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TABLE-3
Expt. # }, Date/Time : 12298 ) 480 P.&n
Tube #] Coulter count for 100wl cell | Ave, count Cells/ml pCifcell
suspension
[Avg. count {uCi/mi1 x10°
x 4000] Cells/ml}
! 778 743, 789 164 3136000 | —
2 74, 75¢, 7 732 M30bek| -
3 781, 777, 757 76l | Yodgegs | 000037
7 i p
g 4, 94, 640 70( 1806660 | 000151
5 743, 754, 76§ 755 3020000 | 000294
® 6 759, 766, 724 “49 234¢6ce | 00043
L 753, 740, 713 735 2941333 | 0'0lgg
8 750, 4, 775 759 303560 | 00247
9 %7, &%, 67 659 2757333 | 0036
10 20, 615, L0 62 24866se | 0079

BO01736
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TABLE-4
Expt # : % Date :
Tubedilution|] Colonyl | Coleny2 | Colony3 | Avg Colony SF

(3 Z3) 4 35 17 i3q.3

99 126 129 (4 )

Jl. 40 i35 29 346 046L5
49 i32- 24 124 2¢-3 | 0qU0
S2- i06 13 g | 26§ 0-%0%
&1 foo q)_. gs - 0' 6601
o S50 43 30 4% o 3086
61 20 (7 9 1§66 | 01339

4.% e 70 62— 70 00504

10 A A4 38 30 039 | 0002y

B001737



TABLE-3

Expt. # : V

Datel/Time : 1}(};4[4@;. tpoo Oa

Tube #] Coulier count for [0 Wl | Avg. count | Cellvml pCileell
M aanee [Avg. count fuCi/mi x10°
x 4000] Celis/mi]
: 252, 261, 290 w |
2 s, 21, 259 24 {
3 276, 134, 244 2534 | lol4beg | 00007
4 302, 277, 27} 184 li36000 | 00023
5 194, 144, 4] 269 NS¢ eee | 000359
6 404, nig, 424 413 1661333 | 0008
7 294, 2453, 33 Yio 240000 0029
8 Vaa, 244, 23 239 958665 | 0047
E 231, 115, 229 2% q 12 000 0071
- 274, 188, %o0 < fisé000 01205




TABLE-4

Expt#:) - Date: jz2/yjag

Tube.dilution Colony1 | Colony2 | Colony3 | AvgColony SF
By i26 I q9 Z 65
yo | 13 | no Y
33~ | (04 4 a6 104:¢ | 0-89%4
49— JL 43 L 86 3 0-74%2}
59 70 7¢ | 03 703 06037
01— 58 68 9 583 | ©Soo7

o e 27 22 !-7 23-3 0200
83 o4 153 Q4 i04 O 0895
-4 l6 6 log I+ 0-00g9

L lo4 1’8 @ @13 3F 0:009_ |

DOO174T
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499 ?a}wr F{9 30 Figb<v %0 7,



TABLE-3

Expt- #: )

DatelTime : Ol/5]94 ; 1-00 &.x.

%87, 5I6, 482~

Tube 7| Coulter count for 100 ul cell Avg. count Celigml pCifcell K_&/{M
suspension

[Avg. count uCi/mi x10°

x 4000] Cellg/ml]
! 468, 452, 47% 452 (4 30644 -
2 Sto, 472, 463 44\ R 2660L —
? 517, 505, 506 S04 2027333 | 000075 | 6-ilt
+ 468, 45g, 4ss 40 | i§u41333 |000347 |0'587
> s2§, $27, $24 524 2105333 | 0°00441 | 1" 0%
2 622, 42, 604 C2p 250$333 | 001373 |2-01
L d4s, 4an 422, 432 431 i728 000 | 003347 | 4 953
8| 47, 43%) 438 447 | 179066 | 005441 | 9792
o 491, 452, 522 485 (940000 | 0:0g0St | U
- 445 1480000 | O-1§o71 | 2674

