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Table 3.2.S.4.2-9. ddPCR Reaction Thermal Cycling Conditions

Temperature (°C) Time Cycle Temperature Ramp 
Rate (°C/seconds)

   
Abbreviations:  ddPCR = Digital droplet polymerase chain reaction; N/A = not applicable.

The sealed ddPCR transfer plate is placed in the droplet reader. The plate is analyzed using 
the system software, with the instrument setup parameters listed in Table 3.2.S.4.2-10.

Table 3.2.S.4.2-10. Droplet Reader Settings

Parameter Value / Setting

Abbreviations:  ; NTC = Non-template 
control, ddPCR = Digital droplet polymerase chain reaction.
The settings apply to all wells containing IC, TS or NTC. Blank wells are not included in the droplet reader 
plate layout.

3.2.S.4.2.7. Assay and Sample Acceptance Criteria

Assay acceptance criteria are assessed by analysis of NTC and IC results. Sample acceptance 
criteria are assessed by analysis of TS results. The criteria listed in Table 3.2.S.4.2-11 must 
be met to demonstrate assay and sample acceptance.

Table 3.2.S.4.2-11. Assay and Sample Acceptance

Material Parameters Assessed Acceptance Criteria
Assay Acceptance
NTC

IC

Sample accepta

TS

Abbreviations: NTC = Non-template control; RSD = relative standard deviation, , IC = Internal control, TS = 
Test sample.
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3.2.S.4.2.8. Calculations

The copy number per µL values for the positive and negative droplet populations are 
reported by the instrument software program for each well.

The mean, standard deviation and RSD (%) are calculated for each sample from 3’ copy 
number per µL values for triplicate wells.

Percent poly(A) tail is calculated for each sample as percent mean 3’ copy number per µL 
relative to the input (e.g. input = 1000 copy/µL):

Poly(A) Tail (%) =
mean 3′ �

copy
µL �

input �
copy
µL �

× 100

3.2.S.4.2.9. Data Reporting

Provided the assay and sample acceptance criteria are met, the percent poly(A) tail of the TS 
is reported.
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