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V79 COLONY FORMING ASSAY FOLLOWING FACS

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

conc.)
Exp. # 3; Investigator: A. Bishayee Date: 03/26/01

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 ul in Coulter cup containing 20 ml isotone
(Coulter balanced electrolyte solution)
2. Dilute to ~2,000,000 cells/ml in MEMB [Actual count : S,200, 000 cells/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% CO3 Date/Time: 03/%/ of 40
5. Prepare MEMB containing radioactivity in hood : ad
3¢ ul 3HTdR (Stock : { pCi/ul on 2/($/of ) + 3 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: 03/24/0(; 7-Is

)
Tube |3HTdR | Cellsin | MEMB | MEMB+ | CFDA in !
# o ucim | MEMB oy | sprar | PBS
(mb) 12uCi/mt | (M)
(ml) (ml)
1 1.0 1.0 0 2
2 0 1.0 1.0 0 2
3 1 1.0 0.835 0.165 2
4 2 1.0 0.665 0.335 2
5 3 1.0 0.5 0.5 2
6 4 1.0 0.335 0.665 2
7 6 1.0 0 1 2
7. Add 1 ml of MEMB tube and return test tubes to roller for 14 h. Date/Time: 03/2@/0/ ) 7-%0
8. Next day, while test tubes are in roller label tubes (13 X 100 mm VWR glass test tube) pr
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After ~14 h incubation period, remove tubes and centrifuge at 2000 rpm at 4°C for 10 min
(precooled centrifuge). )
Date/Time: 03/27/0/; 930 @4

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. 30

22. Incubate all tubes at 37°C for F5 min.

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

24. Decant supernatant, 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

3]1. 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 9

30. Transfer tubes at 10°C for 72 h. Date/Time: 0}/& / 0l [~o0 Ph

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: 03/50/00 2-45 pmw’

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

in 15 ml tubes
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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 ~1ml 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 both dye-positive and dye-negative cells in VWR 12x75 mm glass
tube (pre-cooled in ice) containing 1 ml PBS with 100 U penicillin and 100 pg 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 p! in Falcon 12x75 mm polystyrene 6 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 mi 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.

Yoy A,
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MediumActivity
Experiment: H-3/50%/FACS3
Date: 3/26/2001
Tube # Medium count CPM CPM DPM At Ao Ao
(CPM) .~ Average corrected CPM/(ye) pCi/mion uCvmiat  kBg/miat
1st 2nd 3rd for control counting addition  addition
= [At/e-0.693UT]
1 59 9 12 17 0 0 0 0 0
2 4 8 9 0 0 0 0 0
3 30037 32445 32445 31642 31626 48655 0.7305 0.7306 27.0328
4 56870 54540 56435 55948 55932 86048 1.2920 12921  47.8091
5 80786 84560 87933 84426 84410 129861 1.9499 1.9500 72.1516
6 101253 113006 121893 112051 112034 172360 2.5880 2.56882 957643
7 172990 166430 166500 168640 168623 259420 3.8952 3.8956 144.1358
8 #DIV/0! 0 0 0 0 0
g 0 0 0 0 0
10 #DIV/O!  4#DIV/O! #DIV/0! #DIV/O! #DIv/0! #DIV/0!
11 #DIV/O!  #DIV/0! #DIV/0O! #DIv/0! #DIv/0! #DIv/0!
12 #DIV/Ot  #DIV/O! #DIV/0! #DIv/o! #DIv/o! #DIV/0!
13 #DIV/O!  #DIV/0! #Div/o! #DIv/0! #DIv/0! #DIv/0!
14 #DIv/ol  #DIv/ol #DIv/0! #DIV/Q! #DIV/0! #DIV/0!
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CellSuspension

Experiment: H-3/50%/FACS3
Date: 03/26/01
Tube # Suspension count CPM CPM DPM A A, A,
(CPM) Average corrected  CPMi(y e) uCvmion  uCiml after kBg/mi after
1st 2nd 3rd for control counting uptake uptake
1 9 9 5 9 0 0 0.00000 0 0.0000
2 12 10 10 T 0 0.00000 0 0.0000
3 2255 2500 2502 2419 2410 3707 0.03340 0.03340 1.2358
4 4333 4212 3324 3956 3947 6073 0.05471 0.05471 2.0242
5 3934 4703 3881 4173 4164 6405 0.05771 0.05771 2.1351
6 6757 8521 6181 7153 7144 10991 0.09901 0.09901 3.6635
7 8844 12981 11244 11023 11014 16944 0.15265 0.15265 5.6481
8 #DIvV/0! ¢] 0 0.00000 0 0.0000
9 0 0.00000 0 0.0000
10 #Dlvi/ol #DIV/0! #DIv/0! #DIV/0! #DIv/ol . #DIV/O!
11 #Div/o! #Div/o! #DIV/0! #Div/o! #DIV/0! #DIV/0!
12 #DIV/0! #Div/o! #DIV/0! #DIv/0! #DIV/0! #DIv/0!
13 #DIV/0! #DIV/o! #DIV/0! #DIV/0! ~#DIV/O! #DIv/o!
14 #Dlvi/o! #DIV/0! #DIv/o! #DIV/0! #DIV/0! #DIV/o!
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‘ Experiment:

Date/Time:
Tube #
1st
1 612
2 633
3 634
4 635
5 579
6 599
7 598
8
9
10
11
: .
13
o 14
Tube # Predicted
# Cells
Seeded
1 200
2 200
3 200
4 200
5 200
6 200
4 200
8
g
10
11
12
13

o

H-3/50%/FACS3

3/26/01

Coulter count

2nd

632
621
654
619
598
641
601

Actual
# Cells
Seeded

251
253
259
252
237
250
236

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

3rd

1st

643
654
666
644
609
642
582

CoulterSurvival

Average

629
636
651
633
595
627
594

#DIV/0!
#DIV/o!
#DIV/0!
#DIV/O!
#DIV/0!
#DIV/0t
#DIV/0!

Cells/mt

2505333
2533333
2594667
2520000
2370667
2498667
2364000

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

Colony count

2nd

3rd

1st

Average

#DIV/0!

#DI1V/0!
#DIV/0!
#D1V/0!
#DIV/0!
#DIv/0!

#DIV/O!

#DIV/0!
#DIv/ot
#DIv/0!
#DIv/0!
#DIV/O!

Hemocytometer Count in Grid

2nd

PE (%)

#DIV/0!

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

#DIV/0!

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

3rd

SF

#D1V/0!

#DIV/0!
#DIv/o!
#DIV/0!
#01v/0!
#DIV/0!

#DIV/0!

#D1V/0!
#DIV/0!
#DIv/0!
#DIV/0!
#DIV/O!

4th

SF

Uncorrectec Corrected

#DIV/0!

#DIv/O!
#D1V/0t
#DOIV/O!
#DIV/0!
#DIV/0!

#DIV/O!

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

32
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B000955

Summary
. Survival vs. Cell Uptake
Experiment: 10 .
Date/Time: 3/26/01 ¢ None
S = Control | |
=
Tube # Activity Conc. Activity/Cell  Survival Survival -
(kBaml)  (mBg/cell) Uncorrected Corrected '
©
2
W L
3
»n
1 0.000 0.000 #DIV/0! #DIV/0!
2 0.000 0.000 1 r T y r r ¥
3 27.033 0953  #DIV/Ol  #DIV/0! 0 y 5 3 4 5 6
4 47.809 1.606  #DIV/0! #DIV/0!
5 72.152 1.801  #DIV/Ol  #DIV/0! Cellular Uptake (mBg/cell)
6 95.764 2932  #DIv/0! #DIV/O!
7 144.136 4778  #DIV/0O! #DIV/IO!
g 0000 4DVl #DIViol  EDIVO! Uptake vs. Activity Concentration
9 0.000 #DIV/0! 6
10 #DIV/0! #DIV/O! #DIv/0! #DIV/0!
11 #DIV/0! #DIV/0! #DIV/0! #DIV/0! P 5 Py
12 #DIV/0l  #DIV/Ol  #DIV/Ol  #DIV/O! S =4 e
13 #DIV/0! #DIV/0! #DIV/0! #DIV/0! .
14 #DIV/0! #DIV/0! #DIV/0! #DIV/0! N L 3
Sa
3
m = \v\ *
0 _ : _ .,.
0 50 100 150 200
Activity Concentration (kBa/ml)




SORT
DATE: 3/30/)
@me: 245 430
INVESTIGATOR:
LEFT SORT RIGHT SORT ABORT FREQUENCY
.*- —
25 103487
TUBE 1 20} 255
S d42S  §50101¢%
TUBE 2
500%%2 O 108
TUBE 3 e
528945 S00SLZ
TUBE 4 T
5272 404 500873
TUBE 5 .
571869 500024
TUBE 6 :
555 058 49 014
TUBE 7 )
TUBE B s
.]_'UBE 9
TUBE 10