B008241



TABLE-4

il Date: /f 2 (gg

Tube.dilution] Colony1 | Colony2 | Colony3 | Avg Colony SF
ful 145 139 Iy L 136e &
ey 124 Ig |/ ]l -
e | o | Bs | 14 |nae 0984

i

by 25 ls 109 li¢-33 | 08835
S2 9s iof lo7 o] 0767
62 6S 91 78 85 0 6454
7.2 59 &9 7% | ¢égw |osus
§- 2 4 S§ G) 58 0 F#0s
91 3y 4 35 38 0291y |
lo-% i00 qs 1 0g o33 | 0 0784

ogoga4a
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TABLE-3
Expt. #: | DatelTime : ol fp) { 99 , 1260 Woon,
mﬁﬁ countfor T00 ulcell | Avg. count | Celiv/] pCi/cell m By /
[Avg. count uC/ml x10°  § (aipled,
x 4000} Cells/mi] Catls
[pesjecit
L 5(9, SSo, 569 54s 248 Loy — "7‘*3
2 482, Soo, Spj 414 977333 -
3 458, 48S, Sio 484 | 1437333 0:0013¢ |ojooes
4 SH, 483, 433 So4 2016000 | 0°00G34 o442
5 531, 525, s23 520 2105333 | 001194
6 6oq, 657, 632 039 2557333 | 002158
7 506, S14, 4gs 505 2020000 | 0-067g7
8 432, %o, @9y 433 73%333 | 010148
9 497, 453, S0y 485 [Q4206f | 013687
i 453, 475, Ses 478 Wideop, | 027043

B008252
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TABLE-4

Expt#: | Date:  0l/og/pq

Tube.dilution! Colony! | Colony2 | Colony3 | Avg Colony SF
9
20~ | 49 84 9 | 3 —
32 o 74 6g 74 07954
43 | 6s 7 59 6s o eq8q
Sro | 40 | 48 57 | .3 | osiy
62— ! ¥ Sk | Y | | 0dn
7L ﬂ 28 26 23 24 H 02759
@3 lo2 1o Q3. o'l 1 o 1089
9.3 33 47 40 40 0-043
f.o-zl. 40 84 79 0 84 H 0009

8008253
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TABLE-3

Expt. #: )~ DatelTime :  03/05/¢7, (00 4.
Tube #] Coulter count for 100 ulcell | Avg. count Celiwml pCUcell
suspension
[Avg. count {uCifml x10°
x 40001 Cells/ml]
1
2
12| 480, 445, 47¢ 464 | (437335 |0°0451h
5 450, 411, 45¢ 46] | tg46cct | 0°1073
I° | 575 589, 567 | 577 | 1305060 | 0-203%
6
7
| 435 449, 429 43] | 175066p | 00434
9 &4s, 455, 441~ 454 ig | booo 0'1057
10 sS40, 359, 547 say 2L946b | 01875
I
%
13 St, $30, S4~ 550 2202664 0 0430
iz 6o, 6V 609 64 1455660  (0-12.0§
& . 423> o
(5 615) 08% °7 c6r— LTF 0-326p
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TABLE-4
Expt#: - Date: 03[12/¢4
Tube.dilution | Colony 1 | Colony 2 Colony 3 | Avg Colony SF
T T eo ISs 66 |1 e | -
21~ /S2- Is7 le] ) | =
32 7 s 27 22 0138
G4 23 0 3% | 033 O*oo/f?
54 k- 2 “f 8032 0-000i%
62 Y4 Iy IS0 11 147.¢
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296 a1
298 51
257 64
236 41
267 53
221 42
286 89

