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ABSTRACT

To this date, the most critical piece of evidence on the purposed “natural origin” theory of
SARS-CoV-2, was the sequence known as RaTG13, allegedly collected from a single fecal sample
from Rhinolophus Affinis. Understanding the provenance of RaTG13 is critical on the ongoing
debate of the Origins of SARS-CoV-2. However, this sample is allegedly “used up” and therefore
can no longer be accessed nor sequenced independently [1], and the only available data was the
3 related Genbank accessions: MN996532.1, SRX7724752 and SRX8357956.

We report these datasets possessed multiple significant anomalies, and the provenence of the
promised claims of RaTG13 or it’s role in proving a “probable bat origin”[2] of SARS-CoV-2 can
not be satisfied nor possibly be confirmed.

RESULTS

Anomalous enrichment of telomere-like repeat sequences in

the dataset SRX7724752

>gnl|SRA|SRR11085797.3.1 3 (Biological)
CTAACCCTAACCCTAGCACTATCCTGTTTCCAACCCCAACCCTAACCCTCACCCTARACCC
TAACCCCAGCCTGTTTCATACCTTAACTCGCACCTCATCGCTAACCCCAGCCCTCACCCG
ATCCTGTTTCCTCTCCCGAACATAACCCT

>gnl|SRA|SRR11085797.3.2 3 (Biological)
GGTTAGGGTTAGGGTTAGGGTTGGAAACAGGATAGGGTTAGGGT TAGGETGAGGEGTTAGE
GTTAGAGTTAGGGTGGGAARACAGGATAGGGGTAGGGTTAGGGCGAGGGATAGGGATAGGE
AGGGAAACAGGATAGTGGGAGGGCTAGGEET



>gnl|SRA|SRR11085797.8.1 8 (Biological)
GTTAGGGTTAGGGTTAGGGTTAGGGTTGGGETTGEGATACAGGATATGGTTAGGGTTAGGG
GTAGGGTCAGGGTTAGGATTGGAAACGAGATAGGTTACGTGATAGGGTTAGCGTTAGGET
TAGGTTTAGTAATCCGCAACGGCTTAGGGTT

>gnl|SRA|SRR11085797.8.2 8 (Biological)
CCTAACCCTAACCCTAACCCTAACCCTAACCCTAACCCTATCCTGTTCCCAACCCTAACC
CTAACCCTAACCCTAACCCTAACACAAAACATAACCCTAACCCCAACCCAAACCCTAACC
CCATCTTTACTCACACCCTAACCCAAARCTC

>gnl|SRA|SRR11085797.10.1 10 (Biological)
GTTAGGGTTAGGGTTAGCGTTAGGGTTAGAARCAGGATAGGGTTAGGGTTAGGGTTAGGE
TTAGGGTTTTGGTTGGTCACAGTGTTGCGCTAGGCATAGGGATAGGGTTCGCGT TAGGGT
TAGGGTTAGGATTCGGAAGAGCTAGCTAAR

>gnl|SRA|SRR11085797.10.2 10 (Biological)
GTTCCCRAACCCTAACCCTAACCCTAACCCTAACCCTAACCCTTTCCTTTTTCCAACCCTA
ACACTARACCCTAACACTAAACCTAACCCCAACCCTACCACTATACTATATCCGACTCTCA
CGCTAACACTAAACATAAGTAATCACAAATT

>gnl|SRA|SRR11085797.13.1 13 (Biological)
TAACCCTAACCCTAAGCGTAAACCTAATCCAATCCTGTTCCCAACCCTAACCCTAACCCT
GACCCTAAGCTTTTCCCGACCCGAACGCCGACCCGATCCGCCACCCTAACCGTAACCCGT
TCCCAACCCCTCCTACTGCTCGATCCGCCT

>gnl|SRA|SRR11085797.13.2 13 (Biological)
GGRAACAGGATAGGGTTAGGGTTAGGGTTAGGGTTAGGGTTAGGGTTGGEAACAGGATAGE
GTTAGGGTTAGGGTTGGGATCAGGATAGGGATAGGGATAGGGATAGGGATAGGGTTAGGE
TGGEGAACAGGAGAGCGTTAGGCAAGE

>gnl|SRA|SRR11085797.14.1 14 (Biological)
GGTTAGGGTTAGGGTGGAGAAGAGGATAGGTTTAGGTTTAGGGTTAGGGTTAGGGTGAGE
GTTAGGGAGAGGGTTAGCTACACGATAGGAGTAGGGTAACGATTAGGGTTAGGGTTAGGT
TTGGAAAAAGCATAGGCTATGAGGTACGGT

>gnl|SRA|SRR11085797.14.2 14 (Biological)
CTGCTTCCAACCCTAACCCTARACCCTAACCCTAACCCTAACCCTAACCCTARCCCTAACT
CTATCCTGTTCCCAACCCTAACCCTAACCCTAACCCCAACCCTARCCCCACCCAAACCCT
AACCCTAARCCCCAACCCATACCCCAACCAT



>gnl|SRA|SRR11085797.15.1 15 (Biological)
TGTTCCCAACCCTAAACCTAAACCTAAGCCGATCCTGTTCCCAACCCTAACCCTAACCCT
ATCCTGTAAACAACCCCCACCCTAAARACATCCTCGTACARAACCCTAACCCAACCCCCAT
CCCAAACCACATACCCGTCACGAACCCACCC

>gnl|SRA|SRR11085797.15.2 15 (Biological)
GITGGGETTAGGGTTGGGAACAGGATAGGGTTAGGGTTAGGGTTAGGGTTGGGGTCAGGG
TTGGGACAAGGACGGGTAGGGGGTTAGGGTAGTGCACAGGGTAGGGAGTGGGGTAGGGTT
GGGAACAGAGARGGGACAGTGCGGGGGAGT GG

>gnl|SRA|SRR11085797.16.1 16 (Biological)
CTAACCCTAACCCTACCCCTATCCTGTTCCTAACCCGAACCCTAACCCTAACCCTARACCC
TAACCCTCACCTGTTCCAGACCGTAATGCTAACCTTAACACTATCCTGTGCGCTACCCCG
ACCCTARCCCTCAGCCGACGCGTCACGCCCG

>gnl|SRA|SRR11085797.16.2 16 (Biological)
GGTAAGGGTTAGGGTTAGGATAGGGTTAGGET TAGGGTTAGGGTTAGGGTTAGGGTTAGE
GTITGGGAACAGGATAGGGTTAGGGTTAGGGTTAGEGGTTTGGAACAGGATAGGGTTAGGGA
TAGGGGTAGAGATAGGGTGAGGTGGTGGAR

>gnl|SRA|SRR11085797.17.1 17 (Biological)
AACCCTAACCCTAACCCTAACGCTATCATGATCCCATCCCTAACCCTAACCCTARACCCTA
ACCCTAATACTAACCCTACCCTTTTCATCTCCCTTACACTACCCCCAACACGCCACCCAT
CCCCAACCACTATGCATGCACTGTCCTAARC

>gnl|SRA|SRR11085797.17.2 17 (Biological)
GGTTAGGGTTGGGAACAGGATAGGGTTAGGGT TAGGGTTAGGGT TAGGAACAGGATAGGG
GTAGGGTTAGGGCTAGGGTGAGAAACAGGGTAGGGGTAGGGTGAGGATAAGGGATAGGGT
TGGEETTGGGAACAGAGAAGGGGARAGGGCA

>gnl|SRA|SRR11085797.18.1 18 (Biological)
CTAACCTGTTCCCAAACTTAAATCCAATCCTAACCCTATCCTGTTCCCAACCCTAACCCT
ARACCTATACCTATCCTGCCCCACACACCGACCCTATACACCACCCTARACGCAACCCTA
ACCCCATCCTGTTATCGAAGCATACCCCCAC

>gnl|SRA|SRR11085797.18.2 18 (Biological)
GTTAGGGTTAGGGTTAGGGTTGGTAACAGGATAGGGTTAGGGTTAGGGTTAGTGTTGGGA
ACAGGATAGGGGGAGGGAGAGGGTTAGGGTTGGGAAGAGGATAGGGATAGGGGTAGGGAG
AGGGTTGGGGATAGGGAAGAGAGAGGAG

>gnl|SRA|SRR11085797.19.1 19 (Biological)
CCTAACCCTAAACCTAACCCTCTCCTGTTTCCAACCATAACCCTAACCCTATCCCTAACC
CTAACCCACTCCTGTTCTTAACACTAACCTTAACTCTGAGCTCATCCCCAAACCTARCCA
TAACCCCACCAGTTCCGATACCATCACCCCC

>gnl|SRA|SRR11085797.19.2 19 (Biological)
AGGGTTAGGGTTGGAAACAGGATAGGGTTAGGGTTAGGGTTAGGGTTAGGTTTAGGGTTG
GGGACAGGATAGGGTTAGGGTTAGGGTTAGGGTTGGEGGTTAGGGTTAGGTGTGGGGTTGG
GATTGGGTATGGGTAGTGGTCAGGGATAGTG



>gnl|SRA|SRR11085797.20.1 20 (Biological)
CCTGTTTCCAACCCTCACCCTGACACTGACCCTAACACTAACCCTAACCCTAACCCGATC

CTGTTTCTGACCCTAACGACAACCCTGGCACTARACTGATCGCGTTTCCAATCGTTACCG
CTTCCCTAACACCGTCTGTGAAGATACTCCG

>gnl|SRA|SRR11085797.20.2 20 (Biological)
CTTTAGGTTTAGTGTTAGGGATAGGGTTAGGGTTAGGGTTAGGEGTTAGGGTTAGGGTTAG

GOTTGGGAACAGGATAGGGTTAGGGTTAGGGATAGGGTTGGGGT CTGGATAGGGTTGGGE
GTAGGGTTAGAGTGAGTGTGGGCAGCAGGCG

Figure 1: The reads that contained Telomere-like repeat sequences within the first 20 reads of
SRX7724752.

Despite the theoretical presence of traces of Telomere-like repeats in total RNA of most cells,
such repeats comprise only a tiny fraction of the total cellular RNA within real biological samples,
and normally does not show up in the first 100 reads. RaTG13 contained an anomalous amount
of such repeats, which comprises 63% of the dataset and exist in nearly any set of 10 reads within
this dataset. In comparison, the next highest content of such repeats within any other sample of
similar context on NCBI, contained merely 4% of these repeats, which does not show up in the
first 20 reads of the dataset. Telomere-like repeats are not detected in the first 100 reads of any
other datasets examined.

In comparison, the related SRX7724693 lacked such reads within the first 100 reads of the

dataset.

>gnl|SRA|SRR11085736.100.1 100 (Biological)
CTACTGTGTCATCCCATTTCACAAACGCTTATTGGCGGTACAGGAATATCAACCTGTTGET

CCATCACCTACGCCTTTCGGCCTCGGCTTAGGTCCTGACTAACCCAGGGCAGAAGARCCT
TCCCCTGGAAACCTTGGGTTGACGGCCCGTG

>gnl|SRA|SRR11085736.100.2 100 (Biological)
ATCCCACGGGCCGTAARCCCAAGGTTTCCAGGGGAAGGTTCGTCCGCCCTGGGTTAGTCA

GGACCTAAGCCGACGCCGAAAGGCGTAGGTGATGGACAACAGGTTGATATTCCTGTAACC
GCAATAAGCGTTTGAGAGATGGGATGACAGT

Figure 2: the first 100 reads in SRX7724693 did not show any Telomere-like repeats.
In addition, SRX7724752 contained 6% all-N sequences that were exactly 35nt long, which is not

found at levels any close in other datasets that had the same design section.
Reads (separated)

>gnl|SRA|SRR11085797.11.1 11 (Biological)

NNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNMN

>gnl|SRA|SRR11085797.11.2 11 (Biological)
NNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNN

Figure 3: an example of All-N read in SRX7724752.



