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Step 1: Pick the problem you are trying to solve

2004
IR

Rare Mutation

I
Step 2: We need information on

your Wild Type Concentration. ~
Do you have... 2010
I
l |
NanoDrop ,
Concentrations qPCR Readings

I I
Are your CT values derived
with or without dilution ™

- What information do you

2012 know about the genome? series? 2014
I I
Diploid G I I I
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Genome Size and Single CT Dslleur?eosn
Weight Ploidy

How do you want to constrain the

Lower Limit of Detection? ™~
2016
I
I I
| know the False Positive | want to set the Lower
Distribution Limit of Detection
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I
To 2004
FIG. 20A-1
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-Expected Percent Positive
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AND dPCR Set-Up Information
False Positive Distribution Lower Limit of Detection
Constraint Constraint
-Number of Chips -Number of Chips
-Rare Precision -Maximum Fold Change Possible
/Y| | -Wild Precision
2022 AND Interactive Graphs Optional Stock Solution Set-up

-Initial Sample Dilution Factor and dilution steps to take
-Initial Assay Dilution Factor and dilution steps to take
-Volume and final concentration in reaction mix for

= Master Mix

= |nitially Diluted Assays

= |nitially Diluted Sample

= Water
-Total volume

FIG. 20B-1b

SUBSTHUTE SHEET (RUTE: 26



WO 2014/043581

2014

PCT/US2013/059815
28/41
/2006
INPUTS
2034 ~
Simple Inputs

Maximize Dynamic Range Calculate Lower Limit of
-Precision Detection
-Maximum copies/rxn -Precision

-OR-
-Minimum copies/rxn
-Maximum copies/rxn

Minimize Number of

N Chips
-Precision
-Minumum copies/rxn

Calculate Dilution Factor

-Dynamic Range
-Precision

| 2036

Advanced Inputs

-Instrument Used

-Number of Chips Dilution 1
-Number of Chips Dilution 2
-False Positive Rate

-False Negative Rate

To 2038

FIG. 20B-2a

SUBSTTIUTE SHEET (RULE 26)



WO 2014/043581 PCT/US2013/059815

29/41

To 2034
2038 ~N

Results

Optimize Dynamic Range Minimize Number of Chips

Precision Case: Tangeled copies/ -Number of Chips needed
-Single Dilution rxn Case: -Advanced Precision
Dynamic Range -Single Dilution
-Single Dilution Dynamic Range

Range of Detection -Multiple Dilution
-Multiple Dilution Dynamic Range
Dynamic Range -Dilution Factor
-Multiple Dilution  -Precision
Range of Detection

-Dilution Factor

a Calculate Dilution Factor Calculate Lower Limit of
2022 Detection
-Number of chips needed for Dilution 1 _Lower Limit of Distribution

-Number of chips needed for Dilution 2
-Dynamic Range of result
-Dilution Factor

AND Interactive Graphs
Optional Stock Solution Set-up

-Initial Sample Dilution Factor and dilution steps to take
-Initial Assay Dilution Factor and dilution steps to take
-Volume and final concentration in reaction mix for

= Master Mix

= |nitially Diluted Assays

= |nitially Diluted Sample

= Water
-Total volume

FIG. 20B-2b
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NanoDrop Single CT Dilution Series
-Sample Concentration -CT Value -Mean CT Value
-Diploid Genome Weight -CT Value of solution -Efficiency
-OR- with 1 copy -Threshold Level
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-Desired volume of dPCR mix
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-Target Range

2062\
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Results
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-Diluted Copies/reaction

gPCR

-Dilution Factor

-Diluted Copies/reaction
-Expected Percent Positive
_qPCR Copies/uL

2022 AND Stock Solution Set-Up

= Master Mix
= |nitially Diluted Assays
= |nitially Diluted Sample
= Water
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-Initial Sample Dilution Factor and dilution steps to take
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-Volume and final concentration in reaction mix for

FIG. 20B-3
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