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A B S T R A C T   

Background: The relationship between the viral kinetics of SARS-CoV-2 and clinical outcomes 
remains unclear. 
Methods: A convenience sample of 955 remnant nasopharyngeal swabs collected during routine 
care between 11/18/20 and 9/26/21 were analyzed using digital PCR and associated clinical data 
extracted from the medical record. 18 individuals had >1 sample within 30 days of onset of 
symptoms. 
Results: Paired samples were an average of 6 [range: 0–13] days apart. Four individuals sampled 
twice on the same day had a median 0.52 log10 viral load difference between samples. Of the 
remaining, 12 individuals had a decrease in viral load over time, with an average decay of − 0.23 
log10/day. 
Conclusions: Our study found a similar rate of viral decay to others, but did not find associations 
between viral kinetics and clinical outcomes. Larger studies would be useful to support the use of 
this measurement as a surrogate endpoint for therapeutic studies.   

1. Background 

The viral kinetics of SARS-CoV-2 infection in the nasopharynx help provide an understanding of how long individuals remain 
infectious [1]. While detection of nucleic acid is not equivalent to finding infectious virions, others have shown a relationship between 
the amount of viral RNA detected and culturable virus [2]. Numerous studies have examined the relationship between viral RNA 
kinetics and clinical outcomes, with wide variation in the results [3,4]. This may be due to many factors, including but not limited to 
the SARS-CoV-2 variant, host immune status, vaccination status, and antiviral therapy. In addition, the time from onset of infection, 
swab location (i.e., anterior nares vs nasopharyngeal (NP)), quality of sampling, and accuracy of the quantification methods also 
impact the results of kinetic studies. However, such studies are important for understanding the potential impact of antiviral therapy 
on clinical outcomes. 

In RT-qPCR, quantification is achieved by comparing cycle threshold (Ct) values, or the PCR cycle at which fluorescence intensity 
reaches a specified threshold, to standard curves created from samples with known quantities [5]. This generated result is dependent 
on standard calibration curves and is not an absolute quantification [5–8]. Digital polymerase chain reaction (dPCR) is a newer 
quantitative PCR technology that allows for absolute quantification of nucleic acid using Poisson distribution analysis [5,9,10] without 
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the need for a standard curve [7,10–13]. Digital PCR has been shown be more sensitive, specific, and consistent relative to RT-PCR 
[6–8,10–12,14–19]. Here, we used dPCR to improve the quality of our viral kinetic study. 

1.1. Objectives 

Here, we present a real-world sample of 18 paired NP swabs where we examined the viral decay kinetics and explored associations 
with severity of disease, vaccination status and treatment. 

1.2. Study design 

1.2.1. Patients and specimens 
A convenience sample of 955 remnant NP swab eluent samples from positive tests collected during routine clinical care at the San 

Diego Veterans Affairs Medical Center (SDVAMC) between 11/18/20 and 9/26/21. Individuals with more than one positive NP swab 
collected within 30 days of each other were included in this study for a total of 39 NP swabs: 15 paired NP swabs from individuals with 
two positive NP swabs and 3 triplet NP swabs from individuals with 3 positive NP swabs (Supplementary Fig. 1). All testing was 
obtained from veterans receiving care in the Emergency Room, in ancillary outdoor testing facilities, at regional clinics, or in the 
inpatient setting. 

1.2.2. Patient consent statement 
This study was approved by the Research Ethics Committee at SDVAMC. The requirement to obtain informed consent was waived 

by the Ethics Committee. 

1.2.3. SARS-CoV-2 RNA testing 
NP swabs were collected by trained nurses at testing location and were placed in 3 mL of universal transport medium (UTM). Initial 

testing for the presence of SARS-CoV-2 was performed in the clinical laboratory using several different platforms including: Cepheid 
GeneXpert®, Roche Liat®, Roche COBAS® 6800, and BioFire FilmArray®. Remnant samples from positive tests were aliquoted and 
stored at − 80C until further analysis was performed. 