Anomalous enrichment of non-attributable and low-match

data within SRX7724752
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Figure 4: BLAST result of 100 random reads obtained from RaTG13 using BLASTn.

In addition to the anomalous enrichment of repeats, The vast majority of the non-repeat
sequences in SRX7724752 does not show any clear matches when examined using BLASTn. With
matching results ranging from nearly all domains of life—all of which were partial and low-quality
matches, including that of bats.

Only 2 out of 7 Non-repeat and non-PolyN sequences from the first 20 reads from SRX7724752
had any matches, and the match was only partial matches to certain hypothetical proteins
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Cyprinus carpio gename assembly common carp gename, scaffald 000012284 731 731 40% 3e09 88.33% LN5952431

Figure 5: the BLASTn result of the 2 non-repeat and non-PolyN sequences in the first 20 reads of

SRX7724752. The rest can not be matched to any known organisms.

Depletion of bacterial-like reads in SRX7724272 which is
inconsistent with fecal samples prepared using the methods
as indicated by the “Design” section of the SRX7724752

metadata.

Fecal matter [3], is primarily bacteria by composition. All other fecal swabs prepared using the
methods indicated by the metadata correctly showed the presence of bacteria as the majority of
the reads. In contrast, SRX7724272 contained only 0.65% bacteria-like reads, all of which were
16S rRNA.



RNA-Seq of Rhinolophus affinis:Fecal swab (SRR11085797)
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Figure 6: Phylogenetic analysis of SRX7724272.

RNA-Seq of Miniopterus schreibersii: Anal swab RNA-Seq of Hipposideros larvatus: Anal swab RNA-Seq of Tylonycteris pachypus: Anal swab
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Figure 7: A set of 9 Swabs. The only ones that matches RaTG13 by metadata on Genbank. None of
them had more Eukarya-like reads than Bacteria-like reads.
In addition to the anomalous depletion of bacterial-like reads, SRX7724272 also lacked



discernible reads from bacterial mRNA.
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Figure 8: BLAST hits of bacterial non-ribosomal RNA genome on SRX7724272 and another swab
from Rhinolophus Affinis under the same library preparation section.

Observation of anomalous and unexpected data within

SRX7724752

>gnl|SRA|SRR11085797.11550005.1 11550005 (Biological)
GCCCGTATTTAGCCTTAGATGGAGTTTACCACCCGCTTTGGGCTGCATTCCCAAGCARCC
CGACTCCGGGAAGACCCGGGCCCGGCGCGCCGGEGECCGCTACCGGCCTCACACCGTCCA
CGGGCTGGGCCTCGATCAGAAGGACTTGGGC

>gnl|SRA|SRR11085797.11550005.2 11550005 (Biological)
CGGTGGGGCGCGGEACATT TGGCGTACGGAAGACCCACTCCCCGGCGCCGCTCGTGGGGE
CCCAAGTCCTTCTGATCGAGGCCCAGCCCGTGGACGGTGTGAGGCCGGTAGCGGCCCCCG
GCGCGCCGGGCCCGGGTCTTCCCGGAGTCGG
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Pale spear-nosed bat

Figure 9: Phyllostomus Discolor, or Pale spear-nosed bat, a species of bat native to the Americas,
is found in high abundance within SRX7724752.
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Figure 10: A sequence which was matched to a bat gDNA BAC clone in the first 96 nucleotides,
but then matching nothing on the later nucleotides. This match end witha T.



Reads (separated)

>gnl|SRA|SRR11085797.8568962.1 8568962 (Biological)
ATGGGGGAGCAGCGGACGGGETCAACACAGTCCATGGACCCCTGGCAGGGGCGATGAGAT
CGGTGAACTAGGGGACAAAAGGAAGTTACAGATCTACAAGAGATCGAGAGTTCGTTGGTT
TGT

>gnl|SRA|SRR11085797.8568962.2 8568962 (Biological)
ACAAACCAACGAACTCTCGATCTCTTGTAGATCTGTAACTTCCTTTTGTCCCCTAGTTCA
CCGATCTCATCGCCCCTGCCAGGGGTCCATGGACTGTGTTGACCCCGTCCGCTGCTCCCC
CAT
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Sbict 2550 GEAGCAGAGEACAGEATCAACACAGICCATGGACCCCTCACAGRRGCOATEACATCEETE 2491
Query 66 AACTAGGGGACAAAAGGAAGTTA 88

Sbict 2490 AACTACGCCACARRAGGAGOTTA 2468
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Bat coronavirus RaTG13, complete genome

Sequence ID: MN996532.1 Length: 29855 Number of Matches: 1

Range 1: 12 to 47 GenBank Graphics

Score Expect Identities Gaps Strand

67.6 bits(36) 1e-07 36/36(100%) 0/36(0%) Plus/Minus

Query 88 I CAGATCTACAAGAGATCGAGAGTTCGTTGGTTTGT 123

Sbict 47  ACAGATCTACAAGAGATCGAGAGTICGTTGITTIGT 12

Figure 11: a viral sequence fused to a mRNA-like sequence. Again overlapping on an A.

Of the only 3 sequences within the viral reads within SRX7724752 that displays fusion of different
sequences, only one sequence matches that of a canonical coronavirus subgenomic mRNA leader,
another one was the read illustrated in Figure.11, while the third one was a non-canonical fusion

of two non-TRS regions in the RaTG13 genome.

>gnl|SRA|SRR11085797.10676687.1 10676687 (Biological)
GGTCCTTGATGTCACAGCGTCCTAGATGGTGTCCAGCAATACGAAGATGTCCACGARAGGA
TGACAGCTCCGATTACAAGTTCACTCTCTAGAAGCGGTCTGGTCAARATAGTGCCATGGA
GTGGCACGTTGAGCAAAATGTTAGTTTCTGG

>gnl|SRA|SRR11085797.10676687.2 10676687 (Biological)
ATGAAGGCAATTCACCATTCCATCCTCTAGCTGATAATAAATTTGCACTGACTTGCTTTA
GCACTGATGTGGCTGAGCTACTTCATTGCTTCTTTCAGGCTATTTGCACGTACGCGTTCC
ATGTGGTCATTCAATCCAGAAACTAACATTT
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Bat coronavirus RaTG13, complete genome
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Query 103 TTTGCACETACGCETTCCATETEETCATTCARTOCAGRARCTRARCATTT 151
|||||||||||||||||||||||||||||||||||||||||||||||||

Sbjct 26756 TT TEETCATTCARTCCAGRARCTRARCATTT ZcH44

Range 2: 27478 to 27542 GenBank Graphics A Previous Match 4 First Match

Score Expect Identities Gaps Strand

121 bits(65) le-23 65/65({100%) 0/65(0%) Plus/Plus

Query 1 ATGAAGGCAATTCACCATTCCATCCTCTAGCTGATARTAAATTTGCACTGACTTGCTTTE &0

RN R R RN N
Sbjct 27478 ATGRAGGCRATTCACCATTCCATCCTCTAGCTGATARTAERATTTGCACTGACTTGCTTITE 27537

i
Query 61 GCRCT &5

Sbjct 27538 GCRCT 27542

Figure 12: an anomalous fusion of two non-canonical regions of the RaTG13 genome. The fusion
again happensonaT.

Bat coronavirus RaTG13, complete genome
Sequence ID: MN996532.1 Length: 29855 Number of Matches: 2

Range 1: 28217 to 28346 GenBank Graphics ¥ Next Maich
Score Expect Identities Gaps Strand
233 bits(126) 2e-57 129/130(99%) 1/130(0%) Plus/Plus
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Sbjct 28217 TTCATCTARACGARCARACTARAATGTCTGATAATGGACCCCARAACCAACGARATGCAC 28276

Query 82 CCCGCATTACGTTTGGTGGACCCTCAGATTCARCTGGCAGTARCCAGRATGGAGRACGCE 141
IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIII

Sbjct 28277 CCCGCATTACGTTIGGTGGACCCTCAGRTTCARCTEGGCAGTARCCAGRATGGAGRRCGCR 28336

Query 142 GTGGLGCRCG 151

NERERRARN
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Figure 13: the only canonical sgRNA-like read* in SRX7724752.

Furthermore, SRX7724752 contained significant amount of reads that had higher query coverage
on the DNA sequence than on the corresponding mRNA. This most likely indicate a clonal, rather
than cDNA, library, was responsible for most of the bat-like reads observed in SRX7724752.



>gnl|SRA|SRR11085797.76.1 76 (Biological)
CATCAAACTGAGGTTTCAGCAAGGCAAAGATAGCCAGCAACAAARACAARAAGGCATCCTA
CTGAATGGAAGCAGATAATTGCCAATAGTACATCAGTAAGGAGTTAATATTAAGAATTAG
TTTTTAAAAAGCTCTATATGATGT CAGARAAT

>gnl|SRA|SRR11085797.76.2 76 (Biological)
GTTTTCACTTGCATTTCTCTAATAATTAGTGATGTTGAGCATCTTTTCATATGTCTATTG
GCCATCTGTATGTCGTCTTTGGAGAAATGTCTATTCAGATTTCTGCCCAATTTTTAATTG
GCTTGTTTGTTTTTTGTTTTTGAATTGAGTT
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Sequences producing significant alignments Download Manage Columns ' Show [}
selectall 11 sequences selected GenBank Graphics  Distance tree of results
Descrpion Soom Seae Cowr valie| e | 5o
Rhinolophus f i clone VMRC7-T1A7 _complete sequence 267 267 99% 1e-67 9868% AC1503073
Rhinolophus clone VMRC7-251C10,_complete sequence 185 185 94% 4e43 8014% AC1486303
Myotis lucifugus clone CH235-427D16_complete sequence 137 137 82% 1e-28 B87.20% AC174832.3
Pteropus alecto clone BAC P100M20, BAC P103A18,_complete sequence 135 136 86% 4e-28 8538% KPBE2827 1
Pteropus alecto clone BAC P201M3, BAC P216K21_complete sequence 135 135 86% 4e-28 B5.38% KP862826.1
Pteropus alecto clone BAC P56N20_complete sequence 135 135 86% 4e-28 B538% KPG8623251
Rhinolophus euryale isolate REM0134 microsatellite RM1198 sequence 128 128 47% T7e-26 9861% KC9102151
Pteropus alecto clone BAC P21207-1_BAC P229M21,_complete sequence 126 126 84% 3Je-25 B438% KPB8623281
PREDICTED: Miniopteru: zinc finger protein 713 (ZNF713),_transcript variant X3 mRNA 106 106 90% 3e-19 B81.02% XM 016196283 1
PREDICTED: Miniopteru zing finger protein 713 (ZNF713),_transcript variant ¥2_mRNA 106 106 90% 3Je-19 B81.02% XM_016196281.1
PREDICTED: Miniopteru: zinc finger protein 713 (ZNF713)_transcript variant X1, mRNA 106 106  90% 3e-1% 81.02% XM 0161962801

Figure 14: a read from SRX7724752 which have higher coverage on the clone than on the
corresponding mRNA. E.g. the read contained nucleotide sequences that were not supposed to

be transcribed in actual cells/bats.



