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Supplemental Table 2. PCR cycling conditions used by the CDC compared to the LDT PCR cycling conditions with a 1 
different thermocycler. The CDC SARS-CoV-2 protocol used the ABI 7500FastDx and called for a 2-minute incubation with 2 
uracil-DNA N-glycosylase (UNG) at 25°C. The lowest programmable temperature of our instrument (cobas z480, Roche) was 3 
37°C. Since the UNG is active over a relatively broad temperature range, we substituted the 2-minute UNG incubation at 25°C for 4 
a 5-minute incubation at ambient room temperature. 5 
 6 

 

CDC  

cycling conditions 

LDT  

cycling conditions 

 (ABI 7500FastDx) (Roche cobas z480) 

UNG Incubation 25°C 2 mins 20-23°C 5 mins 

RT Incubation 50°C 15 mins 50°C 15 mins 

Enzyme Activation 95°C 2 mins 95°C 2 mins 

Amplification 

(45 cycles) 

95°C 3 secs 95°C 3 secs 

55°C 30 secs 55°C 30 secs 
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Appendix 1: Detailed description of discrepancy between CDC reported limit of detection 1 

and MGH limit of detection: 2 

Possible explanations include: (1) matrix differences (the CDC used a A549 lung adenocarcinoma 3 

cell line in UTM, compared to our use of pooled clinical samples); (2) possible quantitation 4 

differences and dilutional error stacking associated with our custom-made transcribed RNA stock; 5 

or (3) differences in PCR instrumentation and cycling speeds. We observed a slightly lower 6 

efficiency of the N2-detection reagents compared to the efficiency reported in the CDC package 7 

insert. We found an approximately four-cycle lag with the N2 primer set compared to the N1 set, 8 

while results from the CDC indicated that the difference should be closer to one cycle. A 9 

collaborating institution later revealed that the N2-set performance could be rescued by extending 10 

the melt time to 5-10 seconds on instruments not capable of fast cycling. Nevertheless, we 11 

proceeded under the expectation that the process and LOD differences would not be clinically 12 

significant. 13 
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 1 
Supplemental Table 3: Assay performance in COVID-negative samples and in-vitro assessment of cross-reactivity. 2 
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Supplemental Table 4: Assay performance in COVID-positive clinical samples. 1 
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