Replicate 1
Replicate 2
Replicate 3
Replicate 4

Arith. Mean
Corrected Abs600
Reference OD600
0D600/Abs600

LUDOX CL-X H20

0,072 0,042
0,062 0,041
0,072 0,039
0,058 0,041
0,066 0,041
0,025
0,063
2,495

Enter Abs600 absorbance measurements into blue cells
Gold cells are calculated

Corrected value is particle-only contribution
Reference value is for 100ul of LUDOX CL-X in a well of a standard 96-well flat-bottom black with clear bottom plate
Corrected value = scaling factor * measured value



Number of Particles ~ 2,35E+08  1,18E+408  5,886+07  2,0E+07  147E+07  7,35E+406  3,68E+06  1,84E+06  9,19E+05  4,60E+05  2,30E+05

Replicate 1 0782 0416 0,308 0,181 0,113 0,070 0,061 0,050 0,046 0,043 0,043
Replicate 2 0784 0523 0258 0,166 0,108 0,077 0,062 0,053 0,045 0042 0042
Replicate 3 0751 0,467 0,246 0,156 0,101 0,070 0,055 0,048 0,044 0042 0,040
Replicate 4 0730 0468 0257 0,147 0,095 0,068 0,054 0,046 0,044 0,042 0,040
Arith. Mean

0,469 0,267 0,163 0,104) )71 0,049 0,045 0,042
Avith. Std.Dev. [ oos|  oos|  oos[ oois|  ooos[  ooosf  oooal  ooos] ool o000]
adth.Netmean [ 0722]  oao[  0228]  o013[  ooes|  o0sa[  oo|  oowf  ooos]  ooos[ 000

Particle Standard Curve Particle Standard Curve (log scale)

0900 1000
0300 100805 1006406 100807
0,700
0500
0,500
0,400
0300
0200
0100
0000
0,00€00 5006407 100608 1506408 2,00808 2506408
Partice Count /100 ul

Abs 600
Abs 600

0,100

0010

Particle Count / 100 ul

Particles / OD
Number of Particles  2,35E+08  1,18E+08  5,886+407  2,04E+07  147E+07  73SE+06  3,68E+06  1,84E+06  9,19E+05  4,60E+05  2,30E+05
Mean particles / Abs 3,26E+08| _ 2,74€+08] 9E+08|  2,406+08|  2,28E+08] 36+08|  2,016408|  103e+08|  1.84e+08|  1.84es08]  1,53e+08]
Mean of med-high levels:

Final scaling level determined from medium-high points likely to be less impacted by saturation or pipetting error
If needed, you can shift which points are used, but it is likely better to correct instrument settings and protocol.

0

1008408

Enter Abs600 measurements into blue cells
Gold cells are calculated

Values should form a straight line on both linear and log scale

Slope should be 1:1
Common problems:

* Consistent pipetting error --> log graph is a straight line but not 1:1 slope

detector >

c

linear, but high

Spheres/gram
grams/mL
Spheres/0.55 mL
Resuspend volume mL:
Dilution X

Total volume m:
Particles / mL

Well volume (mL)
Initial particles:

1,206412
18
1,196+412
255

100

255
4,71€+09

4,71€+08

orfall



Fluorescein uM 10,00 5 25 125 0625 0313 0,156 0,078 0,039 0,0195 0,008 0

Replicate 1 4101774592 2316800512 1253407616 643101184 336733248 168875232 83255536 43427020 21543506 11019223 5679264 517818 Enter fluorescence measurements into blue cells

Replicate 2 4117344256 2254552832 1080104576 651060736 342562976 179829136 91687536 48172432 25178436 13205588 7105064 575521 Gold cells are calculated

Replicate 3 4085643520 2257568256 1207511168 627929472 316352480 158051824 78904608 40389504 19943828 10159737 5104447 510238

Replicate 4 4053898240 2266416896 1199320448 606238656 314220832 158020480 78050824 40234440 20250010 10229300 5524524 705505 Values 100u of X uM. solution
Arith. Mean