Inability of SRX8357956 to prove the promises claimed in [5]

Date RaTG13 SARS-CoV-2 Sequence Blast Archive Name
Identity Query Cover Identity Query Cover
14-Oct-18 95.53% 56% 93.15% 56% 24 gnl|SRA|SRR11806578.24 RaTG13-9-5-5_9-5-f1_2018-10-14_B02
14-Oct-18 97.31% 76% 93.18% 75% 23 gnl|SRA|SRR11806578.23 RaTG13-9-5-4_9-5-r1_2018-10-14_C02
14-Oct-18 97.55% 53% 93.00% 52% 25 archive.is/ycQ89  gnl|SRA|SRR11806578.25 RaTG13-9-5-5_9-5-r1_2018-10-14_D02
14-0ct-18 99.43% 97% 96.39% 97% 22 archive.isfabSpé  gnl|SRA|SRR11806578.22 RaTG13-9-5-4_9-5-f1_2018-10-14_A02
11-Oct-18 97.37% 98% 92.23% 98% 20 archive.is/B20Et gnl|SRA|SRR11806578.20 RaTG13-9-5-1_21230-F_2018-10-11_A12
11-Oct-18 98.54% 99% 88.26% 99% 21 archive.is/L2pTq gnl|SRA|SRR11806578.21 RaTG13-9-5-1_23258-R_2018-10-11_B12

08-Oct-18 98.64% 98% 96.19% 99% 5 archive.is/W7Fxp  gnl|SRA|SRR11806578.5 RaTG13-11-2_18297-F T5520181008-027-0303_G10
08-Oct-18 99.19% 98% 91.83% 98% 7 archive.is/h8810  gnl|SRA|SRR11806578.7 RaTG13-12-2_24144-R_T5520181008-027-0303_C11
08-Oct-18 99.89% 99% 87.86% 99% 6 archive.is/jVJY2 gnl|SRA|SRR11806578.6 RaTG13-12-2_22717-F_TS520181008-027-0303_H10
30-Sep-18 99.50% 99% 92.71% 99% 9 gnl|SRA|SRR11806578.9 RaTG13-2-3_RaTG13-2-R1_2018-09-30_B11
30-Sep-18 99.79% 99% 92.89% 99% 8 gnl|SRA|SRR11806578.8 RaTG13-2-3_RaTG13-2-F_2018-09-30_A02

29-Sep-18 99.00% 99% 94.20% 99% 10 archive.is/jdzvN gnl|SRA|SRR11806578.10 RaTG13-2-3_RaTG13-2-R2_2018-09-28_D05
29-Sep-18 99.09% 98% 94.97% 98% 3 archive.is/196Y gnl|SRA|SRR11806578.3 RaTG13-10-3_RaTG13-10-F_2018-09-29_G04
29-Sep-18 99.72% 98% 98.06% 98% 11 gnl|SRA|SRR11806578.11 RaTG13-20-1_RaTG13-F_2018-09-29_H04
29-Sep-18 99.72% 98% 95.19% 98% 4 gnl|SRA|SRR11806578.4 RaTG13-10-3_RaTG13-10-R_2018-09-29_F05
27-Sep-18 95.03% 98% 90.88% 98% 14 archive.is/NNfnm  gnl|SRA|SRR11806578.14 RaTG13-4-2_RaTG13-4-R_2018-09-27_G06
27-Sep-18 95.82% 98% 93.46% 93% 13 archive.is/Rmrhg  gnl|SRA|SRR11806578.13 RaTG13-4-2_RaTG13-4-F_2018-09-27_G05
27-Sep-18 98.08% 98% 94.50% 98% 1 gn||SRA\SRR1180657B.1 RaTG13-1-2_RaTG13-1-F_2018-09-27_E05
27-Sep-18 98.81% 99% 96.90% 99% 17 archive.is/nhvd2 gnl|SRA|SRR11806578.17 RaTG13-6-2_RaTG13-6-R_2018-09-27_H06
27-Sep-18 98.91% 99% 94.54% 99% 2 archive.is/veLPW  gnl|SRA|SRR11806578.2 RaTG13-1-2_RaTG13-1-R_2018-09-27_F06
27-Sep-18 99.09% 99% 96.92% 99% 16 archive.is/OtgMp  gnl|SRA|SRR11806578.16 RaTG13-6-2_RaTG13-6-F_2018-09-27_A06
27-Sep-18 99.28% 98% 96.81% 98% 12 archive.is/ZHImY gn||SRA\SRR118DES7B.12 RaTG13-3-2_RaTG13-3-F_2018-09-27_F05
27-Sep-18 99.46% 98% 96.74% 98% 15 archive.is/Epig7 gnl|SRA|SRR11806578.15 RaTG13-5-2_RaTG13-5-F_2018-09-27_H05
27-Sep-18 99.50% 98% 98.49% 98% 18 archive.is/NdyHK  gnl|SRA|SRR11806578.18 RaTG13-7-2_RaTG13-7-F_2018-09-27_B06
27-Sep-18 99.53% 99% 95.67% 97% 19 archive.is/2qg0a gnl|SRA|SRR11806578.18 RaTG13-8-2_RaTG13-8-F_2018-09-27_C06
20-Jun-17 99.10% 99% 96.61% 99% 28 gnI|SRA\SRR118DES7B.2S RaTG13-R-1-1_7896-1-F1_2017-06-20_E03
20-Jun-17 99.61% 99% 97.43% 99% 32 gnl|SRA|SRR11806578.32 RaTG13-R-4-1_7896-4-F_2017-06-20_F03
20-Jun-17 99.87% 98% 97.42% 98% 33 gnl|SRA|SRR11806578.33 RaTG13-R-4-1_7896-4-R_2017-06-20_H03
20-Jun-17 99.90% 98% 97.44% 98% 29 gnl|SRA|SRR11806578.28 RaTG13-R-1-1_7896-1-R1_2017-06-20_GO3
17-Jun-17 98.56% 99% 95.85% 99% 26 gnI|SRA\SRR118DES7B.2E RaTG13-ORF8-1-1_ORF8-F_2017-06-17_A05
17-Jun-17 98.99% 98% 96.52% 98% 27 gnl|SRA|SRR11806578.27 RaTG13-0ORF8-1-1_ORF8-R1_2017-06-17_A06
03-Jun-17 99.07% 97% 97.49% 97% 30 archive.is/WwyWy gnl|SRA|SRR11806578.30 RaTG13-R-2-1_7896-2-F1_2017-06-03_A07
03-Jun-17 99.46% 99% 98.01% 99% 31 archive.is/tCLHu gnl|SRA|SRR11806578.31 RaTG13-R-2-1_7896-2-R1_2017-06-03_A08
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Figure 15: A complete analysis [4] of all Amplicon sequences in SRX8357956. Including the
location of these amplicons and the similarity of such amplicon to the RaTG13 and SARS-CoV-2

genome.

Chuan Xiao et.al claimed that RaTG13 contained all the 3 S1 variable loops that were previously
considered unique in SARS-CoV-2. [5] However, such claims can not be verified using the
amplicons listed in SRX8357956.
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Figure 16: a thorough analysis of the amplicons located on the S locus of RaTG13 in SRX8357956.

Notice that the last 4 amplicons sequenced in 14/10/2018 was of very low quality matches, and

matched other organisms—including Mouse(mus musculus).

selectall 99 sequences selected GenBank Graphics  Distance tree of results
Description ng); ;—CO:IE QCl;ieWr' vafue \S:t Accession
Gadus morhua genome assembly,_chromosome: 16 60.6 105 27% de-05 70.05% LR633956.1
Mus musculus BAC clone RP24-498P8 from chromosome 9. complete sequence 599 599 47% 1e-04 72.92% ACI168217.2
Mus musculus chromosome 9 _clone RP24-484G16 _complete sequence 599 599 47% 1e04 7292% ACI37678 11
selectall 100 sequences selected GenBank Graphics  Distance tree of results
Max  Total Que E Per.
Description Score | Score Coveryr. value Ident Accessicn
Homo sapiens BAC clone RP11-792A8 from 7. complete sequence 545 545 44% 0006 71.15% AC027644.9
Coregonus sp. 'balchen’ genome assembly, chromosome: 7 527 527 29% 0.022 T3.68% LRT78259.1
Coregonus sp. ‘balchen’ genome assembly, chromosome: 15 509 509 16% 0.078 83.33% LR778267.1
Salmo trutta genome assembly._chromosome: 21 509 509 37% 0.078 71.90% LRE5544371
KXanthophyllomyces dendrorhous genome assembly Xden1. scaffold Scaffold_79 509 509 9% 0.078 96.88% LN483167.1
Coregonus sp. ‘balchen’ genome assembly, chromosome: 20 50.0 500 72% 0.078 6749% LR7782721
Aguila chrysaetos chrysaetos genome assembly,_chromosome: 14 500 141 42% 0.078 69.50% LEG061941
Bos mutus isolate yakQH1 chromosome 16 500 500 24% 0078 7468% CP027084 1
Mus musculus BAC clone RP23-128011 from 7._complete sequence 500 500 36% 0078 7190% AC1222226
Mus musculus BAC clone RP23-56E21 from 7, complete sequence 50.0 500 36% 0078 7190% ACi317414
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Figure 16: BLAST result of the non-RaTG13 matched parts of Amplicons 25,

SRX8357956

Using the remaining amplicons, the 3 variable loops, GTNGIKR, HKSNK and VIFSQ was obtained.
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This is vastly different from the variable loops possessed by SARS-CoV-2, which were GTNGTKR,
HKNNK and GDSSSG. Therefore, the promise of Chuan Xiao et. Al does not hold upon raw data
analysis.

Probable discontinuities in RaTG13 sequencing in SRX8357956
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Figure 17: Detailed analysis of the early amplicons located in the nsp12 RdRp region of RaTG13 in
SRX8357956.

Within the amplicons labeled “7896”, there were 2 sites of overlap—the first overlap, a region
158bp in length, contained only 2nt difference—all C-T transitions—to SARS-CoV-2. Such
transitions easily arise in passage, and are probable sequencing errors from a degraded/passaged
sample of DNA.



The second overlap, one with BtCoV/4991, contained only 1 C-T transition, which have a probable
origin in the primers used to generate the amplicons in the first place.

DISCUSSIONS

Origins of the anomalies in SRX7724752

A [Repeating sequence); A fRencsting sequencels
Neol-primer | i ) [« TS A—— [Repestingsequence];
\ - Complementasy binding site
s TR PCR [Repeating sequence),
| oy e——
\— A l'(.'K‘
. PCR 4 Elongatroa-ptimer Qe
D— [Repeating seqaence], [Repeating sequence],
A [Repeanzgsequense],
PCR A [Repeating sequence].
A D c— — —
D e — — — e — e
PCR ; [Repeating sequence).
[Repeatiag sequesce], ‘n\

[Repeating eaquemce)

Figure 18A: Origin of repeating sequences in SRX7724752.

The only satiable explanation for the anomalous enrichment of the Telomere-like repeats in
SRX7724752, involves the self-amplification of such sequences in a PCR reaction with little to no
template.

Normally, with significant amount of template, the random primers normally used in RT-PCR
amplifies most sequences evenly and outcompetes the repeat sequences in the reaction, and the
result was an accurate reflection of such repeats within cellular samples—extremely poor.
However, in samples that have little to no template, such that the random primers/random
hexamers used in the reaction were not able to prime the amplification of most sequences—e.g.
the amount of normal templates within the reaction falls below the timescale needed for the
amplification of the repeating sequences, Repeating sequences, of which telomere-like repeats
forms the vast majority of it in the environment and in most samples, can self-amplify in a
primer-independent fashion, eventually reaching very high dominance, through repeated
denaturing, sliding, reannealing and extension.

