Theories of the origin of SARS-CoV-2 in the light of its continuing evolution
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A. Esp3l / BsmBlI recognition site
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B. Traditional cloning
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C. Seamless assembly
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Figure S1. Traditional and seamless assembly. A. Cutting site of BsmBI and Esp3I restriction enzymes. B.
Traditional cloning, leaves remnants of the restriction sites. C. Seamless assembly (also called “No See'm”
technique) removes the restriction sites. Figure adapted from [48].
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SARS-CoV-2 CAGACTCAGACTAATTCTCCTCGGCGGGCACGTAGTGTA

0 T o TINIS H[RUR]A[RIS vV

Alpha CAGACTCAGACTAATTCTCATCGGCGGGCACGTAGTGTA
Q T o THNIS P[IRUR]|ARIS v
Beta CAGACTCAGACTAATTCTCCTCGGCGGGCACGTAGTGTA
Q T o THNIS P[IRUR]|AIRIS v
Gamma CAGACTCAGACTAATTCTCCTCGGCGGGCACGTAGTGTA
Q T o TNISTRIRIRIA[RIS v
Delta CAGACTCAGACTAATTCTCGTCGGCGGGCACGTAGTGTA
Q T o T K's H[IRIRI|A[RIS v
BA.1 CAGACTCAGACTAAGTCTCATCGGCGGGCACGTAGTGTA
Q T o TIKIUs HIRERI2RIS v
BA.2 CAGACTCAGACTAAGTCTCATCGGCGGGCACGTAGTGTA
Q T o T KIS H[IRNRI2RIS v
BA.5 CAGACTCAGACTAAGTCTCATCGGCGGGCACGTAGTGTA
Q T o TKUS! HIRERI2RIS v
XBB CAGACTCAGACTAAGTCTCATCGGCGGGCACGTAGTGTA
Q T o T K SIRNRIRIARIS v
BA.2.86  CAGACTCAGACTAATTCTCGTCGGCGGGCACGTAGTGTA
Q T o T K SIRNRNRI2RIS v
XEC CAGACTCAGACTAAGTCTCGTCGGCGGGCACGTAGTGTA

Figure S2. Evolution of SARS-CoV-2’s sequence around the cleavage site for major variants. The black
triangle locating the cleavage site is drawn only once but applies to all sequences.