4,090e+09|  2,274€+09| 1,185€+09| 6,321€408| 32756408 16626408 8,2076+07| 4,306€+07| 2,173£+07| 1,115€407] 5,853€406
Arith. Std.Dev. 2,7136+07| 2,9086+07| 7,3926+07| 1,9726+07| 1,429E+07| 1,043E+07| 6,240E+06] 3,714E+06| 2,402€+06] 1,4236+06] 8,691E+05]
Arith. Net Mean 4,089E+09] 2,273+09] 1,185€+09] 63156408 3,2696+08| 1656E+08] 8,2406+07| 4,248E+07] 2,115€+07] 1,058E+07] 5,276E+06

Fluorescein Standard Curve

Fluorescein Standard Curve (log scale) Volues should form a straight line on both linear and log scale

4500605 10006410 Slope should be 1:1
4000605 10006103 Common problems:
3500609 * Consistent pipetting error > log graph is a straight line but not 1:1 slope
£ 3000809 ] 1000807 . detector > linear, but high or fall
$ 2500809 g 1000606
§ 2000609 £ Hooe0s
4 s00Ex08 2 1,000€:04
1,0006:03
10006109 b
5000608 b Fluorescein uM > MEFL calculation:
0000E:00 10006400 Initial Molarity 1,006:05
100 200 300 400 500 600 700 800 900 1000 000 o001 010 1,00 1000 Molecules / Mole 6,02E423
Fluorescein Concentration (uM) Fluorescein Concentration (uM) Well volume (L): 1,00€-04
Initial Molecules: 6,026+14
MEFL /uM 6,026412
Fluorescein/a.u.
Fluorescein uM 10,00 5,00 2,50 1,25 0,63 0,31 0,16 0,08 0,04 0,02 0,01
UM Fluorescein/a.u. 2,45E-09)] 2,20€-09] 2,11E-09] 1,98€-09)] 1,91E-09] 1,89€-09] 1,90€-09)] 1,84E-09)] 1,85€-09] 1,85€-09)] 1,85E-09)]
Mean uM fluorescein / a.u [ 202609
MEFL/a.u.

Final scaling level determined from medium-high points likely to be less impacted by saturation or pipetting error
If needed, you can shift which points are used, but it is likely better to correct instrument settings and protocol.



Raw Plate Readings

Fluorescence Raw Readings:
Neg. Control Pos. Control Device 1

Hour 0:

Colony 1, Replicate 1
Colony 1, Replicate 2
Colony 1, Replicate 3
Colony 1, Replicate 4
Colony 2, Replicate 1
Colony 2, Replicate 2
Colony 2, Replicate 3
Colony 2, Replicate 4

Hour 6:

Colony 1, Replicate 1
Colony 1, Replicate 2
Colony 1, Replicate 3
Colony 1, Replicate 4
Colony 2, Replicate 1
Colony 2, Replicate 2
Colony 2, Replicate 3
Colony 2, Replicate 4

3737780
3984544
4067602
3982304
3688771
3823365
3819795
3915248

If you followed the recommended plate layout:
Copy fluorescence and Abs600 measurements from your plate re
They will automatically propagate into the correct locations in tt

8598575
8774553
8765117
8741440
8518456
8592262
8740283
8947030

57112852
59249556
59673932
53220388
54990812
57224908
61415148
60375324

Neg. Control Pos. Control Device 1

51018068 130267544
56405652 131888104
55013656 128607064
55967444 132479632
51407056 119862612
57412388 130411696
56182004 124317932
58913748 125426380

4041034
4557892
4658624
4579504
4175749
4519702
4516921
4430078

Assumed plate well pattern:

Al
B1
c1
D1
E1l
F1
Gl
H1

A2
B2
c2
D2
E2
F2
G2
H2

A3
B3
3
D3
E3
F3
G3
H3

Device 2
13725994
14935108
14549522
14190767
13836162
14567838
14965353
15114168

Device 2
130274232
141961168
134899552
141232736
144530512
158798032
150581840
160833760

Device 3

4071682
4273014
4212216
4283382
3999170
4252518
4090535
4165222

Device 3

AS
B5
o
D5
E5

G5
H5

5537580
6074006
5936775
6375383
5327578
6214479
5972472
6133252

Device 4
46342088
45478184
51024520
46393720
44263916
43430904
43858552
43775728

Device 4
203024864
211913952
205731552
205116896
132026200
160329936
154131776
143455920