CoulterSurvival

Average Calis/mi

8522
5947
8373

7468

5917
6694
5534
7151

2605487
2775467
2548000
2958533
2984600
2574287
2383467
2674533
2210287
2857333

Colony count

2nd

78

52
- 47

58
48
76

3rd

g5

53

51
45
&1
33
71

ist

Average

85

47
56
40

41
72

Hemocytomster Count in Grid
2nd 3rd 4th
PE (%) SF SF

31.531

22.781
18.580
15.862
21.883
16.783
22.308
18.550
25.198

Uncorreciad Comreciad

1.00

0.8837
(.8483
‘0.5580
0.664C
0.4676
0.7033
0.4833
0.8487

1.0000

0.7225
0.5896
0.5031
0.6940
0.5323
0.7075
0.5883
0.7682

Be@1847i
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TABLE-3

Expt. # : V?ﬁ,?wfé,Hw

P{AE Q-f:a'{'—"F goD ﬁif AMA
{.000, 000 [ iR

Soo /(M’.’./} -Bac{/f-,-,.nwa:w-.&? 2 I

i

DAY O of muluusf

9

f*,rfss'lim

Tube #] Coulter count for 100 ul cell Avg. count Cells/ml pCifcell
suspension
[Avg. count fuCi/ml x10°
x 400} Cells/mi]
: GI34, 6219, Gl6l 6l 7 2,462,533
4 ‘zf;?s’? il G772 \2,7:7, 065
3 €934, 6950, 6151 6978 2,751, 333
# 7188, 76¢, o) 7is) 2,860, 665
3 74¢4, 7569, 7364 746¢ 2,986,400
S | 66,6720, 6364,6900 | 6794 2,717, 864
T 6437, 6576, G441 6445 2,586,000
8 les4g, 4799, Gé5[ Cobf | 2,666,400
° | eoss, bais, s 62t 2,494, 666
10 ¢s1s, 6607 469 | ¢S 30 2,612,133
Wode - Snoa]*"’
def\/ — Sep cbboyt
Py sevaval
2
2.2
2.2
u,2
5.2 5%
6.2 6.3
12 1.%
.2 %.2
4.2 9.7
Rl oS

Date/Time : og,fls/'@l; 3-00 pm

Bo19634



TABLE-4

Expt# V77, (057, {M"?'ff Date :
38 Count vials for radioachvity Date/Time :
Tube.dilution Colony 1 | Colony 2 Colony 3 | Avg Colony SF
el 5 s tXZ
i 50 76 63
R vy g1 68
w2 | 67 | 44 | &
&2 V62 | ST |55
62 | &1 |66 5
7.2 | 29(¢)| 3% 74
1.2 5G 53 51
94 | ¥ 46 38
10,2 | 49 36 36

S0190a7



TABLE-3 — -
79, ificdfe 100%™ June 25, 2007
L ) - - -
Expt f : Sieasesass( Date/Time ¢ 2/ . eife
Tube #! Coulter count for 100 ul cell Avg. count Cells/ml pCi{cell
suspension
[Avg. count
¥or II:J}:—]' x 40% - i?.r' ff?; Cef s/ml]
« (ol ler )
s |V |éces A S anreoE |

\J

A

2 $063, S, 4a80 FEr 3.3% | 08

/,)‘_‘F‘! ?H-;
D5 )"jj 6-"’_}

o2
Lad
N
(AN
Y
Y

54135 | 2.2

Z 5534 876, TE19 2 294 00| © &2

v < L W 7 o oAl

2 |5 | 5904, 5222 T 238200 | i
i s > By = : e ’ '\.7 l’.} 'ﬂ. ﬂ
S |7 522 564 T8E¥ 2 A74 P83 .90
¢ |® |suze 5iw, SUSH 2 167 W7 DFT

N2 S, 2 155250 2,98
> - L 8 Dafty wEy 9.3
%10 15437, 5539, 299/ L2/ FE2| DI

odfe - 70&),'1.

S le g el
_'__.____._..—-—-"'"'-

(.2
-, ')
L, &£
B
£
-
’ - s
i £
k1 .
. i F
‘ e T
e L s 3,0 .o

Bo19622



riment:

afTime:

Tube #

-4

hy =

SN W

ist

6003
5087
6270
5634
5004

5410

.
i

Tube # Predicted

Bow N =

—

@ w O

# Cells
Sesded

200
200
200
200

200

200

37063
Hidaad
Couiter count
2nd 3rd
5803
8058 4980
6373 6309
5876 5618
5828 5686
5821 5843
5827 5887
5370 5454
5539 5487
Actuai
# Ceilis 18t
Seedad
238 100
202 78
252 g7
228 a8
232 é8
234 61
223 57
217 43
2186 47
222 61

CoulterSurvivai

Average Cells/mi

5048
8317
5743

5577
5427
5410

2358000
2015867
2523733
2284000
2319200
2338067
2227733
2167487
2180800
22198867

Colony count

i07
61
51

42
47
56
61

3rd

57

48

49
62

1st

Average

Hemocytometer Count in Grid
2nd 3rd 4th
PE (%) SF SF

35.667

39.228
25574
26.158
21.234
20.648
19.070
23.294
26.128

Uncorrected Corrected

i.oo

1.1647
0.6502
0.7137

0.5412
0.4863
0.5822
0.6824

1.0000

1.0083
0.6580
0.6730
0.5463
0.5313
0.4908
0.5883
0.6722

BC13626
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7)