1.2.4. Droplet digital PCR 
Remnant samples were analyzed using digital PCR (dPCR). Full details of the analysis can be found in Hastie et al. [20] and in the 

Supplementary Material. In brief, RNA was extracted from 140 μL of the UTM, and eluted from the QIAgen column with 60 μL of Buffer 
AVE. 1 μL of the RNA extraction was loaded into a reaction mix, droplets were generated using the BioRad QX200 Droplet Generator, 
and PCR was run overnight using BioRad’s C1000 Touch thermal cycler. PCR results were read on the BioRad QX200 Droplet Reader 

Table 1 
Descriptive characteristics of cohort.  

Characteristic Description Number with data available 

Agea 5.1 ( ± 15.5) years 18 
Gender 

Male 83.3% (15) 18 
Ethnicity 

Hispanic/Latino 11.1% (2) 18 
Comorbidity 

DM2 22.2 % (4) 18 
CAD 0% (0) 18 
HTN 27.8% (5) 18 
Hemodialysis 0% (0) 18 
Prior Solid Organ Transplant 0% (0) 18 
COPD/Asthma 22.2% (4) 18 
BMIa 27.9( ± 5.1) 18 

Symptoms 
Respiratory 94.4% (17) 18 
Gastrointestinal 66.6% (12) 18 
Fever 66.6% (12) 18 
Headache 27.8% (5) 18 
Loss of Taste and/or Smell 44.4% (8) 18 

Laboratory Values 
Peak CRPb 12.9(0.38–25.63) mg/dL 7 
Peak D-dimerb 0.7 (0.5–12.2) mg/L 7 
Absolute Lymphocytes (nadir)b 0.6 (0.4–1.3) 103/μL 9 

BMI= Body mass index, DM2 = Type 2 diabetes mellitus, CAD = coronary artery disease, COPD= Chronic obstructive lung disease, 
HTN= Hypertension, CRP––C-reactive protein. 

a Mean and standard deviation. 
b Median and range. 
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the following day. 

1.2.5. Clinical data collection 
Chart review was conducted extracting demographic and clinical details. Samples from employees of the SDVAMC were also 

excluded. Occasionally, subsequent care was obtained outside the SDVAMC. Summarized records of these visits were usually available 
in the SDVAMC electronic medical record. Only individuals with repeated samples (e.g., repeat testing from the same individual) 
within 30 days of the onset of symptoms were included in this analysis. 

1.2.6. Statistical analysis 
Statistical analysis was performed using the R statistical computing program [21]. Associations between continuous variables were 

examined using parametric (Pearson correlation) and non-parametric (Spearman correlation) approaches. Differences between me
dians across groups were compared in a pairwise fashion using the non-parametric Mann-Whitney test, given that SARS-CoV-2 RNA 
loads were non-normally distributed. Other differences between groups were analyzed using the Shapiro. test and t. test functions. 
Two-sided exact p-values were reported; p < 0.05 was considered statistically significant. Multivariate linear regression performed 
using the glm function in R. Akaike information criterion (AIC) was used to compare the multivariate models and determine which one 
was the best fit for the data (i.e., explaining the greatest amount of variation with the fewest number of variables). Graphing was 
performed using the ggplot2 package [22]. 

2. Results 

A total of 18 veterans had multiple positive samples within 30 days of the onset of symptoms for a total of 39 positive nasopha
ryngeal swabs. Fifteen individuals had two positive swabs and three individuals had 3 positive swabs. Of the 18 veterans, 83.3 % (n =
15) were male. The average age was 55 [range: 28–81]. Sampling occurred at a median of 4.9 [range: 1–14] days after the onset of 
symptoms, with follow up sampling occurring an average of 6 [range: 0–13] days after the initial sample. Three-quarters of individuals 
(72.2 %, n = 13) were unvaccinated at diagnosis while 27.8 % (n = 5) were fully vaccinated at the time of diagnosis. Frequency of 
comorbid conditions are shown in Table 1. 