A6
B6
c6
D6
E6
F6
G6
H6



ments from your plate reader into blue cells
he correct locations in the Fluorescence Measurement Sheet

Device 5
16896500
17706426
18066842
17679176
22841736
22625746
23341112
24292710

Device 5
24965424
24694246
25801366
26079876
75463344
82481440
82881072
79441768

A7
B7
c7
D7
E7
F7
G7
H7

Device 6
6413294
6728308
6497363
6415930
9309888

10623452
10847352
10809843

Device 6
30040686
32007030
31393318
33555608
63873800
71929584
70888216
72088576

A8
B8
cs
D8
E8
F8
G8
H8

LB + Chlor (blank)

LB + Chlor (blank)

A9
B9
c9
D9
E9
F9
G9
H9

2917991
3131822
3057722
3218852
3158208
3323871
3169005
3137583

2782015
2927911
2751600
2929858
2790836
3196464
2801255
3070474

Abs600 Raw Readings:
Neg. Control Pos. Control Device 1

Hour 0:

Colony 1, Replicate 1
Colony 1, Replicate 2
Colony 1, Replicate 3
Colony 1, Replicate 4
Colony 2, Replicate 1
Colony 2, Replicate 2
Colony 2, Replicate 3
Colony 2, Replicate 4

Hour 6:

Colony 1, Replicate 1
Colony 1, Replicate 2
Colony 1, Replicate 3
Colony 1, Replicate 4
Colony 2, Replicate 1
Colony 2, Replicate 2
Colony 2, Replicate 3
Colony 2, Replicate 4

0,058
0,057
0,058
0,059
0,059
0,061
0,059
0,059

0,056
0,057
0,057
0,058
0,058
0,058
0,062
0,057

Neg. Control Pos. Control

0,291
0,274
0,278
0,279
0,286

0,27
0,277
0,273

0,253
0,239

0,26
0,255
0,262

0,26
0,268
0,257

0,054
0,053
0,054
0,054

0,05
0,054
0,053
0,052

Device 1
0,245
0,237
0,228
0,246
0,253
0,262
0,259
0,265

Device 2

0,06
0,056
0,056
0,057
0,057
0,057
0,058
0,057

Device 2

0,276
0,261
0,269
0,257
0,285
0,271
0,276

0,27

Device 3

0,059
0,059
0,061
0,059
0,059

0,06
0,061
0,061

Device 3
0,265
0,267
0,286
0,264
0,282
0,283
0,279
0,278

Device 4
0,056
0,055
0,055
0,055
0,056
0,057
0,059
0,057

Device 4

0,23
0,225
0,231
0,228
0,244
0,246
0,245
0,238

Device 5
0,055
0,056
0,057
0,057
0,067
0,057
0,058
0,058

Device 5
0,249
0,248
0,249
0,257
0,254
0,247
0,253
0,238

Device 6
0,057
0,057
0,058
0,059
0,058
0,057
0,058
0,056

Device 6

0,265
0,287
0,266
0,262

0,28
0,272
0,273
0,268

LB + Chlor (blank)
0,042
0,041
0,042
0,042
0,042
0,042
0,042
0,041

LB + Chlor (blank)
0,044
0,043
0,043
0,043
0,042
0,043
0,041
0,045



Unit Scaling Factors
00600 / Abs600
UM Flsorescein /3.0

Gold cells are calculated from values on other sheets

ental Values:
uM Flucrescein / 0D Net Fluorescein a.u. Net abs 600
Hour0: e, ControlPos Contol Device 1 Device2 _ Device 3 Deviced _ Device S Device§ - e et Neg. Conrol o, Conrol Devie | Device 2 Device 3 _Deviced  Device S _Device §
Colony 1, Replicate 1 oot| oms|  sem|  ows| o 2508) om0l o si194861,00 e omsl oou| omyl omsl oml ool oosl oo
Colony 1, Replicate2 | 003 [ oes[ oosi| 2l o7ss[  oisr
Colony 1, Replicate 3 o] [ seou621000]
Colony 1, Replicated | 0,036 [ os;2[  oosi| aess|  osso| o152 m
Colony 2, Replicate 1

