All 1, 9910 6443 100.00 64.43 622.06 57.38 215.06 40.68 7
Mt 21, 9910 3606 5597 36.06 1105.88 339.08 147.65 388.91 67
< 03/23/01.005
24
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FLS-Height
10

273
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10
Quadrant Statistics
File: 03/23/01.005 : Log Data Units: Linear Values
Sample ID: 5 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1
Gated Events: 6443 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H FL5-Height (Log)

Quad Location: 21, 12

Quad Events % Gated % Total X Mean X GeoMean Y Mean Y GeoMean

UL 0 000 0.00 -
UR 1 002 001 103663 103663 1252 12.52
LL 2834 4399 2834  7.06 599  2.89 2.55
LR 3608 5600 3608 110500 338.19 292 2.55
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FSC-Height FL1-Height

File: 03/23/01.006

Sample ID: 6

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 6194

X Parameter: FL1-H FL1-Height (Log)

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel

Gate: G1

Total Events: 10000

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 6194 100.00 61.94 482.14 52.26 228.35 29:42 7
M1 28, 9910 3300 53.28 33.00 897.75 316.92 153.77 32488 63
< 03/23/01.006
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23

FLS-Height
10
FRTTeT) BT A

10!
el

File: 03/23/01.006

Sample ID: 6

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 6194

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 29, 12

Quad Events

% Gated % Total X Mean

10%
FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H FL5-Height {(Log)

X GeoMean Y Mean Y Geo Mean

uL 1 0.02
UR 1 0.02
Lt 2922 47.17
LR 3270 52.79

0.01 6.49 6.49 1275 12.75
0.01 57.25 57.25 14.07 14.07
20.22 8.42 6.79 2.93 2.58
32,70 905.72 - "323.91 2.85 2.53
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FSC-Height

File: 03/23/01.007

Sample ID: 7

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 5993

X Parameter: FL1-H FL1-Height (Log)

03/23/01.007

75
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80

l
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40

M1

0 1 2 3

10 10 10 10
FL1-Height

Histogram Statistics

Log Data Units: Linear Values
Patient 1D:

Panel:

Gate: G1

Total Events: 10000

10

Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9910 5993 100.00 5993 673.60 5912 203.89 3523 6
M1 26, 9910 © 3114 51.96 31.14 128925 464.34 130.83 486.97 562
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File: 03/23/01.007

Sample ID: 7

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 5993

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 27, 11

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: Gt

Total Events: 10000

Y Parameter: FL5-H FL5-Height (Log)

Quad Events % Gated % Total XMean X GeoMean Y Mean Y Geo Mean

uL 2 0.03 0.02 3.77 3.7 1197 11.97
ur 1 0.02 0.01 209.08 209.08 14.86 14.86
LL 2906 4849 29.06 7.89 6.46 2.89 2.54
LR 3084 51.46 30.84 130147 477.12 2.90 2.56
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File: 03/23/01.008

76
03/23/01.008

160 200

Counts
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P
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m Statistics

Sample ID: sort 1 Patient ID:
Tube: Panel:
Acquisition Date: 23-Mar-01 Gate: G1

Gated Events: 1678
X Parameter: FL1-H FL1-Height (Log)

Total Events: 5505

FL1-Height

Log Data Units: Linear Values

Marker Left, Right Events % Gated % Total Mean Geo Mgan -~ CV Median Peak Ch
All 1, 9910 1678 100.00 30.48 20.3t 3.53 1303.73 3.34 3
M1 22, 9910 13 0.77 0.24 213595 1028.06 103.75 1286.40 126
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FL1-Height

Quadrant Statistics

File: 03/23/01.008

Sample ID: sort 1

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 1678

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 22, 13

Log Data Units: Linear Values

Patient ID:
Panel:
Gate: G1

Total Events:
Y Parameter:

5505
FL5-H FL5-Height (Log)

Quad Events % Gated % Total XMean X Geo Mean Y Mean Y Geo Mean

UL 0 0.00 0.00 il el
UR 0 0.00 0.00 e bl
LL 1665 99.23 30.25 3.79 3.38
LR 13 0.77 0.24 2135.95 1028.06

rww vk

L1224

2.56
2.73

ko

2.94

2.94
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File: 03/23/01.009

Sample ID: sort 7

Tube:

Acquisition Date: 23-Mar-01

Gated Events: 1355

X Parameter: FL1-H FL1-Height (Log)
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FL1-Height

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 5100

Marker Left, Right Events % Gated % Total Mean GeoMean (V ": ', Median Peak Ch
Al 1, 9910 1355 100.00 26.57 5.53 3.48 609.55 3.62 2
M1 22, 9910 7 052 0.4 319.01 13542 117.16 23291 22
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FL1-Height

File: 03/23/01.009

Sample 1D: sort 7

Tube:

Acquisition Date: 23-Mar-01
Gated Events: 1355

X Parameter: FL1-H FL1-Height (Log)

Quad Location: 22, 13

Quad Events % Gated %

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 5100

Y Parameter: FL5-H FL5-Height (Log)

Total X Mean X GeoMean Y Mean Y GeoMean

o 5000 000
UR 0 000 000 @ *v
LL 1348 9948 2643  3.90 342 297 2.58
LR 7 052 0.14 319.01 13542  3.35 3.02
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N FAGE: 1
JISER: & ID:HI BOWELL FRESET TIME: 1.00 . MON 2&6 MAR 2001 15:44
SAMPLE REPEAT: 1 CYCLE REFEAT: t SCR: N RSE2IZ2:N '

H: 1 AOC:N ZCF:N RCM:N .

SHANNEL 1-Lb: © Ui: 400 28IGMA: Z.00 BHG SUH: Q.00 REG 2681G6: 0.00 LBR: QO
ATA CALC: CFM, UNENDWN REPLICATES: 1 NORM FACcTOR: 8 1.00000

BLF LIFE{DAYS) =N

WM FOs OH CPM 2RIGY.  TIME EL TIME VB H#t ERR

1 *x— 1 1 i3, 00 85.47 1.00 1.8% 77.0

Z %%~ 2 1 21.00 437,64 1,00 .02 75.0

T - 3 1 13.00 5547 1.00 4.6 78.0

4 #%— 4 1 20,00 44,72 i.00 L£.28 BO.OD

S #%#— = 1 146300 15,67 1.00 C 7.97 9Z2.0

& #e—- & 1 12.00 S7.74 1.0 9,59 77.0

7 #n— 7 1 15.00 S1.64 1,00 11.23 76.G

8 #x— &g i 15,00 S1.64 1. 00 1z.86 7.0 .

9 ¥¥—- G 1 20,00 44, 7% .00 14,49 72.4
10 #%—-10 1 14,00 3,45 1.00 16.12 6.0 — IO j.,
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