34
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Quadrant Statistics

File: 03/30/01.001

Sample ID: control 1

Tube:

Acquisition Date: 30-Mar-01

Gated Events: 9995

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 33, 12

Quad Events

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H (Log)

§ ) 03/30/01.001 .‘C?) 03/30/01.001
g 8
£
38 28
x o 3o M1
Q o O«
g <
o T
S ol &
o ‘-\" o
T T T T |
O 200 400 600 800 1000 1@ 10" 102 10® 10t
FSC-Height FL1-Height
Histogram Statistics
File: 03/30/01.001 Log Data Units: Linear Values
Sample ID: control 1 Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 9995 Total Events: 10000
X Parameter: FL1-H FL1-Height (Log)
Marker Left, Right Events % Gated % Total Mean GeoMean CV Median Peak Ch
All 1, 9210 9995 100.00 99.95 981.64 99.16 “131.47 54.25 2458
M1 32, 9910 5130 51.33 51.30 1905.05 1407.60 64.14 1826.92 2458
< 03/30/01.001
o
"
o ]
S5
Toy ]
i
a 3
27
o ]
O -

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

UL 0 0.00 0.00 b
UR 0 0.00 0.00 e
LL 4881 48.83 4881 8.02
LR 5114 5117 51.14 1910.91

okeow dekok

Hkk

6.08
1424.28

121

2.77
245

Page 1
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SSC-Height

Aflr [)oj@ a7
03/30/01.002 03/30/01.002

8 3
g 3
[+2]
<

8 2
[7e] =]

b= o]
g 3
¥ &
8 .
& Y 2
o L) l LA LI B LA T 1 LELELELES LA L8 I o

0 200 400 600 800 1000 10 10" 102 10® 10t
FSC-Height FL1-Height
Histogram Statistics

File: 03/30/01.002 Log Data Units: Linear Values
Sample ID: left + Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 5067 Total Events: 5070

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

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

Al 1, 9910 5067 100.00 99.94 1738.06 1341.26 ' 61.30 1610.76 2035
M1 32, 9910 4988 98.44 98.38 176547 1461.06 59.54 1640.00 2035

03/30/01.002

4

10

103

FL5-H
102
wal a1l oius

10!

RN SRR N
100 10" 10
FL1-Height
Quadrant Statistics

File: 03/30/01.002 Log Data Units: Linear Values
Sample ID: left + Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 5067 Total Events: 5070
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H (Log)

Quad Location: 33, 12
Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean

UL 0 0.00 0.00 ww o e T
UR 1 0.02 0.02 1144.44 1144.44  12.30 12.30
LL 79 1.56 1.56 7.56 6.05 2.62 2.29
LR 4987 9842 98.36 1765.59 1461.14 2.42 2.14

Page 1
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o 03/30/01.003 o 03/30/01.003 ‘
2 4 @
2] 3
o0
Eo ] g
254 g
T3 3%
Q5 ] - Q
S lgai- . e o
o ] <L o
TP T T T 4
0 200 400 600 800 1000 10
FSC-Height FL1-Height
Histogram Statistics
File: 03/30/01.003 Log Data Units: Linear Values
Sample ID: right - Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 5068 Total Events: 5070
X Parameter: FL1-H FL1-Height (Log)
Marker Left, Right Events % Gated % Total Mean Geo Mean CV  Median Peak Ch
All 1, 9910 5068 100.00 99.96 7.68 4.54 876.54° 4.53 5
M1 32, 9910 17 0.34 0.34 75424 346.91 121.50 626.43 710
< 03/30/01.003
Y
=5
T
924
. E
o,
3
=T &
© - o = T
10 10 10 10 10
FL1-Height
Quadrant Statistics
File: 03/30/01.003 Log Data Units: Linear Values
Sampile ID: right - Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 5068 Total Events: 5070
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL5-H (Log)
Quad Location: 33, 12
Quad Events % Gated % Total XMean X GeoMean Y Mean Y GeoMean
UL 0 0.00 0.00 e N e v W LR R e e
UR 0 0.00 0.00 * ok ek i * W Kk
LL 5051 99.66 99.63 517 4.47 2.80 2.47
LR 17 0.34 0.34 754.24 346.91 2.53 2.21
Page 1
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03/30/01.004

o 03/30/01.004
g, 3
e
5 8
[e]
o
o <
8 2
S8
o o
? . Cg
8
™ ‘ai"(-';_ e
o 2 AP o
A
0 200 400 600 80C 1000 10 10 102 10® 1wt
FSC-Height FL1-Height