As this is a linear process, the self-amplification process is very slow, and is normally
outcompeted by the normal amplicons as long as any usable amount of templates were present.
Therefore, the presence of anomalously enriched telomere-like repeats within SRX7724752
indicate that the original sample couldn’t have contained enough templates for the generation of
the complete genome, through any means possible.
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Figure 18B: Origin of the random matched sequences and partial sequences in SRX7724752

The majority of the sequences that were not repeats, when BLASTed, does not match any known
organisms. There were also many sequences that matches—only partially, to many diverse
organisms. What was striking, is, however, is that these matches often ends with an “A” or a “T".
The most possible explanation of this anomaly is that the Library preparation process of
ILLUMINA RNA-seq, which include strand synthesis and A-T ligation to adaptors, were fed dsDNA
rather than ssRNA, as input. Such dsDNA input may be PCR products, or it may be a pre-made
ILLUMINA sequencing library—Certain mRNA-like reads were inadvertently inverted, indicating

double-stranded cDNA was likely used instead of single stranded mRNA.
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PREDICTED: Hipposideros armiger putative P2Y purinoceptor 10 (LOC109385656), mRNA
Sequence ID: XM_019648164.1 Length: 2682 Number of Matches: 1

Range 1: 2162 to 2293 GenBank Graphics

Score Expect Identities Gaps Strand
154 bits(83) le-33 116/132(88%) 1/132(0%) Plus/Minus
Query 12 TTT-TCATTATTALGTATTATGTAC TGTACATAATTGTATGTACTATACTTTTATACRAAC 70

FEr e verr reeerrrrerrrrr rrrrrrrrr  rerrrrrrrrrr ol
Sbjct 2293 TTTATCATTATCARGTGTTATGTACTGTACAGTATTGTATGTGTTATACTTTTATATGAS 2234

Query 71 TGECAGCACAGCAGGTTTGTTTATACCAGCATCACCACRARRATGTGAGTARTGCATTAS 120

et e vt e rrrr e e e e e e e e e e e el
Sbjct 2233 TGACAGCATAGTAGGCTTGTTTACACCAGCATCACCACARARATGTGAGTAATGCATTAC 2174

Query 131 ACTRCRATGTTRA 142

FErr el
Sbjct 2173 ACTATGATSTTE 2162

Figure 19: An inverted mRNA-like read.
*: Analysis of the sole sgRNA-like read reveal the usage of a leader/F primer and the mispriming
of Amplicon DNA

ttagatttcatctaaacgaacaaactaaaatgtctgataatggaccccaaaaccaacgaaatgcaccoccgcattacgtttggtggaccet
CICTCGATCICTTGTAGRATCTGTIC TCTARACGARRC
ACRARRACCRRCGRRCTCTCGATCTCTIGTAGATCTIGT
IAAC(ICC[IIIGTCCC(IAGIICACCGAJ.L.J.L.AJ.L.LTL.L.L.L.J.u-CCAG-G-G-GJ.L.L.AJ.LTGAﬂGIGIIGAIC(IGIC(I(EG{IC(ICd

Figure 20a: the match analysis between different genomic fragments of RaTG13, of the sole
sgRNA-like read* in SRX7724752. *:Figure 13

Despite being sgRNA-like in the first glance, analysis of the exact overlapping region of this
particular read reveal that this region is identical to BtCoV/ZC45 and BtCoV/ZXC21—indicating it’s
identity as likely being a consensus primer.

selectall 100 sequences selected GenBank Graphics Distance tree of results
Description S“ﬁ::‘a S‘Tnar‘e Cé:j?r’ vaIEue I::nr-t Accession
Pangolin coronavirus isolate PCoV_GX-P3B genomic sequence 676 676 100% 8e-09 10000% MTO728651
Pangolin coronavirus isolate PCoV GX-P2V, complete genome 676 676 100% #8e-09 100.00% MT072864.1
Pangolin coronavirus isolate PCoV_GX-PSE, complete genome 676 676 100% 8e-09 10000% MT0403361
Pangolin coronavirus isolate PCoV GX-P5L, complete genome 676 676 100% 8e-09 10000% MT0403351
Pangolin coronavirus isolate PCoV GX-P1E, complete genome 676 676 100% #8e-09 100.00% MT040334.1
Pangolin coronavirus isolate PCoV GX-P4L, complete genome 676 676 100% #8e-09 100.00% MT0403331
Bat coronavirus RaTG13,_complete genome 676 676 100% 8e-09 100.00% MMI96532.1
Bat SARS-ike coronavirus isolate bat-SL-CoWVZXC21,_complete genome 676 676 100% 8e-09 100.00% MG772934.1
Bat SARSHike coronavirus isolate bat-SL-CoWVZC45 complete genome 676 676 100% #8e-09 100.00% MGF72933 1
Bat coronavirus (BtCoV/279/2005), complete genome 658 658 97% 3e-08 100.00% DQ6488571
Mutant SARS coronavirus Urbani clone SARS-Urbani-MA SHC014-spike,_complete genome 639 639 94% 1e-07 100.00% MT308984.1
Coronavirus BtRs-BetaCoV//YMN2018D _complete genome 639 639 94% 1e-07 10000% MK211378 1

Figure 20b: BLAST result of CTCTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC.

This particular sequence have extended overlap to the beginning of the N gene, which was
coincidentally at the end of the last 2017/06/17 amplicon. This indicate it was most likely the
product of mispriming, rather than a true sgRNA-like read.



SRX7724752 is a mixed library consists of a matrix of dried
American bat guano, a bat WGS/RNA-seq ILLUMINA library, a
synthetic 16S library and megaprimer PCR products from the
SRX8357956 Amplicons and a degraded sample of SARS-CoV-2

cDNA

Phyllostomus Discolor, a species of bat native to Mexico and southern United states, leaves
numerous Full-length 100% matched reads that don’t match anything else. Coincidentally,
Mexico is one of the major supplier of bat guano used for fertilizer and other commercial
purposes[6]. The confirmed presence of this particular bat species, suggest the use of a
commercial dried bat guano matrix as the bulk of the sample being sequenced. As in
PRINA494391[7] which synthetic metagenome samples were constructed using cDNA amplicons
and a specific material matrix to simulate realistic metagenomic reads of a desired virus in a
sample.

Traces of the original template used in the megaprimer PCR process can be seen as traces of
low-matched virus-like reads within this dataset, which are found across the entire RaTG13
genome.

Figure 21: Read coverage of SRX7724752 on the RaTG13 genome. The red pixels represent
significant mismatches on the reads in the dataset.

The Bacterial-like reads in SRX7724752 is also likely a synthetic 16S library—as the only other
dataset with Telomere-like repeats(4%), still contained significant amount of bacterial mMRNA.

>gnl|SRA|SRR11085733.2232944.1 2232944 (Biological)
GCCTTCGTTTGTATATAGTTTTAATGCARATCCCCTAACATCTCTTTCAGCATCTGCTGC
ACCTCTTTCACCAGCAACTGTAGARAATCTTAARAGGGCTTTTGTTTTTTTACCAACTTT
GTTAAAAATATCTGCTTTAGAATATTTTGT

>gnl|SRA|SRR11085733.2232944.2 2232944 (Biological)
AGAGGTCCTACTCTTTTACAAGATACTTGGCTTTTAGAAAARCTTGCACATTTCGATAGG
GAAAGGATACCAGARAAGAGTTGTGCACGCTAAAGGAAGTGCTGCATACGGCGAATTAACA
ATTACTAATGATATTACAAAATATTCTAAR



Helicobacter hepaticus ATCC 51449, complete genome
Sequence ID: AEQ17125.1 Length: 1799146 Number of Matches: 1

Range 1: 47720 to 47856 \GenBank Graphics
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Sbjct 47856 CCTACACTTTTACRAGATACTTGGCTTTTAGARARACTTGCACATTTTGATAGAGAGAGE 47797

Query 67 ATRCCRAGRRACGAGTTGTGCACGCTRARAGGRAGTECTGCATACGGCCARTTARCRRTTACT 126

Feorrerr rrerr rrereererrrrrrrrrrer rrrer e rrerrrrrr el
Sbjct 47756 ATCCCAGAGAGAGTGGTGCACGCTARAGGARGTGCAGCATATGGTGRAATTARCARTTACE 47737

Query 127 AATGATATTACRARLATE 143

FEErrrrrrrr 1l
Sbjct 47736 AATGATATTACTCRATRE 47720

gene complement (<1..>137)
Jgene="katL"
/locus tag="HH 0043"
icld_lccus_tag="333343"

CD5 complement (<1..>137)
Jgene="kath"
/locus_tag="HH 0043"
fcld_lccas_tag="HHQD&3"

/ocodon_start=1
/transl table=11l
/product="catalase"
prCtEin_id="RRP76643.l"
Jftranslation="MSKEFTTATGTPFLGDHNQNSITAGKEGEFTLLDTWLLEKLLHFDR
ERTPERVVHAKGSAAYGELTITNDITOY TEARLFNEVGEETEAFLERFSVVAGERGRAD
LERDVEGFALKLYTNEGNWDIVGHNNT EVFFIKDATEFPDFIHTQRRDEETNMESETAM
WDFWSLHPESLEQVIILMSDRGIPRSYREMHGFGSHTYSFINAENERFWVEFHEVCLY
GIHNLINKESEAVIAKDRESHOEDLFENIEKGHFPENRFCIQVMSEEERENYRFNEFD
LTEVWSHEDYPLIEVGILELNENPENYFAEVEQAAFHNEAN IVECVEY SPDEVLQGRLE
SYGEDTOQRYRLGINHTQLEVHAPIVEVHNTHRDGFMOQOGOFGDRRNYEFSYFNDYVEDE
NALEPPLEVQEGCDVHMYKYDHREYEDDYEVOAGDLYRLMTAEQEELALCONIKESHMEGVE
DEIKERQLEHFEELDEAYCGERVAELLGL"
CRIGIN
1 tattgagtaa tatcatttgt aattgttaat tcaccatatg ctgoacttcc tttagogtge
8§l accactctct ctggmattct ctctctatca aaatgtgoaa ghtttictaa aagocaagta
121 tcttgtaaaa gtgtagg
i

Figure 22a: a bacterial mRNA read in SRX7724696, the only other dataset on NCBI that contained
Telomere-like repeats in the first 100 reads of the dataset. Total amt. of repeats=4%



Job Title AE017125:Helicobacter hepaticus ATCC 51449,...
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Figure 22b: the same species of bacteria in SRX7724752. No significant matches were found.

This dataset is likely subjected to probe-capture sequencing similar to these other datasets—the
use of a positive-sense CoV probe resulted in the selective presentation of the negative ssDNA
strand of the ligation products to show up. This is supported by the observation that while most
of the virus-like reads were on the negative strand, the Repeats does not show a bias in strand
polarity, and the mRNA-like reads have a much higher chance of being on the wrong polarity for
RNA-seq. This is likely due to the ligation process being used.

Probable signs of laboratory manipulation of SRX7724752
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Homo sapiens BAC clone RP11-162K6 from 4. complete sequence 2719 279 100% 2e-71 100.00% AC0977112
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Figure 23: Unique, fully-matched 100% read from Homo Sapiens is recovered from the dataset

SRX7724752.
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Canis lupus familiaris breed Labrador retriever 32a 279 279 100% 2e-71 100.00% CP050598.1
Canis lupus familiaris breed Labrador retriever 32b 279 279 100% 2e-71 100.00% CP050634 1
Rhesus Macague BAC CH250-499F 11 () complete sequence 274 274 100% 9e-70 99.34% AC2042155
Homo sapiens BAC clone RP11-678H22 from 4,_complete sequence 274 274 100% 9e-70 99.34% AC096766.3
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Figure. 24: Marmota Marmota genetic scaffold assemblies returned significant amount of 100%

full-length matched reads that were sometimes also found in Homo Sapiens and Canis Lupus

Famillaris.

