Ancestral MC 045512.2 TG TG AT TG T TG T TG TACT GG T TG CACATAGAT CAT CCARARTCC T ARAGGATTTTGTGACT TARRAGETAAGTATGTACAARTACCTACAARCTTGTEGCTAATGACCCTETEE
Alpha FPT IS 3SATOOM oo oasnesansnssss s s s o s 8 @ 6 @ @ @ @68 @8 @ 0 8 6 @ 86 6 8 86 @ 6@ 0 @ 8 6 @8 8 5 @ 6 @88 S E S 8 e e R R B R SR E S R R S R N W Rl SRl S R e NN N W E S RS e EE M
Alphn FPT ISL 1125E6EES |« o oo e s o s mscmssssssmsssssssssssssmessssssss 5 8 5 s = s 5 = 858 s 8 8 8 s 868 = 8 @ #5888 %3262 58 5+ 8 6588868005082 08%232648882886@8s508045%50808528¢58m8szc:s:0z28@8s:sm:z2s
ﬂlpha EPI ISL 11520713 |+ v s s msssmssssssssssesssssssssssssssssssssssssssssssssssesssssssmsassssssss B RO OEOE R R TR W E R EE T EE EEEE W R EEEE W E W EE WA AW EEEEE TN
Bata FPTI IS AG64BO928 |« o oo o s e sonssssnsnenssssss s s s 6@ s 68 o8 68 @ 80 8 8 68 608 @ 8 8 6@ 6 8 0 8 6 @@ 6 86 8 860 & 6 8 @ 6@ E S 808 6 88 6§80 & 688§ & § 8§ &S S SN e NS R eSS S S SEE s EE
EBeta A e P bk T 1 [ T s N Y Y T " " " T"T"TmMmMmmmmmMmmTmTm T, T T, T T, MMM MM M MM MM MM T MM M MM T M MM M M T T T T T
Eeta EPT ISL 12045322 |+ s s s onssnsssassnssnsmssssnssasssssssssssssssssssssssssssss e s e s s a s e s W E s oE E R E B oW B EEEE EEEEEEEEE S EEE s mE s Ew s s e s s -
Gamma EPI ISL 1S€9&592 o E e B R NS EE S RS EE NS NN RN EEE S BN R W e N R NS R RN R W E S EE RS TR R R R R R Y e E o E R R RS RN RN S NS NSRS EE R m s R -
Gamma FRPT I8L 9BOEBIE - o oo oo o e o s e s oo e osd o s &8 88 0 6 S0 S8 @ o8 680 66 08 B8 @ 08 68 66 08 608 6@ 68 B8 B8 8 S8 B 8 B8 S B S R S e 8 RS S S s R R RS RS eSS RS s EEEEE
Ganmma FPT IS8T 10631 TET |« o oo aoenssesssnsssesssssssssssssssssssssssssss@cssmzsss8s2@825864s8s588@686@82@88s64ss2s@55s88682686886ss250@85s088680z2686@8s5sm08m80@°s835z:682@5s280%58m8szsz0z:szszs2ssssmsssm
Delta EPI IsLlDSEUﬂE‘T ® F @ B @ % & F 8 8 8 & F F B F FEEE SR F RS R R RS SRR E R RS R E RS R RS R RS R R & & & F B F B & B 8 @ # ® 8 ® 8 # 8 # 8 @ 8 & # 8 * 8 F 8 & ® ® ® 8 & 8 @ 8 & ® F # 8 S 8 & 5 B 8 B 8 F 8 B8
Delta FPYT ISL 12Z26EBB5 |« oo a oo csasenssnsssnesd s & 60 @ 6 @ @ @ @6 S8 @ 6 8 6 @ @@ @ 8 866 6 @ 00 8 8 @8 8 08 6 @ 8 8 B R S S S e SR R R R B R R SRR E R R EE R R R SR RS RN e N R R S RS E NS EE
Delta FPT IS8T 120159364 |-« o oo oeemsssesssssesssssssssssssmssessszsssssss3222=2@2@s8m28s688s68232@2H164s3s55:m0z26@u:20=2s15ss2s@558mz20=2dm6ss56ss25s0@2508m0820z2685@m5s5smms0@zs8m8zz20820z328mzmsmzszszz:szznz2sszsmzzssm
Epsilon EDT TST ZEBTALE |« oo m oo oot oo s sssssssssssssssssssssssnsssssssssssssssssssssssnssnsssssssssssssssesssssssssssssssssscsssssssssssssssssass
Epsilon EPTI ISL 1B729600 o oo oo omssnssssssnessssdssdssidsssdssssssdsnsdssessd s s s s s s ssd s sosssdhbsnsis s dssidssssssssssssdsshsdsssdssdssssssssa
Epsilon = e =3 I T == =
Zeta EPI ISL 1198821 M BB W OE SRR BN RS A RS NSRS EE SN EEEESA NS AR RS EEE SRR fe e e e e e e e e e e s omm s s sms s s oas s osmea s s s s P s aes s R