File: 03/30/01.004

Sample ID: control 2

Tube:

Acquisition Date: 30-Mar-01
Gated Events: 9995

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 Geo Mean cv Median Peak Ch

All 1, 9910 9995
M1 48, 9810 5344

File: 03/30/01.004
Sample ID: control 2
Tube:

Acquisition Date: 30
Gated Events: 9995
X Parameter: FL1-H

126.81 375.16 1762
63.73 1625.31 1762

107.99
1353.65

100.00 99.95 941.76
53.47 53.44 1753.94

03/30/01.004

104

10°

samasl o oud s paual s

10!

Quadrant Statistics

Log Data Units: Linear Values
Patient |D:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H (Log)

-Mar-01

FL1-Height (Log)

Quad Lacation: 48, 12

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

uL 1 001 001 422 422 1322 13.22
UR 0 000 000
LL 4650 4652 4650 855 591 284 2.49
LR 5344 5347 5344 175394 135365 249 2.19

Page 1
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03/30/01.005

40

03/30/01.005

10

103

ausl 22

FL5-H
102

10!
21

100

10

File: 03/30/01.005

Sample 1D: 100%

Tube:

Acquisition Date: 30-Mar-01
Gated Events: 9996

10! 102 10® 10
FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

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

Quad Location: 48, 12

o 03/30/01.005 o
(= @O
2 3
8 i
o p
= 2
38 £o]
T 584 M
Q8 8
anY &4
g ]
« 23
e "y 1 1 1 1 O.E
0 200 400 600 800 1000 1 10" 102 10®  10*
FSC-Height FL1-Height
Histogram Statistics
File: 03/30/01.005 Log Data Units: Linear Values
Sample ID: 100% Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 9996 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 9996 100.00 99.96 1397.07 1 050.1 4 62.28 1321.58 1945
M1 48, 9910 9796 98.00 97.96 1425.13 1140.87 60.08 1345.57 1945

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

UL 0 0.00 0.00 e b i o
UR 1 0.0t 0.01 3718.03 3718.03 12.41 12.41
LL 200 2.00 2.00 2273 18.13 2.98 2.62
LR 9795 97.99 97.95 1424.89 1140.73 247 2.18
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Histogram Statistics

File: 03/30/01.006 Log Data Units: Linear Values
Sample ID: 3 Patient ID;

Tube: Panel:

Acquisition Date: 30-Mar-01 Gate: G1

Gated Events: 9988 Total Events: 10000

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

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

Al 1,9910 9988 100.00 99.88 998.49 83.9¢° 13377 2298 2617
M1 30, 9910 4882 4888 48.82 203589 1580.93 61.05 191957 2617

03/30/01.006

4

10

10°

H
10°
3 2 sl 22 und 2 1aual [T

FL&

10

o' 10
FL1-Height

Quadrant Statistics

File: 03/30/01.006 Log Data Units: Linear Values
Sample ID: 3 Patient ID:

Tube: ’ Panel:

Acquisition Date: 30-Mar-01 Gate: G1

Gated Events: 9988 Total Events: 10000

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

Quad Location: 31, 12
Quad Events % Gated % Total XMean X Geo Mean Y Mean Y Geo Mean

UL 0 0.00 0.00 e i el b
UR 0 0.00 0.00 e e e e
LL 5126 51.32 51.26 6.69 511 2.78 2.45
LR 4862 48.68 48.62 2044.14 1606.84 2.45 216
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8SC-Height
0 200 400 600 800 1000

03/30/01.007

O 200 400 600 800 1000
FSC-Height

03/30/01.007

3
3
o
<t
@
58
[=]
OO
(4]
o
o
1@ 10! 102 10 10*
FL1-Height

Histogram Statistics

File: 03/30/01.007

Sample ID: 4 Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1

Gated Events: 9993
X Parameter: FL1-H FL1-Height (Log)

Marker Left, Right Events % Gated % Total Mean

Log Data Units: Linear Values

Total Events: 10000

Geo Mean cv

Median Peak Ch

All 1, 9910 9993
M1 42, 9910 5170

100.00 99.93 963.26
51.74 51.70 1854.25

03/30/01.007

100.42. :128.89 199.89
1450.56 62.30 1762.36

104

10°

10!

