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Supplemental Table S2. Primers for amplification of BS-treated RNA

Primer sequence

SARS-CoV-2

Sars-Cov-2_BS1_FW

5 TGTTAGAATGGTTGGCAATGG

Sars-Cov-2_BS1_RV

5 CCAAAACTTCTTAAAAACCTCA

Sars-Cov-2_BS2_FW

5 AAATTTAAGGAAATTTTGGGGA

Sars-Cov-2_BS2_RV

5 TATAAATCAACCACATTCCC

HIV

HIV_BS1_FW 5 ATGAAAGATTGTATTGAGAGA
HIV_BS1_RV 5 TTATTATCTCTTCCCCAAACCT
HIV_BS2_FW 5 TTTAAAAGAAAAGGGGGGA
HIV_BS2_RV 5 TTAACCTCTTCTACCTTATCT
MLV

MLV_BS1_FW 5 ATTTGGTGGATTTGTGGTGG
MLV_BS1_RV 5 AACCACATATCCCTCCTCTA
MLV_BS2_FW 5 GTGGTTTTTTAATATAAGTTG
MLV_BS2_RV 5 CAACTAAATAATAAAACCCTC

Human tRNAasp

tRNAAsp_FW

5 TTGTTAGTATAGTGGTGAGT

tRNAAsp_RV

5 CCATCAAAAAATCAAACCCC

Mouse tRNAasp

MtRNAAsp_FW

5TGTTAGTATAGTGGTGAGTAT

MtRNAAsp_RV 5’CTCCCCATCAAAAAATTA
ERCC
ERCC136_FW 5 TGTTGAATTTGGTAAGTTTG

ERCC136_RV

5 TCTAACATCTTCTCTTCATC
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Supplemental Figure S1. (A) The quality of RNA isolated from SARS-CoV-2-infected Vero

E6-TMPRSS2-ACEZ2 cells after three rounds of poly(A) enrichment was assessed by Agilent
Bioanalyzer. Gel-like image (left) and electropherograms (right) of three biological replicates
(R1, R2, R3) are shown. (B) Example IGV tracks of ERCC136 RNA show sufficient read
coverage in all replicates. Red lines correspond to mismatches to the reference genome due

to C-to-U conversion by bisulfite treatment.



HIV.1 (pNL4-3) ATGAAAGATTGTACTGAGAGACAGGCTAATTTTTTAGGGAAGATCTGGCCTTCCCACAAG 60

HIV.1(D117/1II) ATGAAAGATTGTACTGAGAGACAGGCTAATTTTTTAGGGAAGATCTGGCCTTCCCACAAG 60
Colony3 ATGARAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony22 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony2l ATGARAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony20 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl9 ATGARAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl8 ATGARAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl7 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonylé ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl4 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl3 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl2 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyll ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
ColonylO ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony9 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony8 ATGARAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony7 ATGARAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyé6 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony5 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony4 ATGARAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colony2 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATTTGGTTTTTTTATAAG 60
Colonyl5 ATGAAAGATTGTATTGAGAGATAGGTTAATTTTTTAGGGAAGATCTGGTTTTTTTATAAG 60
Kk kk kKKK KKK KK KKK KKKK KK* KAAXARKKKKAKRAKAAA® XAk KK * kkk
HIV.1 (pNL4-3) GGAAGGCCAGGGAATTTTCTTCAGAGCAGACCAGAGCCAACAGCCCCACCAGAAGAGAGC 120
HIV.1(D117/1II) GGAAGGCCAGGGAATTTTCTTCAGAGCAGACCAGAGCCAACAGCCCCACCAGAAGAGAGC 120
Colony3 GGAAGGTTAGGGGATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony22 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony21l GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony20 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl?9 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl8 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl7 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonylé GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl4 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl3 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl2 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyll GGAAGGTTAGGGAATTTTTTTTAGAGTAGATCAGAGTTAATAGTTTTATTAGAAGAGAGT 120
ColonylO GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony9 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony8 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTACTAGAAGAGAGT 120
Colony7 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony6 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony5 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony4 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colony2 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
Colonyl5 GGAAGGTTAGGGAATTTTTTTTAGAGTAGATTAGAGTTAATAGTTTTATTAGAAGAGAGT 120
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Supplemental Figure S2. Sanger sequencing results of region 2056-2174 in HIV D117/l
RNA. Multiple sequence alignment of individual clones after bisulfite treatment with the
corresponding sequences in HIV NL4-3 and HIV D117/Il. Cs identified as m°C by Cristinelli et

al. (2021) are marked in red. All clones show complete C-to-U conversion.