Reads (separated)

>gnl|SRA|SRR11085797.6341838.1 6341838 (Biological)
CGAGACCATCCTGGCTAACACGCTGAAACCCCGTCTCTACTAAAAATACAAAAAATTAGC
CGGGCGTGATGECGGGCEGCCTGTAGTCCCAGCTACTCGGGAGGCTGAGGCAGGAGAATGG

CGTGAACCCGGGAGGCGGAGCNTGCAGTG

>gnl|SRA|SRR11085797.6341838.2 6341838 (Biological)
CTCACTGCAAGCTCCGCCTCCCGEGTTCACGCCATTCTCCTGCCTCAGCCTCCCGAGTAG
CTGGGACTACAGGCGCCCGCCATCACGCCCGGCTAATTTTTTGTATTTTTAGTAGAGACG

GGGTTTCACCGTGT TAGCCAGGATGGTCTCG
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= Score  Score  Cover value Ident cesssion

Pongo abelii chromosome 10 clone CH276-326B4, complete sequence 278 1689 100% 7e-71 100.00% AC2706451
Paongo abelii chromosome 10 clone CH276-12G11, complete sequence 278 1379 100% 7e-71 100.00% AC2705331
Pongo abelii chromosome 10 clone CH276-5H9, complete sequence 278 1253 100% 7e-71 100.00% AC270518.1
Homo sapiens beta-1,3-galaclosyliransferase 1 (B3GALT1), mRNA 274 274 100% 9e-70 9934% NN 0209814
Homo sapiens chromosome 1 clone VMRCS53-455P10, complete sequence 274 3004 100% 9e-70 99.34% AC278561.1

Figure.25a: 100% full-length matched reads to Hominid(Pongo Albelii) genomic DNA.



Human endogenous retrovirus H HERV-HienvG0 proviral copy, clone 734E12 252 252 100% 4e-63 9B.69% AJ2B97102
Synthetic human HSC3M1 Alu sequence 252 252 100% 4e-63 96.69%

Synthetic construct,_complete sequence 250 3635 100% 1e-62 96.69%

Human arificial chromosome vector 21HACA DNA, isolated from the long arm, clone: YAC/BAC#26-2 250 1964 100% 1e-62 96.69% Al

Human ORFeome Gateway entry vector pENTR223-MGC2752, complete sequence 246 246 100% 2e-61 96.05% LT7352201
Expression vector pUMLIEP DNA, complete sequence 246 246 99% 2e-61 96.05% LC175306.1
Synthetic construct Homo sapiens clone ccsbBroadEn_10246 MGC2752 gene, encodes complete protein 246 246 100% 2e-61 86.05% KJ900 1

HIV-1 isolate HK_JIDLNBL_§071 from Switzerland nonfunctional gag_protein (gag) gene, complete sequence; and nonfunction: 244 1072 100% 7e-61 96.00% MT154980.1

Cloning vector pSuper_7SL_AluAA 7SL enhancer and AluYas repeat element sequence 241 241 100% 9e-60 9536% EU09 1
Cloning vector pSuper 7SL_AluA 7SL enhancer and AluYas repeat element sequence 241 241 100% 9e-60 9536% EU0922571
Synthetic construct clone AluAlU SRP promater region and Alu repeat element sequence 20 24 100% 9e-60 95.36% AF458115.1
Synthetic construct clone AUWD SRP promoter region and Alu repeat element sequence 241 24 100% 9e-60 95.36% AF458112.1

Synthetic construct clone Alut253 SRP promaoter region and Alu repeat element sequence 241 241 100% 9e-60 9536% Al

E<E<N<N<N<N<NN<N<B< NN W<

Synthetic construct clone Alu+A SRP promaoter region and Alu repeat element sequence 241 24 100% 9e-60 95.36%

Desmodus rotundus isolate DRU21DN04 contigG8764, whole genome shotqun sequence 108 216 63% 2e-20 B87.23%

Myotis lucifugus cont: , whole genome shotgun sequence 108 108 55% 2e-20 90.36% AAPE0D2006287.1
Artibeus jamaicensis isolate US092 ArtJam_scaffold_27825 whole genome shotgun sequence 104 104 51% 2e-19 90.91% PVKR01013927.1
Macrotus californicus isolate US035 MacCal__line_ 568643, whole genome shotgun sequence 102 102 51% 9e-19 9079% VMDRO10283404.1
Anoura caudifer isolate US021 AnoCau_scaffold_336054 whole genome shotgun sequence 102 102 61% 9e-19 86.96% PVKUD11632031
Anoura caudifer isolate 5021 AnoCau_scaffold 250162, whole genome shotgun sequence 102 102 61% 9e-19 B6.96% PVKUO011215201
Anoura caudifer isolate US021 AnoCau_scaffold_1574168, whole genome shotgun sequence 102 102 61% 9e-19 86.96% PVKU01073866.1
Anoura caudifer isolate US021 AnoCau_scaffold_136788, whole genome shotgun sequence 102 102 61% 9e-19 B6.96% PVKU01068554.1
Anoura caudifer isolate US021 AnoCau_scaffold 5229, whole genome shotgun sequence 102 102 51% 9e-19 90.79% PVKU01003121.1
Anoura caudifer isolate U021 AnoCau_scaffold_1146, whole genome shotgun sequence 102 102 71% 9e-19 B84.26% PVKU01000576.1
Artibeus jamaicensis isolate US092 Artlam_scaffold_590481, whaole genome shotgun sequence 102 102 51% 9e-19 90.79% PVKR01295479.1
Artibeus jamaicensis isolate US092 ArtJam_scaffold 272373, whole genome shotgun sequence 102 102 51% 9e-19 90.79% PVKRO11363971

1 ferrumequinum isolate MPI-CBG mRhiFer1 000055F_070_arrow_arrow, whole genome shotgun sequen: 101 101 51% 8e-19 88.46% RXPD01003063.1
Rhinolophus ferrumequinum isolate mRhiFer1 scaffold_m29_p_7. whole genome shotgun sequence 101 151 51% 8e-19 88.46% JACAGC010000007.1
Rhinolophus ferrumequinum RF_contig_107525, whole genome shotgun sequence 101 101 51% 8e-19 88.46% 101
Rhinolophus ferrumequinum isolate LUS033 RhiFer_ flattened_line 8799, whole genome shotgun sequence 978 186 50% 1e-17 88.16% VMDNO010044021
Rhinolophus ferrumequinum isolate MPI-CBG mRhiFer1 000061F_062_arrow_arrow, whole genome shotgun sequence 978 186 50% 1e-17 88.16% RXPD01001710.1

R s ferrun m isolate MPI-CBG mRhiFer1 chromosome 6, whole genome shotgun sequence 978 309 50% 1e-17 88.16% RXPC01000086.1
Rhinolophus ferrumequinum isolate mRhiFer1 scaffold_m29_p_8. whole genome shotgun sequence 978 309 50% 1e-17 88.16% JACAGC010000008.1
Rhinolophus ferrumequinum isolate MPI-CBG mRhiFer1 000003F_100_arrow_arrow, whole genome shotgun sequence 933 933 49% 1e-16 88.00% RXPD01006157.1
Rhinolophus ferrumequinum isolate mRhiFer1 scaffold m29 p_ 4. whole genome shotgun sequence 933 933 49% 1e-16 88.00% JACAGC010000004.1
Rhinolophus ferrumequinum isolate US033 RhiFer flattened_line_6166, whole genome shotgun sequence 906 90.6 44% 1e-15 89.55% VMDNO01003085.1
Rhinolophus ferrumequinum isolate MPI-CBG mRhiFer1 000061F_073_arrow_arrow, whole genome shotgun sequence 906 906 44% 1e-15 8955%

Fig.25b: BLAST search of this sequence revealed it to be a Homo Sapiens endogenous Retrovirus
most similar to HIV-1, and is not found in any known bat genomic assemblies. This sequence is
also found in several cloning vectors for mammalian DNA. Significance of these sequences are
currently unknown.

SRX7724752 contained Traces of confirmed contamination from other organisms, in particularly
that of order Carnivora, Rodentia and Homo Sapiens. As such DNA contamination mostly happen
during extensive manipulation of samples in the labs, This indicate that SRX7724752 Contained
traces of laboratory manipulation, including Canis Lupus Famillaris DNA contamination which
could not have been present in a fecal sample of a bat, even assuming normal lab manipulation
for sequencing purposes.

This indicate the sample may have been subjected to in-vitro manipulation.

No evidence of methodological reasons for the generation of

anomalies in SRX7724752

In Order to test whether a specific sequencing technique was used for the sequencing of
SRX7724752 which may have generated the anomalies observed above, we decided to use the
sequencing depth of the Coronaviruses within SRX7724752 and compare it against another set of



mNGS sequencing data of identical sample, origin, institute and submitted at the same date,
located in PRINA606159.
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Fig. 26a: the Coverage map of Coronaviridae within the datasets located in PRINA606159,
compared against SRR11085797.

We generated the sequencing depth Heatmap [8] of all datasets located within PRINA606159,
and the sequencing depth pattern of the Coronavirus reads within such dataset does not show
any statistical differences from that of SRR11085797.

SRX7724696: RNA-Seq of Hipposideros larvatus: Anal swab
1 ILLUMINA (Illumina HiSeq 3000) run: 13.5M spots, 3.9G bases, 1.8Gb downloads

Design: Total RNA was extracted from bronchoalveolar lavage fluid using the QlAamp Viral RNA Mini Kit following the manufacturers instructions. An
RMA, library was then constructed using the TruSeq Stranded mRNA Library Preparation Kit (lllumina, USA). Paired-end (150 bp) sequencing of the
RMA, library was performed on the HiSeq 3000 platform (lllumina).

Submitted by: Wuhan Institute of Virology. Chinese Academy of Sciences

SRX7724752: RNA-Seq of Rhinolophus affinis:Fecal swab
1 ILLUMINA (Illumina HiSeq 3000) run: 11.6M spots, 3.3G bases, 1.7Gb downloads

Design: Total RNA was extracted from bronchoalveolar lavage fluid using the QlAamp Viral RNA Mini Kit following the manufacturers instructions. An
RMA, library was then constructed using the TruSeq Stranded mRMNA Library Preparation Kit (lllumina, USA). Paired-end (150 bp) sequencing of the
RMA, library was performed on the HiSeq 3000 platform (lllumina).

Submitted by: Wuhan Institute of Virology, Chinese Academy of Sciences

Fig.26b: the experimental design section of the datasets within PRINA606159 is identical to that
of SRX7724752.


https://www.ncbi.nlm.nih.gov/bioproject/PRJNA606159

RNA-Seq of Hipposideros larvatus: Anal swab
Metadata | Amalysis Reads Data access
Taxenomy Analysis

Unidentified reads: 13.27%
Identified reads: 86.73%
cellular organisms: 82.62%
Bacteria: 42.96%
Eukaryota: 27.99%
Archaea: < 0.01% (18 Kbp)
Viruses: 4.1%

RNA-Seq of Miniopterus schreibersii: Anal swab
Metadata Amalysis Reads Data access
Taxonomy Analysis

Unidentified reads: 3.81%
Identified reads: 96.19%
cellular organisms: 96.08%
Bacteria: 76.15%
Eukaryota: 16.03%
Opisthokonta: 10%
Metazoa: 9.99%
Bilateria: 9.99%
Amniota: 7.67%
Miniopterus natalensis: 5.98%
Fungi: < 0.01% (1 Kbp)
Viridiplantae: 0.16%
Viruses: 0.11%

RNA-Seq of Scotophilus kuhlii: Anal swab
Metadata | Amalysis Reads Data access
Taxonomy Analysis

Unidentified reads: 17.98%
Identified reads: 82.02%
cellular organisms: 79.84%
Bacteria: 67.81%
Eukaryota: 8.59%
Opisthokonta: 4.68%
Viridiplantae: 0.16%
Sar: < 0.01% (5 Kbp)
Viruses: 2.19%

RNA-Seq of Tylonycteris pachypus: Anal swab
Metadata | Amalysis Reads Dataaccess
Taxonomy Analysis

Unidentified reads: 61.75%
Identified reads: 38.25%
cellular organisms: 38.19%
Bacteria: 20.06%
Eukaryota: 14.34%
Opisthokonta: 8.51%
Metazoa: 8.46%
Bilateria: 8.44%
Euteleostomi: 6.9%
Amniota: 5.46%
Boreoeutheria: 4.9%
Fungi: 0.02%
Viridiplantae: 0.07%
Sar: 0.01%
Archaea: < 0.01% (4 Kbp)
Viruses: 0.06%