FLS-H
10°
L gazzual sunud 230l g

10°

0
FL1-Height

Quadrant Statistics

File: 03/30/01.007

Sample ID: 4

Tube:

Acquisition Date: 30-Mar-01

Gated Events: 9993

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 41, 14

Quad Events

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H (Log)

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

1860
1860

UL 0 0.06 0.00 e
UR 0 0.00 0.00 il
LL 4823 48.26 48.23 8.17
LR 5170 51.74 51.70 1854.256

Y Wb

*kok *hk

5.74 2.83
1450.56 2.46
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SSC-Height
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FSC-Height FL1-Height

File: 03/30/01.008

Sample ID: sort 4 +

Tube:

Acquisition Date: 30-Mar-01
Gated Events: 5190

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 5190

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

Marker Left, Right Events

% Gated % Total Mean GeoMean : CVY Median Peak Ch

All 1, 9910 5190
M1 42, 9910 5126

File: 03/30/01.008

100.00 100.00 1715.64 1348.71 60.05 1596.34 1928
98.77 98.77 1736.93 143854 58.66 1625.31 1928

03/30/01.008

4

10

10°

FLSH
102
PRI BRI R TE

101

0

e el Loy
UBLEELLLL BPRELERLLLL pov )

10 10 10
FL1-Height

10

10°

Quadrant Statistics

Log Data Units: Linear Values

Sample ID: sort 4 +

Tube:

Acquisition Date: 30-Mar-01

Gated Events: 5190

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 41, 14

Quad Events % Gated % Total X Mean

Patient ID:

Panel:

Gate: G1

Total Events: 5190

Y Parameter: FL5-H (Log)

X Geo Mean Y Mean Y Geo Mean

uL 0 0.00 0.00 -
UR 0 0.00 Q.00 e
LL 64 1.23 123 1031

LR 5126 9877 98.77 1736.93

e e -k

e de *heodk * i

7.7 2.66 2.37
1438.54 2.48 2.18
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Histogram Statistics
File: 03/30/01.009 Log Data Units: Linear Values
Sample ID: sort 4 - Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 5277 Total Events: 5280
X Parameter: FL1-H FL1-Height (Log)
Marker Left, Right Events % Gated % Total Mean GeoMean CV = Median Peak Ch
All 1, 9910 5277 100.00 9994 12.64 4.75 1157.19 4.53 4
M1 42, 9910 30 0.57 0.57 1265.48 706.89 118.72 720.15 637
< 03/30/01.009
T 3
o ]
24
Ty ]
4 24
w 3
v—o -:
3.
E 8
[~ R
© AN ,2.7."m.3:..“" 4
10 10 10 10
FL1-Height
Quadrant Statistics
File: 03/30/01.009 Log Data Units: Linear Values
Sample ID: sort 4 - Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 5277 Total Events: 5280 .
X Parameter: FL1-H FL1-Height (Log) Y Parameter: FL.5-H (Log)
Quad Location: 41, 14
Quad Events % Gated % Total XMean X Geo Mean Y Mean Y GeoMean
UL 0 0.00 0.00 P g Py e
UR 0 0.00 O-OO ok K kW 'Rk w *hh
LL 65247 99.43 99.38 5.48 4.62 2.80 247
LR 30 0.57 0.57 1265.48 706.89 2.55 2.32
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03/30/01.010 03/30/01.010

45

FL1-Height

Quadrant Statistics

File: 03/30/01.010 Log Data Units: Linear Values

Sample ID: 5 Patient 1D:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1

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

Gated Events: 9990
X Parameter: FL1-H FL1-Height (Log)
Quad Location: 45, 13

Quad Events

g 3
3 3
«Q
£ =
%§ 2
T 58 M1
98 3
oY &
8 .
N o =
T T T
0 200 400 600 800 1000 10° 10" 102 10® 10t
FSC-Height FL1-Height
Histogram Statistics
File: 03/30/01.010 Log Data Units: Linear Values
Sample ID: 5 Patient ID:
Tube: Panel:
Acquisition Date: 30-Mar-01 Gate: G1
Gated Events: 9990 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 9990 100.00 9990 871.01 92,55 13147 88.57 1810
M1 45, 9910 5095 51.00 5095 1699.82 1319.65 63.61 1582.04 1810
< 03/30/01.010
2
- ]
=F
T 1
g2+
e E
23
3
o 3 e
[= , =
10° 10" 102 10® 10t

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

UL 0 0.00 0.00 b e e
UR 0 0.00 0.00 e bl bl
LL 4895 49.00 4895 8.33 5.82 2.84
LR 5095 51.00 50.95 1699.82 1319.65 2.49

ok

*kh

2.50
2.19
Page 1

B000967



03/30/01.011

SSC-Height
0 200 400 600 800 1000

FSC-Height

File: 03/30/01.011

Sample ID: 6

Tube:

Acquisition Date: 30-Mar-01
Gated Events: 9995

- lIl'llllIllllIl |
200 400 600 800 1000

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

03/30/01.011

Counts
10 20 30 40 50 60

0

3 4

0 10

10 1

102 10

FL1-Height

10

Histogram Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

Marker Left, Right Events % Gated % Total Mean Geo Mean CV Median Peak Ch
All 1, 9910 9995 100.00 99.95 991.07 +109.18 123.99 441.09 2053
M1 45, 9910 5279 5282 52.79 1868.94 1501.44 59.23 1778.28 2053

103
cund s auaal aan

FL5-H

File: 03/30/01.011
Sampte ID: 6
Tube:

Acquisition Date: 30-Mar-01

Gated Events: 9995

4

03/30/01.011

10

102

2

10 3
FL1-Height

10 10

Quadrant Statistics

Log Data Units: Linear Values
Patient ID:

Panel:

Gate: G1

Total Events: 10000

X Parameter: FL1-H FL1-Height (Log)
Quad Location: 45, 13

Y Parameter: FL5-H (Log)

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

UL 0 0.00 . 0.00 e
UR 0 0.00 0.00 e
LL 4716 4718 47.16 8.32
LR 5279 52.82 52.79 1868.94

*kx

o

5.81
1501.44
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03/30/01.012

SSC-Height
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TPl tTTrrrrryryrryrrg
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FSC-Height

0

File: 03/30/01.012

Sample ID: 7

Tube:

Acquisition Date: 30-Mar-01

Gated Events: 9992

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

47

03/30/01.012

Counts
10 20 30 40 50 60

0

3 104

0 1

102 10

FL1-Height

10 10

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 9992 100.00 99.92 1169.46 128.43 118.83 685.39 2090
M1 45, 9910 5417 54.21 5417 2150.51 1793.80 56.18 2016.91 2090
‘ < 03/30/01.012
"
o
29
Ty
I
- 3

File: 03/30/01.012
Sample ID: 7
Tube:

Acquisition Date: 30-Mar-01

Gated Events: 9992

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

Quad Location: 45, 13

0
FL1-Height

Quadrant Statistics

Log Data Units: Linear Values
Patient I1D:

Panel:

Gate: G1

Total Events: 10000

Y Parameter: FL5-H (Log)

*

Quad Events % Gated

. uL 4] 0.00
UR 0 0.00

LL 4575 45.79

LR 5417 5421

% Total X Mean X GeoMean Y Mean Y Geo Mean
0.00 kR LA 24 LA - ,w
0~00 R K Rk ek ke * AW

45.75 7.86 5.66 2.77 2.44
54.17 2150.51 1793.80 2.42 2.13
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FAaGE: 1

QR: 6 ID:HE HOWELL PRESET TIME: 1.00 TUE O3 AFPR 2001 14:14
AMPLE REFEAT: 1 CYLIE REPEAT: 1 SCR:N RS23Z:N

H#: 1 ADC:

CHANNEL 1-

DATA CALC:
HALF LIFE

SaM FOS

i %%~ i
2 owE— Z
B orx-~ 3
4 w@- 4
S oEx—- 35
6 ¥#—- &
T HE~ 7
g8 *x—- &
F xE- G
10 *x#—10
11 ®e-11%

-~

N GCF:N RCM:N
tl: © Ul: 400 ZBIEMA: 2.00 BKE SUR:  0.00 BEE 25I6: 0.00 LSR: O
CPM, UNKMNOWN REFLICATES: £ NORM FACTOR:@ 1.00000

(DAYS)S = i

CH oM =51 TIME EL TIME aAVE H# ERK
1 2,00 L6, 47 1.00 1.47 T390
i 14,00 535,45 1.00 311 79.0
i TELOD) 55,487 1.00 73 T7E.0
1 12.00 S7.74 1.00 L34 T3I.0
1 Lo 8l.465 1.00 7.9¢ TF4.0
1 .00 70.71 1.00 .98 B80.0
i 14,00 3345 1.00 i1.21 75.0
1 .00 4. &7 1.00 12.82 77.0
1 7.0 75,59 1.00 14. 86 760
i 7.00 75,599 1.00 16,07 70,0
i 11,00 50,30 1,00 17.61 71.0— 5&0@9A£a442«/
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