zetﬂ EPI IEL 15426q50 LR B LRI B A ®m @ 8w o®oEowoEow oW L A I I I I A B R R N LR B R B I I B ® e o®om R R R R R R R RE R RE R R W R R W R R W L I R I I
Zeta FPT IHOL 17544000 [ o oo oo oo o5 e s oo oo e ss o8 @868 6@ 0@ 66 S0 @8 8 68 66 08 68 8 08 68 66 68 88 8 6@ 86 B8 88 8 6 8 6@ 86 B8 668 B8 &8 88 8 8 6 S8 68 88 6 88 68 S8 &8 &880 se ssssssssss
Eta FPT IS8T 1EIATETL |« ¢ = o2 s s s mscosssssssessssssssssssssssssssssszssssscssmzsss832@82@86408s5:85@8686832@8s64ss2505588z26868850502508508080%2685@858056m0880cs885z:080zs5s85ssm8szszs:szss2sssssssm
Etﬂ. EPI IsLlBlEUsﬁ? # F @R R RS R R R R R F R E R SRS R R RS R RS SRS R FR RS R R R RR R R E R R R R R R LB R B A A & B & & B 8 F 2 B & OB R OB R R B R B & % % B B R R AR F B R B R EF R RE R ERER RS
Eta FPYT ISYL 2TAODEIE |« o oo oo oo asenesss s o ss s 6 @8 @ 6 @ @ @ @68 @8 @ 8 8 6 @ @6 6 8 66 @ 6@ 00 6 8 88 N S 8 e S R N S 8 e R R R B R Rl N R R R Rl Rl R Nl N W SRS RN NN
Theta FPT IS8T 2423558 |« v e o oo smssssssssmesssssssssssssmssessssssssssz282ms2@m6ms8m02s688s6822@s28s64ss5:2856mz26@us:2082s64ss2s@25s@m20z2H86sm6ss28s0@25s08m0820z2686mssmms@2s8m8zz2082@ss28s0zsmzszszz:szszns2sszssmzssm
Theta EPI I$L25G1?33 # B F 5 B % 8 % 8 ¥ F #£ F ¥ B F ¥ 5 F 8 F B F B B F B F 5 F B F S B S F F B F 5 F B F B B B F B E F B F R FE F R F S R FE F R E S E F RS S S R E S FEF S F SRR R EF S F S E RS ®F R F R E R R FE RS S F O E R E R R R RS
Theta FPYT ISYL 1244807 oo oscnsesensnssnsnenssssss s s s e 6666 @ @8 6@ @ 80 8 668 6@ @ @ 8 6@ 8 8 0 8 6 @@ 6 86 8 8 &0 8 8 8 8 6 B E S 668 08 88 8 68§88 & 688§ & § 8§ RS S RN e N RS S S s NS EE N
Iota FPT ISL 175774583 |t o cceeuenesosensnssmesssnssssssssssmessszsssssss:s2@82@z2m@mms@mms683s82z2ms2s4ss5:m282m62smaz20z2s168s2s8szs58mz2nz25mzdmm5smm28s0@s5s820z20z2s8zdmssmss@us28mz0z28msn2nmzsmszszszz:smzns2s@sz>smzssm
Iota EPTI ISL 1B01708B4 |- s=csectsss2:sesssssassssssssssssnssss - e e e os o f e e s s ow s e e m s om e sow s oa s s s s s omomos s s om s osomos s oo s ow e s os e s e s om e s e e e s e
Iota FPI ISL 13B57B94 |c o oseuessnsnssnsnenssssssnsssn oo sss o868 @ 80 0868 08 @ 88 88 68 08 686 6@ 68680 8 8 88 68§08 06858 e 60 &8 88 0@ &8 688806 088 @ 08 0888
Fappa FRPT IHL 1EIATEEB [J: o oo 00 oo o 5o 08 68 o 68 6 68 68 68 88 68 56 68 68 &8 8 66 86 68 68 8 08 68 66 68 888 68 66 B8 88 6 68 68 &6 B8 6 08 B &8 86 8 86 G d 68 88 6 88 66 B8 68 & 8886 s s ssssssss
Fappa FPT T8I ATTTLEZ |t o o cmsesosscossssssssssssssssssssssssssasssssssssssssssssessssssssnssssssssssssssssssssssssssssssssssssssssssasssssssasssas
Fappa EPI I8L 123BBL13E |« s oo s ssonasssssssssdssssssnssnssssssssssssessssssssssssssssn TR e EE e e R s s e R R R N S R R B RN B R R SRR SRS
Lambda FPT ISL BDTETIZ2 o coassasasenssnssod s d o8 @0 @ 6@ 06 08 88 @ 8 @ 6@ @@ 68 88 S 6 RS E 8 E S N S E e S R E a6 e R S E B B S Rl R R R Rl Rl R B R Nl AR S RN RN AE