Fig.26c: No evidence of any anomalies were found within the datasets presented in

PRINA606159

We recently obtained a set of viral mMNGS coverage data from a sequencing experiment that Uses

RNA-Seq of Hipposideros pomona: Anal swab
Metadata | Analysis Reads Data access

Taxenomy Analysis

Unidentified reads: 34.33%
Identified reads: 65.67%
cellular organisms: 64.96%
Bacteria: 54.78%
Eukaryota: 7.96%
Opisthokonta: 5.63%
Metazoa: 5.24%
Bilateria: 5.22%
Boreoeutheria: 4.67%
Fungi: 0.15%
Viridiplantae: 0.5%
Sar: < 0.01% (12 Kbp)
Archaea: < 0.01% (25 Kbp)
Viruses: 0.71%

RNA-Seq of Rhinolophus affinis: Anal swab
Metadata | Analysis Reads Dataaccess
Taxonomy Analysis

Unidentified reads: 0.86%
Identified reads: 99.14%
cellular organisms: 99.11%
Bacteria: 91.07%
Eukaryota: 4.36%
Viruses: 0.03%

RNA-Seq of Pipistrellus abramus: Anal swab
Metadata | Analysis Reads Dataaccess

Taxonomy Analysis

Unidentified reads: 20.33%
Identified reads: 79.67%
cellular organisms: 73.22%
Bacteria: 47.3%
Eukaryota: 21.44%
Viruses: 6.45%

RNA-Seq of Miniopterus pusillus: Anal swab
Metadata | Analysis Reads Data access

Taxonomy Analysis

Unidentified reads: 0.78%
Identified reads: 99.22%
cellular organisms: 99.17%
Bacteria: 96.24%
Eukaryota: 1.46%
Archaea: < 0.01% (1 Kbp)
Viruses: 0.05%

RNA-Seq of Rousettus aegyptiacus: Anal swab
Metadata  Analysis Reads Data access

Taxonomy Analysis

Unidentified reads: 6.44%
Identified reads: 93.56%
cellular organisms: 93.11%
Bacteria: 88.36%
Eukaryota: 2.59%
Archaea: < 0.01% (124 Kbp)
Viruses: 0.45%

PolyA enrichment for the selection of sequences [9].

Despite being isolated from the total RNA of freshly dissected and cleaned Bee Tissue samples,
these PolyA enriched datasets displayed a heavy bias toward the 3’-end for all viral genomes that
contained a polyA tail, and did not obtain any coverage past 8000nt to the 3’-end of such viral
genomes. This is consistent with the fact that viral genomic RNA obtained from samples, even
when freshly prepared, will always suffer from numerous RNA strand breaks, and therefore will
be heavily biased toward the 3’-end as the enrichment process would have kept mostly the RNA
that contained an intact polyA tail. As Coronaviruses have a PolyA tail, this is in sharp contrast to

that found in SRX7724752, which does not show signs of such bias.
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Figure 2 from [9]. A clear bias toward the 3’-end of RNA viral families that contained a polyA tail,

was noticed.

The anomalies in SRX7724752 is associated with the absence
of RNA viruses.

In order to further analyze the implications of the observed anomalies in SRX7724752, we
performed a Keyword search on NCBI SRA using the Keyword “Bat feces” and “Bat fecal”.

We did not find any evidence of an RNA virus (Riboviria) within any of the returned datasets that
contained less than 2.5% bacteria in total cellular organisms that can be confirmed by BLAST.



Description Phaseolus vulgaris endornavirus 1 isolate PvEV-1_Brazil poly .
Molecule type nucleic acid

Query Length 14072

Otherreports @

A No significant similarity found. For reasons why,click here

Figure 27: an example of a TRACE result that does not actually exist when BLASTed against the
reference sequences of said virus.

Taxonomy Analysis

Unidentified reads: 46.05%

Identified reads: 53.95%

cellular organisms: 53.95%
Eukaryota: 52.61%
Opisthokonta: 52.54%
Vespertilionidae: 50.36%
Myotis: 40.39%
Viridiplantae: 0.03%
Bacteria: 1.31%
Viruses: < 0.01% (0 Kbp)

Figure 28a: an example of a bacteria-depleted dataset. An absence of Riboviria reads was noted.

Taxonomy Analysis

Unidentified reads: 39.21%
Identified reads: 60.79%

cellular organisms: 54.23%
Bacteria: 53.42%
Eukaryota: 0.15%
Viruses: 6.56%
Caudovirales: 5.47%
Myoviridae: 5.31%
unclassified Myoviridae: 5.3%
Tevenvirinae: 0.01%
Seoulvirus: < 0.01% (21 Kbp)
Vequintavirinae: < 0.01% (6 Kbp)
Podoviridae: 0.14%
Siphoviridae: 0.03%
Satellites: 0.56%
Riboviria: 0.41%
Iridoviridae: 0.11%
unclassified viruses: < 0.01% (101 Kbp)
Microviridae: < 0.01% (3 Kbp)

Figure 28b: in contrast, Riboviria reads are found only in datasets that contained a significant
amount of bacteria.



In addition, We found only 1 dataset that contained any significant levels of a Telomere-like
repeat sequence. However, this dataset does not contain any evidence of an RNA virus(Riboviria).

Taxonomy Analysis

Unidentified reads: 70.13%
Identified reads: 29.87%

cellular organisms: 29.87%
Eukaryota: 29.74%
Opisthokonta: 28.44%
Metazoa: 28.31%
Bilateria: 28.26%
Boreoeutheria: 23.94%
Laurasiatheria: 21.22%
Chiroptera; 19.23%
Microchiroptera: 14.35%
Vespertilionidae: 11.9%
Myotis: 7.56%
Myotis davidii: 2.05%
Miniopterinae: 1.2%
Rhinolophidae: 1.65%
Megachiroptera: 4.19%
Euarchontoglires: 1.11%
Primates: 0.27%
Haplorrhini: 0.14%
Simiiformes: 0.09%
Catarrhini: 0.06%
Hominoidea: 0.03%
Homininae: 0.02%
Homo sapiens: 0.01%
Fungi: < 0.01% (2 Kbp)
Alveolata: 0.01%
Viridiplantae: < 0.01% (8 Kbp)
Haptophyceae: < 0.01% (11 Kbp)
Bacteria: 0.13%
Viruses: < 0.01% (2 Kbp)

Figure 29: the only dataset with significant level of Telomere-like repeats (2%). There are no

evidence of Riboviria(RNA viruses) within this dataset.

Signature of likely attenuation of the RaTG13 RBD.

The RaTG13 RBD has reduced binding affinity to ACE2 compared to

other viruses of the same clade.

Recently, a publication which tested the binding affinity and infection efficiency of RaTG13 S to
human ACE2[10] have been published, which suggest that unlike the other RBDs within this clade
(namely SARS-CoV-2 and pCoV_GX), RaTG13 can not bind to human ACE2 efficiently, and is
incapable of entering cells through ACE2 that is expressed at physiological levels.
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Fig.5a and 6b from [10]: RaTG13 RBD bound to human ACE2 very inefficiently, and did not show
entry into hACE2-HEK293T cells at physiological level of ACE2 expression.

Initially considered as evidence of “bat specificity” for RaTG13, An recent test [11] did not find
any higher binding affinity of the RaTG13 RBD to R.affinis ACE2 than to human ACE2—in fact,
both the flow cytometry data and the pseudovirus entry data into HEK293T with Overexpressed
ACE2 suggest a binding affinity of RaTG13 RBD to R.affinis ACE2 that is slightly lower than that of
RaTG13 RBD to human ACE2.
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Fig.5 from [11]: d: The overexpression level for human and R.affinis ACE2 on the HEK293T cells
are the same. e: The binding affinity of RaTG13 RBD-Fc on R.affinis ACE2(Lower Right) is slightly
lower than the binding affinity of RaTG13 RBD-Fc on human ACE2(Lower Middle), and is
significantly lower than the binding affinity of SARS-CoV-2 RBD to human ACE2(Upper middle). g:
Pseudovirus entry assay using Lentivirus on HEK293T with Overexpressed ACE2 show that
SARS-CoV-2-hACE2 > SARS-CoV-2-R.affinis ACE2 > RaTG13-hACE2 > RaTG13-R.affinis ACE2 by

pseudovirus entry efficiency.

A multiple alignment of the RaTG13 Spike protein RBD to other Sarbecovirus Spike protein RBDs
quickly revealed two specific residues—T403 and D501—that were never found in other
Sarbecoviruses. In addition, H505 is found to be absent in all previous R.affinis infecting