)

)

' Coulter Convts Areer rP\c;'-aJPenéjrﬁ Yelcts  (swomt Mn\}

37 DH2ZO 36T
A5EH 6l 32D
22 398 3TN
2491 3115 36T
387q 374 He33
338\ 3457 3429

UTT 3igd e

26T3 2560 2506%

2SS 2538 2661

i0) 2687 2770 2¥3S

62@53%_ \Z

35BIxdo = 1 43 X10 7ml
35Hx a0 = Ludx10 7wl
FUexbeo = 1. STFX10°/ak

BTG = L HG x0Tk
BT xU0O = L ST x 1o ak

B34 22 xde0 = 1. BT ek
3175 x40 * L 27X 10 /L
2COU X HOO = t.cj'lt{rmo"/w(
ssgxdeo = 1.OFx10%/aml
274 xbeo = (. 4F i /el

wfifer 4

Onlj Pust

Zquchgki
| .Ho el

LHonkl
27wl O
L3 WL (1)
28 2 (12)
[ Homl (e.2)
LT (62)
w3z (1.2)

192 (12)

(8% Jei)

DO00T#00



oAk U Gg b Srviwd |

Prosad WH/0
Stain WIiE/oO | o L
_Colony Counts

.7 ) los o4y Q%

Z:2) Qa1 1% 87

3.2) 55 6b Gt

42 ) 56 48 4|

S.2) Y7 44

6.2) 31 [ 42

7.2 Y 34 2% 24

2 ) & 26 VY4

929 26 3% 2 A3) W (75 ST

i0:3) 139 110 156
o

Boori7e



For hprt
wmsslrh
- 1
TABLE-3 Ao0%e uskr, HIE, V73 atfs Ay
Expt. #: 2 3‘)”}/@; 200/ Date/Time: ~ /2:09 &+*7

Tube #] Coulter count for 100 ul cell Avg. count Cells/ml
suspension

[Avg. count~ .&(7:
-.-——-'-__'_‘ ol ; .
= x 400)— 77"
?01‘4;? see et

L |y gz w0 4597 |apcgn | 3 793 600

= 5369 5385 53i% 2 120 400 | § 260 PO
3 eE2 988 G677 |4 g3 [33 |3 PR BL
+ 5700 9995 4935 \139p 933 |3 98K
5 |5457 5625 €62 Lzwédwe |4 420 Foo
Z e BEp
6 5265 Sofy 200723 |G 12 200D
1 L399 4878 4753 A 33253% |3 L5067

8 S/115 4965 509% 2 oy o | & 028 §o0

O o 4 4583 7, 39733 | 3 679 964

10 |y407 55a4 4652 |1pys2o0|36709%

Belogr - 22
Hodle - 5“30/9‘(

DooT+4o7
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L5 SO wal 4

Fibe Siluton Eosleay Counts B
i 269 BF oue b
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Experiment:

Date/Time:

Tube #

—

OWo~OMOu, s wh =

1st

4873
4228
4918
4777
4429
3883
4333
3505
4404
3908

Tube # Predicted

—k

N =

OO~ 0~W

# Cells
Seeded

200
200
200
200
200
200
200
200
200
200

H-3/50%/Expé4

R

Coulter count
3rd

2nd

4965
4377
4874
4302
4375
3776
4442
3507
4177
3857

Actual
# Cells
Seeded

196
169
197
190
176
154
175
138
172
155

4833
4142
5043
4712
4438
3929
4358
3370
4329

1st

78
59
62
42
72
36
35
47
73
37

CouiterSurvival

Average Cells/ml

4924
4248
4945
4764
4414
3863
4378
3461
4303
3883

1964267
1694133
1972800
1900267
1760400
1539867
1745867
1379067
1716133
1547800

Colony count

2nd

g1
67
60
52
68
41
36
41
69
37

3rd

65
66
35
72
35
27

55

1st

Average

72

63
43
71
37
33
44
66
33

Hemocytometer Count in Grid

2nd

PE (%)

39.544

31.765
22.628
40.142
24.245
18.711
31.906
38.264
21.321

3rd

SF

4th

SF

Uncorrected Corrected

1.00

0.8664
0.5945
0.9770
0.5161
0.4516
0.6083
0.9078
0.4562

1.0000

0.8033
0.5722
1.0151
0.6131
0.4732
0.8068
0.9676
0.5392



Experiment:

Date/Time:

Tube #

—

CWo~N®e A wh==

1st

5698
9431
8615
7845
8421
6623
6725
8821
6277
6437

Tube # Predicted

—

N =

owoo~Oo;pe~Ww

# Cells
Seeded

260
200
200
200
200
200
200
200
200
200

37056

HHHEESE

Coulter count Average
2nd 3rd

CoulterSurvival

Cells/ml

G483 8590 9594 3835467
9585 9579 9532 3810667
8504 8508 8543 3415067
7901 7781 7843 3135067
8245 8343 8338 3333067
6463 6314 6467 2584667
6757 8703 6728 2689333
6891 6741 6818 2725067
5426 6108 6270 2506133
6187 8240 6288 2513200

Actual Colony count

# Cells 1st 2nd 3rd

Seeded
384 g6 104
381 125 116 116
342 68 70 82
314 53 58 59
333 57 72 64
258 60 59 51
269 51 51 57
273 62 60 68
251 72 80 43
251 52 59 57

1st

Average

111

73
54

57
53
63
60
56

Hemocytometer Count in Grid

2nd

PE (%)

29.139

21.473
17.225
19.302
21.924
19.707
23.241
23.941
22.282

3rd

SF

4th

SF

Uncorrected Corrected

1.00

0.6583
0.4847
0.5775
0.5087
0.4758
0.5685
0.5386
0.5027

1.0000

0.7369
0.5911
0.6624
0.7524
0.6763
0.7976
0.8216
0.7647



Experiment:

Date/Time:

Tube #

—

cCOWwoo~NOo b wh=

1st

86886
8917
8917
0448
8884
8078
7868
8354
8760
6490

Tube # Predicted

—

N =

oOwoo-~-100; AW

# Cells
Seeded

200
200
260
200
200
200
200
200
260
200

Feb., 05, 2001
Feb., 05, 2001

Coulter count

2nd

8946
8917
9114
0392
8632
8171
7929
8632
8515
6666

Actual
# Cells
Seeded

361
355
360
376
349
323
315
336
342
265

3rd

5076
8867
8002
9363
8699
8017
7830
8271
8415
6773

1st

80
120
53
83
50
&7
38
92
52
71

CoulterSurvivai

Average Cells/ml

9036
8900
9011
9401
8738
8089
7876
8419
8563
6643

3609200
3554933
3599200
3755200
34980133
3230267
3145067
3362400
3420133
2652000

Colony count

2nd

102
105
72
92
64
59
45
83
42
60

3rd

705
101
82
87
64
62
43
81
46
55

1st

Average

102

69
89
59
63
42
85
47
62

Hemocytometer Count in Grid

2nd

PE (%)

28.522

19.171
23.700
17.000
19.400
13.354
25.379
13.645
23.379

3rd

SF

4th

SF

Uncorrected Corrected

1.00

0.6754
0.8711
0.5808
0.6134
0.4111
0.8352
0.4568
0.6069

1.0000

0.6722
0.8310
0.5960
0.6802
0.4682
0.8898
0.4784
0.8197



Experiment:
Date/Time:

Tube #

OO ~®u s wh=

—

1st

8671
85@8
6693
5301
2225
6458
6002
9218
7031
6309

Tube # Predicted

# Cells
Seeded

Jan., 15, 2001
Jan., 15, 2001

Coulter count

2nd

8454
8337
6586
5609
2699
6852
6437
9805
7112
6002

Actual
# Cells
Seeded

345
338
265
219
98
270
250
379
284
2437

3rd

8777
8448
6618
5520
2464
6964
6317
0345
7182
6007

1st

121
15¢
87
83
70
&0
55
118
81
131

CoulterSurvival

Average Cells/mi

8634
8461
6636
5477
2463
6760
6252
9489
7108
6106

3448400
3379200
2649067
2185467

979867
2698933
2495600
3790267
2838133
2437200

Colony count

2nd

75
138
81
85

78
70
118
90
123

3rd

133
144
52
87

70
135

137

1st

Average

128

73
85
70
79
65
124
86
130

Hemocytometer Count in Grid

2nd

PE (%)