ooy, Replee 4 Y
ours: g Conol pos. Conrl Dovice 1 Devie 2 omice3 Doviced  Devies  devees e Contal o5 ont bevee 1 o2 owies  ooed  owies  oeees et ontol os Contol Devie 1 evice2 Devce3  Devied e devees
o —— osr| osis| o] oow|  omn| - ooss| o1 o sl 2 arasasro 020]  oas| oaoi| oasa] oam| oss| oas| o
Colony 1, Replcate 2 —
ot toknes | —aom—atsl— sl —our ool —ond mmum m e st 00| 3214755200
Colony & Repcte 4 (B s o el et
sl CH o o o o —-mm——
clowa tesicnes [ ——oms—osml—osm—ossal—omo—oms—osi—oa| mszs«m [l issorsessol—souotsoi_isnissenol

Colony 2, Repiicate 3 —-m—-mu-m-m 147780585, .w
Colony 2, Replicate & [ oat[ omsol oser| oou[ oses| osu0] __ i




Unit Scaling Factors: These are imported from the prior sheets Enter fluorescence and At

Particles / Abs600 2,47E+08 Gold cells are calculated f
MEFL / a.u. 1,22E+04

Experimental Values:
MEFL / particle

Hour O: Neg. Control Pos. Control Device 1 Device 2 Device 3 Device 4

Colony 1, Replicate 1 2,52E+03 2,00E+04| 2,22E+05 2,96E+04 3,34E+03 1,53E+05
Colony 1, Replicate 2 2,62E+03 1,74E+04| 2,30E+05 3,87E+04 3,12E+03 1,49E+05
Colony 1, Replicate 3 3,11E+03 1,87E+04| 2,32E+05 4,04E+04 2,99E+03 1,82E+05
Colony 1, Replicate 4 2,21E+03 1,70E+04| 2,05E+05 3,60E+04 3,08E+03 1,64E+05
Colony 2, Replicate 1 1,54E+03 1,65E+04| 3,19E+05 3,50E+04 2,44E+03 1,45E+05
Colony 2, Replicate 2 1,29E+03 1,62E+04| 2,21E+05 3,69E+04 2,54E+03 1,32E+05
Colony 2, Replicate 3 1,88E+03 1,37E+04| 2,61E+05 3,63E+04 2,39E+03 1,18E+05
Colony 2, Replicate 4 2,13E+03 1,79E+04| 2,56E+05 3,69E+04 2,53E+03 1,25E+05
Hour 6: Neg. Control Pos. Control Device 1 Device 2 Device 3 Device 4

Colony 1, Replicate 1 2,51E+02| 1,14E+04| 3,12E+04| 2,71E+04| 6,14E+02| 5,30E+04
Colony 1, Replicate 2 3,47E+02 1,34E+04| 3,27E+04 3,14E+04 6,91E+02 5,65E+04
Colony 1, Replicate 3 4,00E+02 1,19e+04| 3,35E+04 2,88E+04 6,45E+02 5,32E+04
Colony 1, Replicate 4 3,44E+02 1,23E+04| 3,14E+04 3,18E+04 7,68E+02 5,38E+04
Colony 2, Replicate 1 2,79E+02 1,09E+04| 2,73E+04 2,87E+04 5,20E+02 3,15E+04
Colony 2, Replicate 2 2,87E+02 1,23E+04| 2,86E+04 3,36E+04 6,19E+02 3,81E+04
Colony 2, Replicate 3 3,58E+02 1,16E+04| 2,74E+04 3,10E+04 6,56E+02 3,65E+04
Colony 2, Replicate 4 2,94E+02 1,30E+04| 2,74E+04 3,45E+04 6,47E+02 3,58E+04




calculated from values on other sheets

Net Fluorescein a.u.

