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long with real-time reverse transcriptase PCR (RT-PCR) diagnostic testing, whole-genomic

sequencing (WGS) of severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) has
been an irreplaceable tool for epidemiological evaluation, and genomic sequence analysis has
provided essential information in the development of antiviral therapeutics and vaccines (1, 2).
Good sequencing coverage needs to be obtained to get information: the default threshold for
lineage call at Pangolin is at least 50% of non-N bases (3). Obtaining sufficient WGS coverage
from low-viral-load samples is challenging and often not subject to WGS in many labs.
However, WGS of low-viral-load patient samples will enable a more complete picture of viral
transmission and viral evolution (4).

Here, we report the evaluation of two SARS-CoV-2 amplicon-based library prep
kits, COVIDSeq with ARTIC v3 primers (lllumina) and Swift Normalase amplicon SARS-
CoV-2 panels (SNAP) (Swift Biosciences) (5-7) with digital PCR and WGS using a total
of 121 COVID-19-positive samples with threshold cycle (C;) values between 11 and
45 (BD Max SARS-CoV-2 reverse transcriptase quantitative PCR [RT-qPCR] assay;
please refer to supplementary material for library preparation and sequencing).
About one-third (42) of samples were low viral load (C; > 30). Out of 121 samples, >95%
genome coverage was obtained for 107 samples by SNAP and 89 samples by COVIDSeq.
This sequence yield exceeds many previous SARS-CoV-2 sequencing reports, especially for
low-viral-load samples.

Through testing of various viral load samples along with digital PCR, we were able to
obtain a tentative cutoff value of sample viral load above which one can expect to acquire

an informative sequencing outcome. Sequence coverage of >95% was obtained by using Editor Angela M. Caliendo, Rhode Island

X . Hospital

SNAP for all of the samples with C; = 35 and by COVIDSeq for 97% of samples with This is 3 work of the U'S. Government and is
C; = 30. Sample RNA quantitation obtained using digital PCR provided more precise cutoff not subject to copyright protection in the
values. The quantitative digital PCR (TagPath COVID combo kit [Thermo Fisher] analysis Uiniizs] Sigties, Fergn Selpyielhies my el

. . . L. o . This article is made available via the PMC Open
with QlAcuity [Qiagen]) cutoff values for obtaining >95% coverage are 10.5 copies/ulL for Access Subset for unrestricted noncommercial
SNAP and 147 copies/ulL for COVIDSeq (Fig. 1). The median sequence read depth was re-use and secondary analysis in any form or by
2,913x and 3,578 x with SNAP and COVIDSeq, respectively. All samples >750x coverage any means with acknowledgement of the

original source. These permissions are granted

from SNAP achieved >95% sequence coverage. Read depth of >2,800x is sufficient to have for the duration of the World Health
>95% sequence coverage by COVIDSeq. Organization (WHO) declaration of COVID-19
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In addition, combining FASTQ files obtained from two kits improved the sequencing cov- as a global pandemnic
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FASTQ strategy). Combining FASTQ files was performed for 52 samples in which coverage is Tine auilhers cldie fe @amiie: of irieiesi
<95% or samples with lineage call discrepancy by either kit. By combining FASTQ files, Published 24 March 2022

>95% was obtained from all 21 samples with C; = 30 and from 22 out of 31 samples with
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E Max Min median | mean >99% >95% total
SNAP (Ct < 30) 99.78% | 96.45% | 99.74% | 99.57% 71 79 79
COVIDSeq (Ct<30) | 99.78% | 94.23% | 98.88% | 98.74% 33 77 79
SNAP (Ct > 30) 99.78% | 39.82% [ 99.19% | 90.43% 22 28 42
COVIDSeq (Ct>30) | 99.15% 0.00% 82.03% | 69.13% 1 12 42

FIG 1 Correlation between viral loads and percent coverage. (A) Correlations between C; values and percent coverage of SNAP protocol. 100% of samples
sample with >95% coverage above the cutoff values. (B) Correlations between C; values and percent coverage of COVIDSeq protocol. 97% of samples
sample with >95% coverage above the cutoff values. (C) Correlations between copy number obtained by digital PCR and percent coverage of SNAP
protocol. 100% of samples sample with >95% coverage above the cutoff values. (D) Correlations between copy number obtained by digital PCR and
percent coverage of COVIDSeq protocol. 100% of samples sample with >95% coverage above the cutoff values. Red bars are proposed C; cutoff values
with which all of the samples located to the right side produced >95% genome coverage. (E) Summary of sequencing coverage of SNAP protocol and
COVIDSeq protocol.

C; > 30 (ranges C;, ~31 to ~42.7) (Fig. 2). The strategy to combine FASTQ files could also
be effective in the case of amplicon loss (8), which could occur due to novel mutations in
emerging variants like Omicron.

As a result, all 79 samples with C; = 30 achieved genome coverage >95%. For samples
with low viral load, C; > 30 (ranges G, ~31 to ~42.7), genome coverage >95% was obtained
for 33 samples out of 42 samples with SNAP only or combining COVIDSeq and SNAP. Overall,
SNAP produced better coverage and depth on moderate- and low-titer samples; all of the
samples with C; = 35 or >10.5 copies/uL achieved >95% sequence coverage. Combining
FASTQ files from COVIDseq and SNAP also increased sequence coverage and read depth
for low-titer samples.
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Samples samples
MCOVIDSeq | Mcombined!,p=6.39E:6 BCOVIDSeq  mcombined p=7.76E-5
Max Min median | mean >99% >95% total
SNAP (Ct < 30) 99.78% | 98.74% | 99.78% | 99.67% 19 21 21
COVIDSeq (Ct<30) | 99.78% | 94.23% | 98.27% | 98.28% 4 20 21
combined (Ct<30) | 99.78% | 99.78% | 99.78% | 99.78% 21 21 21
SNAP (Ct > 30) 99.78% | 39.82% | 96.52% | 87.13% 11 17 31
COVIDSeq (Ct>30) | 97.48% | 0.00% | 74.13% | 64.23% 0 6 31
combined (Ct>30) | 99.78% | 48.34% | 98.94% | 91.06% 15 22 31

FIG 2 Increases of percent coverage by combined FASTQ. (A) Comparison of percent coverage between SNAP protocol and combined FASTQ of low-
C; samples. (B) Comparison of percent coverage between SNAP protocol and combined FASTQ of high-C; samples. (C) Comparison of percent
coverage between COVIDSeq protocol and combined FASTQ of low-C; samples. (D) Comparison of percent coverage between COVIDSeq protocol and
combined FASTQ of high C; samples. (E) Summary of sequencing coverage of SNAP protocol, COVIDSeq protocol, and combined FASTQ.
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