37.495

27.683
38.893
71.438
29.271
26.046
32.627
30.125

5.348

3rd

SF

4th

SF

Uncorrected Corrected

1.00

0.5729
0.6641
0.5469
0.6172
0.5078
0.9661
0.6680
0.1018

1.0000

0.7383
1.0373
1.9053
0.7807
0.6947
0.8702
0.8035
0.1426



CoulierSuivivai

Experiment: Dec., 26, 2000
Date/Time: Dec., 26, 2000
Tube # Coulter count Average Cells/ml Hemocytometer Count in Grid
1st 2nd 3rd 1st 2nd 3rd 4th
1 2786 2723 2534 2679 1070800
2 2780 2723 2534 2679 1070800

3 2807 2830 2783 2807 1121867
4 2653 2686 2807 2649 1058667
5 2891 2883 2822 2865 1145333
6 2428 2515 2576 2506 1001733
7 2773 2728 2783 2761 1103733
8 3192 3252 3131 3192 1275867
9 2878 2891 2747 2839 1134667
10 2926 2949 2908 2928 1170267
Tube # Predicted Actual Colony count Average PE (%) SF SF
#Cells #Cells 1st 2nd 3rd Uncorrected Corrected
Seeded Seeded
1 200 107 84 83 88 81 75177 1.00 1.0000
2 200 107 72 80 76
3 200 112 72 73 67 71 62.990 0.8778 0.8379
4 200 106 68 57 83 63 59.194 0.7785 0.7874
5 200 115 92 68 74 78 68.102 0.9689 0.9059
6 200 100 17 21 30 23 22627 0.2816 0.3010
7 200 110 58 43 53 52 46.811 0.6418 0.6227
8 200 128 #DIV/0!  #DIV/0! #DIV/0! #DIV/0!
9 200 113 58 42 45 48 42.597 0.6004 0.5666
10 200 117 64 68 81 71 60.670 0.8820 0.8070
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czn:,’:‘- ?ff

V19, HieMR,
TABLE-3
Expt. #: W‘ Date/Time : Juby 2, 202/
Tube #! Coulter 'count for 100 ul cell Avg. count Cells/ml
e [Avg. count
x 400K ~Belkyr
! 3?}‘3,‘3‘3&0’ 92¢€59 3 90F 666
2 qca@g’! toolh, 10032 4 906533 | 0,50
3 —N©O S&MPLE — =
4 |—Ne SAMELE — =
3 9367, Sosq, 934 2644533 | B 56
6 | 9603 9505, 643 2240800 | 0,53
7 |9eg0,9335, 3210 2619933 | 0.54
. 96A%, 2536, 943 2 g6t | 0,63
®  |%6pg, 9537, 8421 3412667 | 0.59
0 ey, 8699, 8HG 34p346F | OF}
"

%5&8{— AA
Moste = Q@;)J

PP VAR Y 11
for }ﬁQET.ngwE53ﬁDf
(doy D) .

BooTr&2Z3



7/ [oi

4
Tube Dilution Colony Counts
(2 20 If0, 182,207

z 200 178, 13% 179

A

4 200 125, 109, 13%
& 2D =i ) i ) el

" ; 200 13, 121, oS5

< 200 17, o0, 104

¢ 200 13,39, nz
[O 220 72 7% .72

BOOT422



B 3 s/7/209

Coler Coccks (10042 cetls, Coolto <ot of spore )

Mubogrersis T75 1258 ~ belowd

) §985, gwz2, ST 3.56007  o.5zm fe 2rdd
2 9uH, 9587, 93Z  BFx0Tml  0.53m R 2x
3) 947, 7508, 3323 3.77 xSl 053k for 2x6°
‘ﬂ 7770, 907, 189 343 xi07/w 0.64 X
s\ 7701, 7%30, 775 3.13x 0%/l 0.t wk
©) 7279, 124, 7095 2.88%10°L 1 0.69R
'?) '725‘4) 7150, 7i28 . 2,37;(@5/“2. 0.70/4
e 2] 7590, 29, 7508, %8 3,032 0% 0. bk
q) 6§53, 682, LHHT 2 6§ x 10wl 0. 75 nk
lo) T8, 386, 172 2.8 (% 0% 0. Tl nk

ga.ok‘&wur-ai— g counts

i

B007400



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

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

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

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

36. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
through 5 cc syringe with 21 gauge needle

37. Determine ceil concentration by transferring 100 pl to Coulter cup

38, Vortex tube, transfer 0.5 ml into dilution tube X.5, vortex tube X.5, transfer 0.5 ml into
dilution tube X.4, vortex tube X.4 and transfer 0.5 ml to tube X.3, vortex tube X.3 and
transfer 0.5 m! to tube X.2 and vortex. Keep tubes on ice.