~ence and Abs600 measurements into blue cells on "Raw Plate Reader Measurements"

Device 5 Device 6
5,29E+04 1,15E+04
4,78E+04 1,11E+04
4,93E+04 1,06E+04
4,75E+04| 9,26E+03
3,88E+04 1,89E+04
6,34E+04| 2,40E+04
6,21E+04| 2,36E+04
6,13E+04| 2,52E+04

Device 5 Device 6
5,33E+03 6,07E+03
5,23E+03 5,87E+03
5,51E+03 6,32E+03
5,33E+03 6,88E+03
1,69E+04 1,26E+04
1,91E+04 1,48E+04
1,86E+04 1,44E+04

1,95E+04

1,52E+04

Neg. Control Pos. Control Device 1 Device 2
819789,00 5680584,00 54194861,00 10808003,00
852722,00 5642731,00 56117734,00 11803286,00

1009880,00 5707395,00 56616210,00 11491800,00
763452,00 5522588,00 50001536,00 10971915,00
530563,00 5360248,00 51832604,00 10677954,00
499494,00 5268391,00 53901037,00 11243967,00
650790,00 5571278,00 58246143,00 11796348,00
777665,00 5809447,00 57237741,00 11976585,00

Neg. Control Pos. Control Device 1 Device 2

1259019,00 48236053,00f 127485529,00( 127492217,00

1629981,00 53477741,00| 128960193,00/ 139033257,00

1907024,00 52262056,00| 125855464,001 132147952,00

1649646,00 53037586,00| 129549774,00/ 138302878,00

1384913,00 48616220,00f 117071776,00f 141739676,00

1323238,00 54215924,00| 127215232,00/ 155601568,00

1715666,00 53380749,00| 121516677,00/ 147780585,00

1359604,00 55843274,00| 122355906,00/ 157763286,00




Net Abs 600

Device 3 Device 4 Device 5 Device 6
1153691,00 43424097,00| 13978509,00 3495303,00
1141192,00 42346362,00| 14574604,00 3596486,00
1154494,00 47966798,00| 15009120,00 3439641,00
1064530,00 43174868,00| 14460324,00 3197078,00

840962,00 41105708,00| 19683528,00 6151680,00
928647,00 40107033,00| 19301875,00 7299581,00
921530,00 40689547,00| 20172107,00 7678347,00
1027639,00 40638145,00| 21155127,00 7672260,00

Device 3 Device 4 Device 5 Device 6
2755565,00( 200242849,00( 22183409,00 27258671,00
3146095,00f 208986041,00| 21766335,00 29079119,00
3185175,00f 202979952,00| 23049766,00 28641718,00
3445525,00f 202187038,00| 23150018,00 30625750,00
2536742,00f 129235364,00( 72672508,00 61082964,00
3018015,00f 157133472,00| 79284976,00 68733120,00
3171217,00f 151330521,00f 80079817,00 68086961,00
3062778,00| 140385446,00| 76371294,00 69018102,00

Neg. Control Pos. Control
0,016 0,014
0,016 0,016
0,016 0,015
0,017 0,016
0,017 0,016
0,019 0,016
0,017 0,020
0,018 0,016
Neg. Control Pos. Control
0,247 0,209
0,231 0,196
0,235 0,217
0,236 0,212
0,244 0,220
0,227 0,217
0,236 0,227
0,228 0,212




Device 1 Device 2 Device 3 Device 4 Device 5 Device 6
0,012 0,018 0,017 0,014 0,013 0,015
0,012 0,015 0,018 0,014 0,015 0,016
0,012 0,014 0,019 0,013 0,015 0,016
0,012 0,015 0,017 0,013 0,015 0,017
0,008 0,015 0,017 0,014 0,025 0,016
0,012 0,015 0,018 0,015 0,015 0,015
0,011 0,016 0,019 0,017 0,016 0,016
0,011 0,016 0,020 0,016 0,017 0,015

Device 1 Device 2 Device 3 Device 4 Device 5 Device 6
0,201 0,232 0,221 0,186 0,205 0,221
0,194 0,218 0,224 0,182 0,205 0,244
0,185 0,226 0,243 0,188 0,206 0,223
0,203 0,214 0,221 0,185 0,214 0,219
0,211 0,243 0,240 0,202 0,212 0,238
0,219 0,228 0,240 0,203 0,204 0,229
0,218 0,235 0,238 0,204 0,212 0,232
0,220 0,225 0,233 0,193 0,193 0,223