T.ambda FPT IS 8874883 |« o s o e acsoscnsssnasssnsssssssssssssmessssssssssssssscsssssssssssssssmssssssssssssssssssssssssssssssssssssssasssnsssssssssssasass
Lambda EPI ISL 4475841 f e s e e m e e s s s ms s s meoa s s s s s ow s om s s e s s s a s s s s m e e s s h s s s s e n e e e e s s s s s s h e e s s s n e s s s e e s mas e s s s s e e s e s e e
Mu FPYT IS5 2933B15 o c o s s scsassnssns s s o s oo @ 68 @ 60 8 0 88 08 6@ @ 80 8 808 08 @ 8 8 6@ 8 8 0 & 6@ @ 8 88 8 S 8 8 8 8 & B E S S 8 E S R e S & E RS R R RS RN e N R Wl S RN kNN
Mu FPT ISL 83675842 |t o e ceuscsossnsssnssssmsasssssssssssmesssssssssssssssssasssssssssssssmessssss=ss 2o 82268282522 23:25220%2@82@%@2@2@2s26cs2@26803282@5:2m2%5msnm280z2azz:s22022s2z:nm:2z2sm
Mu EPI ISL 9763927 g e s e f e ee e f e e se e e e c e e mee e fhee e
Cmicron BA.L EPT ISL BBBOOBZ |« s s s s s s s s ss o560 ssseanssssssssnsssss s sosssss s sssdssssss s o6 s nssss e ssssssssssssnsssssss s sssssssssssssssssdsssssssns
Omicron BA.2Z FPT IS L11A13BH] [le c oo cm oo ssseesssessssssssesessssssssess assss @8 e sc @S 86868668 S0 @S 6866 S 86 s @S0 6866 s & 6@ SSass @6ssoSassessss sssasss
Cmicron BA.3 BEEPT TS8T L2100 T8E T |« v o e o s uuoscnssssnasessssssassnssssssssssssssssssssasssssssssssnsssssssassssssssasssassssssssassssssssssssnsssssssssssssa
micrﬂnﬂh.& EFPI I5L12256365 5 8 B B B & 8 8 B B E B 5 8 8 B B B B B 8 8 8 B B 8 B 5 5 8 B B B B 8 8 5 B B 8 B 8 8 8 B B B B 5 8 8 8 8 e 8 8 & 5 8 8 8 8 s @ s 8 s o8 8 8 o8 8 @ % s s 8 @ s 8 s 8 8 8 8 8 E 8o @ =% % s 8 8 8 8 8 8 8 8 ® 88 = @ 8 s 8 s o8 s o8 s 8@
Omicron BA.S FEPT ISL 12291987 [ o s e e cccssssssssssessssssssssasssss s e as s @sssss s sassssssssssssssssssssssssesessssss s ssesssssssfssssseassssssssssssss
Cmicron ¥XBE FEPT TST L8 T43ETE |« v o e o s uuomenssssnassssssssassnssnssssasasssssssssssasssssssssssnsssssssasasssssssssasassssssssansssssssssnsnnsssssssssssssa
micrﬂnm,l EPI ISLIBEEEE&D B B B 8 B B B 8 B 8 B 8 B & B 8 & B B B % 8 & 8 B 8 B 8 B 8 B B 8 B B B & B B 5 B 5 & 8 B S B 8 B & 8 5 8 B 5 8 B 8 B 5 B 5 B 8 B 5 B 8 8 B 8 B & B B B B S B B 8 8 B 8 B & 8 B 8 B B B B B 8 B 8 B 8 B 8 B 85 B B S 8 % 5 B 8 8 8 B s B 8 88
ncov ngPlQ—F ....................

nCoV nspll-probe = =000 | et s s s

nCoV nspl0-R¥ f e e saasas

* Reverse complement



Figure legend of Figure S1

Multiple sequence alignment of our primer and probe sequences and
the nspl0 gene sequences of SARS-CoV-2 variants from different
geographical regions. The alignment contains the primer and probe
sequences with other reference sequences. The dots represent bases
which were the same as the one in the ancestral sequence
(NC _045512.2). The “ (tilde) symbols in the figure represent gaps in
the alignment. However, the gaps do not represent deletions in the
sequence.
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