39, Transfer 1 m! from dilution tubes intc dishes labeled X.2, X.3, X.4 (in triplicate). Only X.2
should be seeded for control T-tubes.

40, Transfer 200 ul of cell suspension {in triplicate) tq,z(f ml scmuilatlon vial containing 6 mi
cocktail {Aguasol)

41. Incubate petri dishes for 1 week

42. Count vials for radioactivity Date/Time :

43. After 1 week, wash colonies 3 times with normal (135 siline, and 2 times with methanol.
Stain colonies with §.05% crystal violet

44, Count colonics. There must be between 25 and 250 colonies for the dish to be a valid data

point.
Tube Dilution Colony Counts

[ (2 L] 142,125

Z 2.2 (32, :4: !ZH

) 3.2 TE, 69

Y 4.2 77 é( {{

4 g .2 72, 11, F2

b L.2 62,73, 5%

s 7.2 7% o, 1%

g g2 €9, 7, 85

vi 9.2 5%, T4, 85

17 _ in L ‘5?3ﬁl7 L7 -
= |

|

S00Ta22



E;cp. # 2

/23 f2u;

Coovtber Courts afte f@ugrefd.h? afus e

StoAY Covléer saéﬁ'ﬁj

) 797, 7945, gz

2) THo4, 7497, 7513

3)  ¥321, §¥2%, §22|

) TeHH, T4, 7622

5) 7535, 7595, 7432

b) 7009, /28, 702

7) 7540, 1458, 745§

%) Hil, TOT , TUTIT

9] 7204, o¥ZT, 723, Ti44
10} 68%, 6826, 4875

60 f8 cells 1A Sk st



il

tf1afzeel 3

suspensions in 12 ml tubes
30. Centrifuge the tubes for 10 min at 2000 rpm, 4°C (precooled centrifuge)

31. Labeling and preparation of dilution tubes and colony dishes
- load 66, 60 mm petri dishes with 4 ml MEMA
- load 40 sterile tubes with 4.5 ml MEMA and label them 1.2, 1.3, 1.4, 1.5; 2.2, 2.3,

24,25:X.2,X3,X4,X5etc.
32. Decant supernatant, click tubes, vortex, resuspend in 10 ml wash MEMA
33. Centrifuge tubes for 10 min at 2000 rpm, 4°C

34—DPecantsuper AL D845 - Py b5
- - ¥ 3 Er U Yy - _’ - - w
3 £ &

35— Centrifugetubesfor18-mimmt-2000-rpm42C .

36. Decant supernatant, click tubes, vortex, resuspend in 2 ml wash MEMA, pass five times
‘through 3 cc syringe with 21 gauge needle

37. Determine cell concentration by transfering 100 pl to Coulter cup

38. Vortex tube, transfer 0.5 m! into dilusion tube X.5, vortex tube X.5, transfer 0.5 mi into
dilution tube X.4, vortex tube X.4 and transfer 0.5 m! to tube X.3, vortex tube X.3 and
transfer 0.5 ml to tube X.2 and vortex. Keep tubes on ice.

39, Transfer 1 ml from dilution tubes into dishes labeled X.2, X.3, X 4 (in triplicate). Only X.2
should be seeded for control T-tubes.

40. Transfer 200 pl of cell suspension (in triplicate) to 20 ml scintillation vial containing 6 ml
cocktail (Aquasol)

41. Incubate petridishes for 1 week

42. Count vials for radioactivity Date/Time :

43. After 1 week, wash colonies 3 times with normal (1X) saline, and 2 times with methanol.
Stain colonies with 0.05% crystal violet

44, Count colonies. There must be between 25 and 250 colonies for the dish to be a valid data

point.
L2 9z, 11, 19
2.2 7 %35,74
2.2 4z 12,120
4.2 1202921
£ 4,6%)19
&1 92 o, 7%
7.2 4467,
v.2  ¥9,49,67
7.2 &%,%7 .57
lo.2. 11,5%,55
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