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pcDNA3.1-ACE2(1-615)-His

TR 7 i A4 K e
D2951-1pg pcDNA3.1-ACE2(1-615)-His lug
D2951-100pg pcDNA3.1-ACE2(1-615)-His 100pg

FEamE:

> pcDNA3.1-ACE2(1-615)-His/2& ¥ = KK FINHFLh Y 40 ik ks, -T2 1A Chin il A Hishr 2 (HHHHHHHH) A L 5 7k 3= 4%
1L BE2(Angiotensin converting enzyme2, ACE2) A4 N Ik B 45 #)3 (peptidase domain, PD) 1-61547 IR BT 2H s 1 85 H
A LA B AT Hishr 2 P4 SR IR ACE2(1-615) B I ik, S Lyiie o i B B A 4lifb 55 . KL S A CMVE s+, wJ
DA ka3 H R BEA R RIS, TR NS &Rt

> ACE2E'H %#- M %7K & R 45 (Rennin-angiotension system, RAS)JE T 7. M5 X9k &K (Angiotensin II, Ang IT)£RAS &5t
() E RS, FAT Rk P R 4 M T AN i3k S0 [N T AR AR F o ACE2 32 2 8 i [ ik ofL 8 SR oK S 11 AE B A SR ok 3
1-7(angiotensin-(1-7) I\ K IEHULALRY DI fE . ACE2SZTERN . o B AEAIRG o 3RIA TR IR 2R 1, M A3 A0 FR N ot B T 425
18 (Peptidase domain, PD)}CiiiiCollectrin-like4 ¥938(CLD). ACE2/&SARSIEIRIF EE(SARS-CoVAISARS-CoV-2)F1 N\ 5 &
SR FENL63 12 /A . SARS-CoV/SARS-Co V-2 itk H:Spike & [15Z 1445 418 (Receptor binding domain, RBD)5ACE2[fI k4
Mg 4, 2 5mEMEYLId 2. SARS-CoV-2 Spiked -5 ACE2MI3EM J1/ESARS-CoV Spike# H-5ACE2/I35 1 7111110-20

.
> pcDNA3.1-ACE2(1-615)-His/5i i ff) = E45 B0 T

Feature Nucleotide Position
CMYV promoter 232-819
T7 promoter and T7 primer binding site 863-882
Multiple cloning site 895-922
ACE2(1-615) 923-2767
His-tag 2768-2791
BGH pA 2838-3062
f1 origin of ss-DNA replication 3108-3536
SV40 promoter 3541-3884
Neomycin resistance ORF 3946-4740
SV40 polyA signal 4914-5044
pUC origin 5427-6097
Ampicillin resistance ORF 6242-7238
bla promoter 7137-7143

> pcDNA3.1-ACE2(1-615)-His /i $i(7238bp) i B3 & F -

_ NdeI485
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i Nhe I 896
KpnI922
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pUC origin
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Nhel
GCTAGCGTTT
CGATCGCAAA

TTCTCAGCCT
AAGAGTCGGA

GCCAAGACAT
CGGTTCTGTA

TCAAAGTTCA
AGTTTCAAGT

ATGTCCAAAA
TACAGGTTTT

GAACAGTCCA
CTTGTCAGGT

CACAGTCAAG
GTGTCAGTTC

TCTCAGAAGA
AGAGTCTTCT

ACCATCTACA
TGGTAGATGT

CTTATTACTT
GAATAATGAA

ACAATGAGAG
TGTTACTCTC

CAGCTGAGGC
GTCGACTCCG

AAGAGCAAAT
TTCTCGTTTA

AAGTAAATGG
TTCATTTACC

GATGTGGAAC
CTACACCTTG

TGCCTATGTG
ACGGATACAC

CAATTGGATG
GTTAACCTAC

TGGACAAATC
ACCTGTTTAG

AGATGTTACT
TCTACAATGA

TCAAGGAGGC
AGTTCCTCCG

CAAGGATTCT
GTTCCTAAGA

AGCAGTCTGC
TCGTCAGACG

HindIII KpnI ACE2 (1-615)

