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Results 
Initially, we evaluated the optimal dilution ratio to improve amplification and 

achieve better results in the sample's RT-qPCR assay. By using a pre-dilution of viscous 
samples, we successfully restored the amplification of the control gene. The results 
indicated no significant difference between the dilutions (1:1; 1:2 and 1:3) for the detection 
of positive samples, suggesting that any dilution is effective and provides better results 
compared to analyzing the sample without dilution (Fig. S1A-S1D). The dilution 
recommended was the ratio 1:2, as it minimizes the residual interference of PCR and 
fluorescence inhibitors, resulting in a better amplification signal. 

 
Figure S1. Amplification of positive sample containing SARS-CoV-2 by RT-qPCR, from samples 
collected in January 2022 and analyzed using Allplex kit. A) Amplification of the sample without 
dilution. B) Sample amplification after 1:1 dilution. C) Sample amplification after 1:2 dilution (1 
sample: 2 saline). D) Sample amplification after 1:3 dilution (1 sample: 3 saline). 
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All samples collected from August to December 2021 exhibited the presence of 
different genes, indicating that they corresponded to the Beta, Gamma or other variants 
not identified by the kit, such as Delta. However, all samples collected in  January 2022, 
which initially yielded inconclusive results in the tests before the dilution process, 
exhibited amplification for the HV69/70del and N501Y mutation, confirming that they 
indeed corresponded to the Omicron variant. The individual results of probable variants, 
as well as the CT of the analyzed targets, are presented in Table S1. 

Table S1. Results obtained in the analysis of SARS-Cov-2 variants. 

Period 
Sample 

ID 

Genes (CT) 
Probable variant 

E484K RdRP N501Y 
HV69/70 

del 

Pre-
Omicron 

1 - 22.93 - - Delta 
2 27.18 20.95 26.32 - Beta or Gamma 
3 30.52 25.98 31.48 - Beta or Gamma 
4 31.94 29.52 33.23 - Beta or Gamma 
5 31.97 28.74 28.54 - Beta or Gamma 
6 - 26.94 - - Delta 
7 - 27.85 - - Delta 
8 - 27.45 - - Delta 
9 - 21.59 - - Delta 

10 - 19.61 - - Delta 
11 - 24.06 - - Delta 
12 - 27.30 - - Delta 
13 - 22.47 - - Delta 
14 - 36.22 - - Delta 
15 - 32.57 - - Delta 
16 - 31.31 - - Delta 
17 29.80 31.50 30.27 - Beta or Gamma 
18 - 25.95 - - Delta 
19 - 30.71 - - Delta 
20 - 23.60 - - Delta 
21 - 23.45 - - Delta 
22 - 20.61 - - Delta 
23 39.40 39.28 31.57 - Beta or Gamma 
24 - 22.77 - - Delta 
25 - 29,08 - - Delta 

Omicron 
Peak 

26 - 37.73 31.85 30.64 Omicron 
27 - 39.11 35.57 32.58 Omicron 
28 - 37.22 33.96 30.49 Omicron 
29 - 25.49 27.13 23.61 Omicron 
30 - 22.13 22.60 19.02 Omicron 
31 - 25.98 26.92 23.16 Omicron 
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32 - 26.26 25.64 23.48 Omicron 
33 - 29.83 28.28 25.75 Omicron 
34 - 27.39 26.72 23.87 Omicron 
35 - 28.74 26.76 26.81 Omicron 
36 - 24.15 24.69 21.49 Omicron 
37 - 30.63 29.50 27.10 Omicron 
38 - 26.12 25.82 22.76 Omicron 
39 - 29.15 29.07 25.99 Omicron 
40 - 32.65 30.58 27.78 Omicron 
41 - 25.41 23.89 24.06 Omicron 
42 - 27.00 27.90 25.02 Omicron 
43 - 36.81 35.00 31.70 Omicron 
44 - 28.00 26.54 23.99 Omicron 
45 - 25.29 25.39 22.36 Omicron 
46 - 31.74 29.05 33.78 Omicron 
47 - 27.42 28.92 26.36 Omicron 
48 - 22.77 23.93 20.46 Omicron 
49 - 35.53 34.78 31.52 Omicron 
50 - 26.53 28.23 25.17 Omicron 

 