Sarbecoviruses.
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FYYKGDDYROTAPGOTGYTADYHYKLPDDFHGCYLAHHTRNIDATS TGN YHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT=PPAPHC YHPLRGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROTIAPGOTGYTADYHYKLPDDFHGCYLAHHTRNIDATSTGNYHYKYRYLRHGKLRFFERDISHYPFSPOGKPCT=PPAPHC YHPLRGYGFYTTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT=PPAPHCYHPLRGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT=PPAPHCYHPLRGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGAOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLRGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGAOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLRGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGATGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLRGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGAOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLKGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGAOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLKGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGAOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKFRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLRGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGAOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLNGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYVKGDDYROIAPGATGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLNGYGF Y TTSGIGYOPYRYVYLSFELLNA
FYVKGDDYROIAPGATGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLNGYGF Y TTSGIGYOPYRYVYLSFELLNA
FYVKGDDYROIAPGAOTGYIADYHYKLPODFHGCYLAHHTRNIDATSTGHYHYKYRYLRHGKLRPFERDISHYPFSPOGKPCT-PPAPHCYHPLHGYGF Y TTSGIGYOPYRYYYLSFELLNA
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1 1
FYYKGDDYROIAPGOTGYTIADYHYKLPODFHGCYLAMNTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPAPHCYHPLHGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPAPHCYHPLHGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPAPHCYHPLHGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPAPHCYHPLHGYGF Y TTSGIGYOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRRIDATS TGHYNYKHRYLRHGKLRPFERDISHYPFSPDGKPCT-PPAPHCYHPLRGYGF Y TTSGIGTOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRRIDATS TGHYNYKXRYLRHGKLRPFERDISHYPFSPXGKPCT-PPAPHCYHPLRGYGF Y TTSGIGTOPYRYYYLSFELLNA
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLAMHTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPALHCYHPLHDYGF Y TTTGIGYOPYRYYYLSFE
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLAMHTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPALHCYHPLHDYGF Y TTTGIGYOPYRYYYLSFE
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLAMHTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPALHCYHPLHDYGF Y TTTGIGYOPYRYYYLSFE
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLAMHTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT=-PPALHCYHPLHDYGF Y TTTGIGYOPYRYYYLSFE
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLAMHTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT=PPALHCYHPLKDYGF Y TTSGIGYOPYRYYYLSFE
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMHTRNIDATS TGHYNYKYRYLRHGKLRPFERDISHYPFSPDGKPCT-PPALHCYHPLRGYGF Y TTSGIGYOPYRYYYLSFE
FYYKGDDYROIAPGOTGYIADYHYKLPDDFHGCYLAHNTRHIDATSTGHYHYK YRYLRHGKLRPFERDISHYPFSPDGKPCT-PPAPHCYHPLRGYGF Y TTTGIGYQPYRVYYLSFE
FYYKGDDYROIAPGOTGYIADYHYKLPDDFHGCYLAHNTRHIDATSTGHYHYK YRYLRHGKLRPFERDISHYPFSPDGKPCT-PPAPHCYHPLRGYGF Y TTTGIGYQP YRYYYLSFE
FYYKGDDYROIAPGOTGYIADYHYKLPDDFLGCYLAHNTHSKDSSTSGHYHYL YRHYRRSKLHP YERDLSHDIYSPGGOSCS-AYGPHCYNPLRPYGFF TTRGYGHOPYRYYYLSFELLHA
FYYKGDDYROIAPGOTGYIADYHYKLPDDFLGCYLAHNTHSKDSSTSGHYHYL YRHYRRSKLHP YERDLSHDIYSPGGOSCS-AYGPHCYNPLRPYGFF TTRGYGHOPYRYVYLSFELLHA
FYYKGDDYROIAPGOTGYIADYHYKLPDDFLGCYLAHNTHSKDSSTSGHYHYL YRHYRRSKLHP YERDLSHDIYSPGGOSCS-AYGPHCYNPLRPYGFF TTRGYGHOPYRYVYLSFELLHA
FYYKGDDYROIAPGOTGYIADYHYKLPDDFLGCYLAHNTHSKDSSTSGHYHYL YRHVRRSKLHPYERDLSHDIYSPGGASCS—AYGPHCYNPLRPYGFF TTRGYGHOPYRYVYLSFELLHA
FYYKGDDYROIAPGOTGYIADYHYKLPDDFLGCYLAHNTHSKDSSTSGHYHYL YRHVRRSKLHPYERDLSHDIYSPGGASCS—ATGPHCYNPLRPYGFF TTAGYGHOPYRYVYLSFELLHA
FYYKGDDYROIAPAOTGYIADYHYKLPDDF TGCYLAHNTHSYDSKOGHHF --Y YRLFRHGKIKPYERDISHVL YNSAGGTCSSTSOLGCYEPLKSYGF TPTVGYGYQPYRYVYLSFELLHA
FYYKGDDYROTAPAOTGYTADYHYKLPDDF TGCYLAMHTHSYDSKSGHHF —-Y YRLFRHGKIKPYERDISHYL YHSAGG TCSSTSOLGCYEPLKSYGF TPTYGYGYOPYRYYYLSFELLNA
FYYKGDDYROTAPAOTGYTADYHYKLPDDF TGCYLAMHTHSYDSKOGH-F--YYRLFRHGKIKPYERDISHYL YHSAGGTCSSTSOLGCYEPLKSYGF TPTYGYGYOPYRYYYLSFELLNA
FYYKGDDYROTAPAOTGYTADYHYKLPDDF TGCYIAMHTHSLDSS--HEF--F YRRFRHGKIKPYGRDL SHYLFHPSGGTCS—-AEGLHCYKPLASYGF TASSGIGFOPYRYYYLSFELLNA
FIVKGDDYROTIAPSOTGYTADYHYKLPDDF TGCYIAMHTHALDSH--KDF--YYRLFRHGKIKPYGRDL SHIPYSPSGTCST-THHLHCFAPLKSYGF TASSGISFOPYRYYYLSFELLNA
FYVRGDEYROTAPGATGYTADYHYKLPDDF TGCYLAHNSRHADASTSGHFHY Y YRTHRSEKLRPFERDIAHYDYAQVGTOFKS— SLKHYGF YSSAGDSHOPYRYVVLSFELLHA
FYVRGDEYROTAPGATGYTADYHYKLPDDF TGCYLAHNSRHADASTSGHFHY Y YRTHRSEKL RPFERDIAHYDYAVGTOFKS— SLKHYGF YSSAGDSHOPYRYYVL
FLTRSSEVROVAPGETGYTADYHYKLPDDF TGCYIAHNTAKADOGA- ~HGYRTLSTYDFYPTYPTEYQATRYYVLSFELLHA
FLTRSSEVROVAPGETGYTADYHYKLPODF TGCYIAMHTAKADOGE ~HGYRTLSTYDFYPTYPTEYQATRYYVLSFELLHA
FLTRSSEVROVAPGETGYTADYHYKLPODF TGCYIAMHTAKADOGE ~HGYRTLSTYDFYPTYPTEYQATRYYVLSFELLHA
FLTRSSEVROVAPGETGYTADYHYKLPDEF TGCYIAHHNTAKADOGE ~HGYRTLSTYDFYPTYPIEYQATRYYYLSFELLHA
FLTRSSEVROVAPGETGYTADYHYKLPODF TGCYTIAHHNTANADKGE ~HGYRTLSTYDFYPTYPIEYQATRYYYLSFELLHA
FLIRSSEYROVAPGETGYTADYHYKLPODF TGCYIAMHNTANQQDKGL ~HGYRTLSTYDFYPTYPIEYOATRYYYLSFELLHA
FLIRSSEYROVAPGETGYIADYHYKLPODF TGCYIAMHNTAKADOGL ~HGYRTLSTYDFYPNYPIEYOATRYYYLSFELLHA
FLIRSSEYROVAPGETGYIADYHYKLPODF TGCYIAMHNTAKADOGL ~HGYRTLSTYDFYPNYPIEYOATRYYYLSFELLHA
FLIRSSEYROVAPGETGYIADYHYKLPODF TGCYIAMHNTAKADOGL ~HGYRTLSTYDFYPNYPIEYOATRYYYLSFELLHA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAMHNTAKADOGL ~HGYRTLSTYDFYPHYPIEYOATRYYYLSFELLHA
FLIRFSEYROIAPGETGYIADYHYKLPDEF TGCYIAMHTANQDRGE ~HGYRTLSTYDFYPSYPLEYORTRYYYLSFELLHA
FLIRSSEYROVAPGETGYIADYHYKLPODF TGCYIAMHNTANQDOGL ~HG¥YTLSTYDFYPSIPYEYORTRYYYLSFELLHA
FLIRSSEYROVAPGETGYIADYHYKLPODF TGCYIAMHTANQDOGE ~HGYYTLSTYDFYPSYPLDYORTRYYYLSFELLHA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAMNTAKADTGH ~HGYYTLSTYDFHPNYPYAYORTRYYYLSFELLHA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAMHTAKQDTGH =HGYYTLSTYDFHPNYPYAYORTRYYYLSFELLNA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAMHTAKQDTGH =HGYYTLSTYDFHPNYPYAYORTRYYYLSFELLNA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAHHTAKADTGY =HGYYTLSTYDFHPNYPYAYORTRYYYLSFELLNA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAHHTAKADTGY =HGYYTLSTYDFHPNYPYAYORTRYYYLSFELLNA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAHHTAKADTGH =HGYYTLSTYDFHPNYPYAYORTRYYYLSFELLNA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAHHTAKADTGH =HGYYTLSTYDFHPHYPYATORTRYYYLSFELLHA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAHHTAKADTGH =HGYYTLSTYDFHPHYPYATORTRYYYLSFELLHA
FLIRSSEVROVAPGETGYIADYHYKLPODF TGCYIAHHTAKADTGS =HGYYTLSTYDFHPHYPYATORTRYYYLSFELLHA
FLIRSSEYROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKHDTGN: =HGYYTLSTYDFHPHYPYAYORTRYYYLSFELLHA
FLIRSSEYROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKHDTGN: =HGYYTLSTYDFHPHYPYAYORTRYYYLSFELLHA
FLIRSSEYROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKHDTGN: =HGYYTLSTYDFHPHYPYAYORTRYYYLSFELLHA
FLIRSSEVROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKHDTGN: =HGYYTLSTYDFHPHYPYAYORTRYYVLSFELLHA
FLIRSSEVROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKODIGH: =HGYYTLSTYDFHPHYPYAYORTRYYVLSFELLHA
FLIRSSEVROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKODTGY: —HGYYTLSTYDFHPHYPYAYORTRYYVLSFELLHA
FLIRSSEVROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKODTGN: —DGYYTLSTYDFHPHYPYAYORTRYYVLSFELLHA
FLIRFSEVYROYAPGETGYIADYHYKLPDDF TGCYIAHHTAKODYGS: —HGYRTLSTYDFHPHYPLDYORTRYYVLSFELLHA
FLTRFSEVROVAPGETGYTADYHYKLPODF TGCYIAMHTAKADYGS ~HGYRTLSTYDFHPHYPLDYQATRYYVLSFELLHA
FLTRFSEVROVAPGETGYTADYHYKLPODF TGCYIAMHTAKADYGS ~HGYRTLSTYDFHPHYPLDYQATRYYVLSFELLHA
FLTRFSEVROIAPGETGYTADYHYKLPODF TGCYLAMHTAKADIGS ~HGYRTLSTYDFHPHYPLDYQATRYYVLSFELLHA
FLTRFSEVROVAPGOTGYTADYHYKLPODF TGCYIAMHTAKADYGH ~HGYRTLSTYDFHPHYPLEYQATRYYVLSFELLHA
FLTRFSEVROVAPGOTGYTADYHYKLPODF TGCYIAMHTAKADYGS ~HGYRTLSTYDFHPHYPLEYQATRYYVLSFELLHA
FLTRFSEVROVAPGAOTGYTADYHYKLPODF TGCYIAMHTAKADTGH ~HGYRTLSTYDFHPHYPLEYQATRYYVLSFELLHA
FLTRFSEVROVAPGETGYTADYHYRLPODF TGCYIAMHTANADYGS ~HGYRTLSTYDFHPHYPLDYQATRYYVLSFELLHA
FLTRFSEVROVAPGETGYTADYHYRLPODF TGCYIAMHTANADYGS ~HGYRTLSTYDFHPYYPLDYQATRYYVLSFELLHA
FLTRFSEVROVAPGAOTGYTADYHYKLPODF TGCYIAMHTAKYDYGS ~HGARTLSTYDFHONYPLEYOATRYYYLSFELLNA
FLTRFSEVROVAPGAOTGYTADYHYKLPODF TGCYIAHHNTAKYDYGS ~HGARTLSTYDFHANYPLEYOATRYYYLSFELLNA
FLTRFSEVROVAPGAOTGYTADYHYKLPODF TGCYIAHHNTAKADYGS —~HGYRTLSTYDFHONYPLEYOATRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF TGCYIAMHTAKADYGS —~HGYRTLSTYDFHONYPLEYOQATRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF TGCYIAMHTAKADYGS ~HGYRTLSTYDFHOYYPLEYOQATRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF TGCYIAMHTAKADYGS ~HGYRTLSTYDFHOYYPLEYOQATRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF TGCYIAMHTAKADYGS ~HGYRTLSTYDFHOYYPLEYOQATRYYYLSFELLNA
FLIRFSEYROVAPGOTGYTADYHYKLPODF TGCYIAMHNTAKADYGS ~HGYRTLSTYDFHOYYPLEYOQATRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF IGCYIAMHTAKADYGS ~HGYLTLSTYDFHONYPLEYQATRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF IGCYIAMHTAKADYGS —~HGYLTLSTYDFHONYPLEYORTRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF IGCYIAMHTAKADYGS —~HGYLTLSTYDFHONYPLEYORTRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF IGCYIAMHTAKADYGS ~HGYLTLSTYDFHONYPLEYORTRYYYLSFELLNA
FLIRFSEYROVAPGOTGYIADYHYKLPODF TGCYIAMHTAKADYGES==—==YF YRSHRSSKLKPFERDLSSYE. ~ENGRTLSTYDFHONYPLEYORTRYYYLSFELLNA
FLIRFSEYROIAPGETGYIADYHYKLPODF TGCYLAMHNTAKADIGS YFY; YDFNPNYPLOYORTRYYYLSFELL
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRHIDATSTGHYNYKYRYLR
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRHIDATSTGHYNYKYRYLR
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMNTRHIDATSTGHYNYKYRYLR
FYYKGDDYROIAPGOTGYTADYHYKLPODFHGCYLAMHTRHIDATS TGHYNYKYRYLR
FYYKGDDYROIAPGOTGYIADYHYKLPODFHGCYLA
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Fig.30a: multiple sequence alignment of all current known Sarbecovirus RBM sequences on NCBI.