AAACTTAAGC
TTTGAATTCG

TGTTGCTGTA
ACAACGACAT

TTTTGGACAA
AAAACCTGTT

CTTGCTTCTT
GAACGAAGAA

CATGAATAAT
GTACTTATTA

CACTTGCCCA
GTGAACGGGT

CTTCAGCTGC
GAAGTCGACG

CAAGAGCAAA
GTTCTCGTTT

GTACTGGAAA
CATGACCTTT

GAACCAGGTT
CTTGGTCCAA

GCTCTGGGCT
CGAGACCCGA

CATTATATGA
GTAATATACT

CATTATGAGG
GTAATACTCC

GGTAGATGGC
CCATCTACCG

ATACCTTTGA
TATGGAAACT

AGGGCAAAGT
TCCCGTTTCA

CCTCCCTGCT
GGAGGGACGA

TGTACTCTTT
ACATGAGAAA

GATGCAATGG
CTACGTTACC

CGAGAAGTTC
GCTCTTCAAG

GGGAAAATTC
CCCTTTTAAG

CATCCCACAG
GTAGGGTGTC

TTGGTACCAT
AACCATGGTA

ACTGCTGCTC
TGACGACGAG

GTTTAACCAC
CAAATTGGTG

GGAATTATAA
CCTTAATATT

GCTGGGGACA
CGACCCCTGT

AATGTATCCA
TTACATAGGT

AGGCTCTTCA
TCCGAGAAGT

CGGTTGAACA
GCCAACTTGT

AGTTTGTAAC
TCAAACATTG

TGAATGAAAT
ACTTACTTTA

TGGGAAAGCT
ACCCTTTCGA

AGAGTATGTG
TCTCATACAC

ACTATGGGGA
TGATACCCCT

TATGACTACA
ATACTGATGT

AGAGATTAAA
TCTCTAATTT

TGATGAATGC
ACTACTTACG

CATTTGCTTG
GTAAACGAAC

GACAGTTCCC
CTGTCAAGGG

TGGACCAGGC
ACCTGGTCCG

TTTGTATCTG
AAACATAGAC

CATGCTAACG
GTACGATTGC

CTTGGGACCT
GAACCCTGGA

D2951 pcDNA3.1-ACE2(1-615)-His

GTCAAGCTCT
CAGTTCGAGA

AGTCCACCAT
TCAGGTGGTA

GAAGCCGAAG
CTTCGGCTTC

CACCAATATT
GTGGTTATAA

AATGGTCTGC
TTACCAGACG

CTACAAGAAA
GATGTTCTTT

GCAAAATGGG
CGTTTTACCC

CAATTCTAAA
GTTAAGATTT

CCAGATAATC
GGTCTATTAG

AATGGCAAAC
TTACCGTTTG

GGAGATCTGA
CCTCTAGACT

GTCTTGAAAA
CAGAACTTTT

TTATTGGAGA
AATAACCTCT

GCCGCGGCCA
CGGCGCCGGT

CCATTATATG
GGTAATATAC

CTATCCTTCC
GATAGGAAGG

GTGATATGTG
CACTATACAC

TTTGGACAGA
AAACCTGTCT

CTGGGATGCA
GACCCTACGT

TTGGTCTTCC
AACCAGAAGG

GACCCAGGAA
CTGGGTCCTT

GGGGAAGGGC
CCCCTTCCCG

TCCTGGCTCC
AGGACCGAGG

TGAGGAACAG
ACTCCTTGTC

ACCTGTTCTA
TGGACAAGAT

ACTGAAGAGA
TGACTTCTCT

CTTTTTAAAG
GAAAAATTTC

TTCAGAATCT
AAGTCTTAGA

TCTTCAGTGC
AGAAGTCACG

TACAATGAGC
ATGTTACTCG

CACAAGAATG
GTGTTCTTAC

AGTTTAGACT
TCAAATCTGA

GGTCGGCAAG
CCAGCCGTTC

ATGAGATGGC
TACTCTACCG

GGAGACTATG
CCTCTGATAC

GTTGATTGAA