Among the 18 individuals included in the analysis, four had repeat sampling on the same day (one of these individuals had three 
samples), 12 showed a decrease in the log10 nasopharyngeal viral load with time, and three showed a slight increase in the viral load 
with time. Two of the three individuals that had a slight increase in viral load were sampled at three timepoints. There was not a 
consistent trajectory when these three viral loads were plotted over time. 

To assess reproducibility, we evaluated the viral load differences among samples collected on the same day in the same individuals. 
Among the pairs of samples meeting this criteria, the median difference in measurements was a 0.52 log 10 viral load difference [range 
0.22–1.51]. 

We next evaluated the overall trajectory of viral load over time including all data points from all 18 individuals on the same graph 
normalized by the time from the onset of symptoms (Fig. 1A). The rate of decline in the viral load was calculated to be a decline of 0.14 
in the log10 viral load per day from the onset of symptoms [Standard error ± 0.05, p-value of 0.005, R2 = 0.19]. To more accurately 
evaluate the viral kinetics in this population, we averaged the slope of viral decline (or increase) calculated individually across all 
individuals included in the cohort (Fig. 1B). The mean change in log10 viral load per day was 0.23 [standard deviation ± 0.25]. 

We next compared the slope of change between different subgroups. We did not observe any differences in the mean slope between 
persons older vs younger than 50 (− 0.20 vs − 0.26, P = 0.75). We observed a trend towards slower decline in those with a body mass 
index (BMI) of greater than 30 compared to less than 30 (− 0.1 vs − 0.29), which did not reach statistical significance (p = 0.07). The 
mean change in log10 viral load per day was not significantly different between fully vaccinated and unvaccinated individuals (− 0.44 
vs − 0.15, p = 0.15) or those who received antiviral treatment (e.g., remdesivir or monoclonal antibody) vs those who did not (− 0.14 vs 
− 0.28, p = 0.27). There was not a significant difference between individuals admitted vs not admitted (− 0.16 vs − 0.28, p = 0.37). 
Similarly, we also did not find a significant difference between individuals who required supplemental oxygen vs those who did not 
(− 0.15 vs − 0.26, p = 0.44). Shapiro-Wilks testing did not reject the assumption of normality for any of these subgroup comparisons. 

3. Discussion 

Using dPCR technology, we observed a mean nasopharyngeal log10 viral load decay rate of 0.23/day (~1.7-fold daily decline, or 
not quite 1 cycle threshold) from onset of symptoms. While many studies looking at viral kinetics have used relative quantification 
methods (e.g. cycle threshold value) without calculating the measured viral load [23–26], our results showed a similar rate of decline 
compared to the study by Watson et al. [27] in which extensive data collected from by the National Basketball Association occupa
tional health program was examined using anterior nares swabs. This study found the posterior distribution of the estimate for slope in 
the bi-exponential model to be ~0.2 log10/day. 

Fig. 1. A. Log10 Nasopharyngeal SARS-CoV-2 viral load plotted by time from onset of symptoms. 39 samples from 18 individuals were included in 
the analysis. Equation of the trend line y = − 0.14x + 5.4, R2 = 0.19. 
Fig. 1 B. Log10 Nasopharyngeal SARS-CoV-2 viral load plotted by time from onset of symptoms with slopes calculated for each of the participants. All 
18 individuals are included in this plot including those with repeat samples on the same day. 
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To further characterize sub-populations within our study cohort, we compared decay rates between persons with risk factors for 
more severe disease and with adverse outcomes. We did not find significant differences except for a trend toward slower rate of decline 
in persons with a BMI of >30. The limited sample size of our study cohort limits our ability to make negative conclusions with regards 
to these factors. Larger studies to evaluate the roles of risk factors in relation to SARS-CoV-2 viral dynamics would be useful to support 
the use of this measurement as a surrogate endpoint for therapeutic studies. 
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