Orange arrows indicating critical residues for infection using ACE2[12][13]. Red square indicates
nr and PDB sequences for the RaTG13 S.
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Fig.30b: multiple sequence alignment of R.affinis infecting Sarbecoviruses indicating that H505 is
not found in other known Sarbecovirus strains infecting this species. Red square indicates
previous Sarbecovirus with a host listed as “Rhinolophus Affinis”.

As these sites were found to be unique in RaTG13, and since these 2 sites resulted in a significant
change in the residue’s general properties compared to the analogous position on all other



Sarbecovirus RBD known (Basic in all other RBDs->Neural polar for R403T, Neutral in all other
RBDs -> Acidic for N501D), we set to deduce their effect in the binding of the RBD to ACE2. A
publication using deep mutational scanning analysis[14] suggest that Y449F, N501D and Y505H
resulting in the highest reduction of binding affinity to hACE2 when applied to SARS-CoV-2.
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Figure 5F from [14] with different mutations from RaTG13 RBD applied to SARS-CoV-2 RBD.
N501D resulted in the most severe reduction in binding affinity to ACE2, followed by Y449F and
Y505H.

Using structural analysis, we discovered that the residues on ACE2 surrounding Y449, N501 and
Y505 in SARS-CoV-2 are identical between Human and R.affinis ACE2, indicating that the
reduction of binding affinity conferred by N501D, Y449F and Y505H would also cause the same
reduction in binding affinity to R.affinis ACE2. Indeed, no sequence from R.affinis contained D501
or H505, implying that these 2 residues are also avoided in viruses that naturally circulating in
this species, indicating that they cause a substantial reduction of viral fitness if introduced.
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Fig. S10 from [10] denoting the effect of different amino acid substitutions on the RaTG13 RBD
and their effects on binding to hACE2.

Indeed, upon mutating the position 501 and position 505 into N and Y, the consensus sequence
within the R.affinis species, the binding affinity of RaTG13 RBD to ACE2 is fully restored, with an
82-fold increase compared to QHR63300.2 in term of ACE2 binding affinity. As these 2 residues
interfaces with residues that were conserved between human and R.affinis ACE2, it is predicted
that the same change will also improve the binding of the RaTgl3 RBD to R.affinis ACE2,
potentially to similar levels as SARS-CoV-2 to human ACE2. Such a prediction of the critical
requirement of a neutral 501, and in a lesser extent, Y505, on R.affinis ACE2 have been confirmed
through Surface Plasmon Resonance testing of the RaTG13 RBD with mutaion D501N and H505Y
introduced into it, where the binding affinity was found to be massively improved on R.affinis
ACE2 by 57.83x and 6.29x respectively.[30]



Interestingly, the authors of [11] did not test the effect on ACE2 binding affinity of D501N or
H505Y in the RaTG13 RBD, nor did they test any of the RBD mutants on R.affinis ACE2.
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Fig.31: Alignment of Human and R.affinis ACE2.




Fig.32: Structure of the pocket surrounding R403, Y449, N501 and Y505 on the SARS-CoV-2 RBD
protein. Yellow is the R403, N501 and Y505 on SARS-CoV-2 RBD, green and white sticks denote
residues that are identical between Human and R.affinis ACE2, Orange sticks denote residues that
were different between SARS-CoV-2 and RaTG13 RBD and Magenta sticks denote residues that
were different between human and R.affinis ACE2.

Consistent with the discovery of two residues (T403 and D501) with unique chemical properties
that have never been recorded in any Sarbecoviruses, This reduction of binding affinity was found
to be general for all animal ACE2 tested, with the highest recorded pseudovirus entry (RLU) being
~1071 times lower than the entry efficiency of SARS-CoV-2 S on hACE2.
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Fig.4 from [16]: Cell-to-cell fusion and pseudovirus entry assay of SARS-CoV-2, SARS-CoV and



RaTG13 on different ACE2 orthologues overexpressed on HEK293T cells.

The RaTG13 S exhibits a restricted tropism and is specific to

Immortalized Kidney cells.
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Fig.1 from [15] comparing the tropism of SARS-CoV-2, pCoV-GD, pCoV-GX and RaTG13. While
only HEK293T-ACE2 displayed an infectivity for RaTG13 pseudovirus with an RLU of over 1074,
both HEK293T-ACE2 and PK15 displayed a roughly 1071 difference between the infectivity for
SARS-CoV-2 and RaTG13. All other cell line where there RaTG13 show above-background
infectivity, except for mouse Macrophage cell line RAW264.7, had a difference of 1072 to 1073 in
term of pseudovirus entry for SARS-CoV-2 and RaTG13, all with infectivity of SARS-CoV-2
significantly above that of RaTG13.



As ACE2 bind integrins through the KGD motif on position 353-355 which is conserved in human
and R.affinis ACE2[17][18][19], It is modeled that ACE2 in physiological concentrations is bound
to Integrin a 5B 1 and is inaccessible to binding by the RBD of Sarbecovirus Spike proteins[18],
unless it is displaced by an KGD/RGD motif that is found in all RBD sequences that lacked the two
deletions in SL-CoVs RBDs that does not use ACE2 for entry.[20]

The primary feature of the HEK293T cells (ACE2) used in [11] is their substantially higher
expression of ACE2 over their constitutional ITGB1 expression, which will result in large amount
of free ACE2 that is physiologically unrealistic in real tissues like bat intestines or human lungs.
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Fig.2 from [11]: Overexpression of ACE2 orthologues on HEK293T result in an overwhelmingly
high amount of both whole-cell and surface ACE2 molecules comparing to the amount of ITGB1
molecules available for binding to ACE2.

Indeed, Inhibiting the interaction of the Spike to a 5P lintegrins using an integrin-inhibiting
peptide have been found to reduce the binding and entry efficiency of SARS-CoV-2 to hACE2 and
VERO EG6 cells[18], and Integrins have been speculated as a co-receptor for SARS-CoV-2[19][21].
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Fig.33c
The effect of integrin expression on the entry efficiency of RaTgl3 and SARS-CoV-2 S

pseudotyped lentivirus is demonstrated by the difference between the entry efficiency of the 3

Spike proteins to HeLa-ACE2 and HEK293T cells[22].
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Fig.3d from[22]: HeLa ACE2 show substantially higher ratios between WuHu-1 or B1.1.7 entry and
RaTG13 entry, compared to HEK293T.

As immortalized Kidney cells (HEK293T) are found to have much lower level of ITGB1, ITGA2 or
ITGAS expression, compounded with the fact that HEK293T-ACE2 cells is the only human cell line
that support substantial entry by RaTG13 pseudotyped lentivirus with RLU above 1074[15]
despite all cell lines from humans expressing only human ACE2, This highly restricted tropism of
RaTgl3 toward Immortalized Kidney cells likely indicate serial passage within such cells.
Incidentally, the only cell line from R.affinis in possession of the Wuhan Institute Of Virology (WIV)
was Rak4324 cells from the Kidneys, which would have been the laboratory passage host for
RaTG13 if it have been cultured prior to sequencing.[23]

As both the neutral 501 and the basic (R/K)403 are found to be 100% conserved in all
Sarbecovirus RBD proteins except for RaTG13, these 2 positions are likely indispensable for the
in-vivo fitness of Sarbecoviruses in both reservoir hosts, in other animals and in humans.

Since experimental evidence have validated the broadly detrimental effect of both D501 and
T403 on the RaTG13 S on viral fitness (RBD binding to ACE2, Spike entry into
cells)[14][31](although [31] did not find an correlation between ATN-161 and SARS-CoV-2 as
opposed to [18], it has been found that the CaCo-2 cells they used expresses mainly ITGA2
instead of ITGAS, and both CalLu-3 and Caco-2 expresses ITGA2 significantly[32], which does not
interact with ATN-161[33] and therefore will not be inhibited by the peptide.), these two



positions can be considered as signature of attenuation in the RaTG13 RBD protein.

RaTG13 is an attenuated vaccine strain cultured in

immortalized bat kidney cells?

The only known cell line from R.affinis in possession of the Wuhan Institute of Virology was
RaK4324 Primary Kidney cells[23], which were used in the isolation and culture of bat
Coronaviruses.

Should the SRA dataset of RaTG13, SRX7724752, have been a cell culture of an attenuated virus
within an Immortalized version of the Rak4324 cells, It would simultaneously explain nearly all
the known anomalies associated with the raw read data and the nucleotide sequence of RaTG13,
MN996532.

Bat telomeres are known to not shorten with age[24], which indicate that the mechanism of
telomere erosion is likely absent in bat cells. Should a traditional telomerase based
immortalization strategy being used on a culture of R.affinis Kidney cells, one of the likely
outcome is that telomeric sequences will grow uncontrollably and accumulate to very high
fractions after extensive passage of the cell line due to the TERT activity not being balanced by
telomere erosion mechanisms that were found in other mammalian cells but not bat cells.

In addition, Cell cultures are normally kept under sterile conditions using a cocktail of antibiotics
in combination with aseptic techniques to minimize microbial growth, which would have resulted
in a sample that is mostly sterile with minimal to no bacterial sequences.

One of the defining feature of the SARS-CoV-2 S is the optimization of ACE2 binding and folding at
37°C, a feature that it shares with the RaTG13 S.[26][27] However, the body temperature of a
Horseshoe bat can reach up to 41°C[28], where substantial unfolding of the RaTG13 Spike
happens according to Differential Scanning Fluorimetry on the Spike trimer[27]. This is
incompatible with the high body temperature of a horseshoe bat (as the virus will be inactivated
by the heat generated by bat flight), but is compatible with a cell culture as most cells in
laboratories are cultured at 37°C.

Traces of lentivirus- and HERV-like fragments found in SRX7724752 likely indicate the usage of
retroviral- and lentiviral- vectors on the sample, which are frequently used for the delivery of a
TERT gene for the immortalization of cell lines in-vitro, a pre-requisite for the subsequent culture
and attenuation for a vaccine strain.

Indeed, the combined features of the RaTG13 genome resemble that of a Live Attenuated
Vaccine (LAV) almost suspiciously, to the point that there are actual proposals for the usage of
this sequence as a candidate vaccine against SARS-CoV-2[25].

In addition, evidence of mutagen usage during the divergent evolution of RaTG13 and
SARS-CoV-2 from a common ancestor can be found in the Spike protein CDS of RaTG13,
manifesting as a very large excess of C:T transitions compared to the substitutional pattern of
SARS-CoV-2 WIV04:ZCA5, RaTG13:2C45 or SARS-CoV Tor2:WIV1 on the aligned sections of their
Spike protein CDS sequences.[29] As Mutagens like 5-fluorouracil is not present in wild bats, The
RaTG13 Spike protein CDS would have to be grown in a cell culture to be influenced by
5-fluorouracil and show such a peculiar substitutional pattern.



CONCLUSION

The raw data of BtCoV/RaTG13 Contained multiple anomalies that signifies that the original
sample could not have contained enough RNA template for the extraction of a complete viral
genome as in MN996532.1

Furthermore, many of these anomalies points toward the fraudulent use of a mixed DNA library,
rather than genuine mRNA, for the sequencing of SRX7724752, evident by the presence of
widespread A-T ligation of unrelated dsDNA fragments that can only happen if the same library
preparation process have been ran on dsDNA instead of ssRNA. which would constitute Academic
fraud.

The Spike glycoprotein of RaTG13 does not resemble that of a wild virus but instead possessed
multiple signatures of artificial attenuation in a cell culture when compared to the SARS-CoV-2
Spike and the Spike sequences of other related viruses, indicating that the sequence did not
derive from what the Wuhan Institute Of Virology claimed to be.

Therefore, the sequencing of BtCoV/RaTG13 cannot be considered to be valid or honest as is, and
any publications, including [2], and other publications that cites or use RaTG13 as critical pieces
of evidence or proof, must be immediately invalidated and retracted.

Supplementary data

The Pymol session file (pse) used to generate fig.32 have been deposited as “broken ACE2.pse”.
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