CAACTAACTT

AACATCTTCA
TTGTAGAAGT

TATATCAGTC
ATATAGTCAG

GGGTAGATTT
CCCATCTAAA

AACCAAACAT
TTGGTTTGTA

CAGAGAATAT
GTCTCTTATA

TAATATGACT
ATTATACTGA

ATGTTCAGAA
TACAAGTCTT

GACTTCAGGA
CTGAAGTCCT
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TCCTTATGTG
AGGAATACAC

GAGATGGGGC
CTCTACCCCG

GCTAAGAAAT
CGATTCTTTA

TGTCACTTTC
ACAGTGAAAG

TCACCCGATT
AGTGGGCTAA

ACAAGCACTC
TGTTCGTGAG

AGTGGAGGTG
TCACCTCCAC

AAAAAGTGGT
TTTTTCACCA

GCCCCATGAT
CGGGGTACTA

ATGATTACTC
TACTAATGAG

TTTCAAGAAG
AAAGTTCTTC

ATGTGACATC
TACACTGTAG

TGAGGCTTGG
ACTCCGAACC

GGAGCAAAGA
CCTCGTTTCT

ATTTACCTGG
TAAATGGACC

CCGACTGGAG
GGCTGACCTC

XhoI Xbal
CTCGAGTCTA
GAGCTCAGAT

CACAAAGGTG
GTGTTTCCAC

ATATCCAGTA
TATAGGTCAT

GGAGCTAATG
CCTCGATTAC

TGCAGCCACA
ACGTCGGTGT

TTCAAGAAGA
AAGTTCTTCT

ACGATTGTTG
TGCTAACAAC

GATGGTCTTT
CTACCAGAAA

GGGAGATGAA
CCCTCTACTT

GAAACATACT
CTTTGTATGA

ATTCATTCGA
TAAGTAAGCT

CACTTTGTCA
GTGAAACAGT

TCAAACTCTA
AGTTTGAGAT

AAAATCAGAA
TTTTAGTCTT

ACATGAATGT
TGTACTTACA

CTGAAAGACC
GACTTTCTGG

TCCATATGCA
AGGTATACGT

Apal
GAGGGCCCGT
CTCCCGGGCA

ACAATGGACG
TGTTACCTGC

TGATATGGCA
ACTATACCGT

AAGGATTCCA
TTCCTAAGGT

CCTAAGCATT
GGATTCGTAA

CAATGAAACA
GTTACTTTGT

GGACTCTGCC
CCTGAGACGG

AAAGGGGAAA
TTTCCCCTTT

GCGAGAGATA
CGCTCTCTAT

GTGACCCCGC
CACTGGGGCG

TATTACACAA
ATAATGTGTT

AGCAGCTAAA
TCGTCGATTT

CAGAAGCTGG
GTCTTCGACC

CCCTGGACCC
GGGACCTGGG

AAGGCCACTG
TTCCGGTGAC

AGAACAAGAA
TCTTGTTCTT

His tag

ACTTCCTGAC
TGAAGGACTG

TATGCTGCAC
ATACGACGTG

TGAAGCTGTT
ACTTCGACAA

TAAAATCCAT
ATTTTAGGTA

GAAATAAACT
CTTTATTTGA

ATTTACTTAC
TAAATGAATG

TTCCCAAAGA
AAGGGTTTCT

GTTGGGGTGG
CAACCCCACC

ATCTCTGTTC
TAGAGACAAG

GGACCCTTTA
CCTGGGAAAT

CATGAAGGCC
GTACTTCCGG

ACAGAAACTG
TGTCTTTGAC

TAGCATTGGA
ATCGTAACCT

CTCAACTACT
GAGTTGATGA

TTCTTTTGTG
AAGAAAACAC

AGCTCATCAT
TCGAGTAGTA

AACCTTTTCT
TTGGAAAAGA

GGGGAAATCA
CCCCTTTAGT

TGGTCTTCTG
ACCAGAAGAC

TCCTGCTCAA
AGGACGAGTT

ATGTTAGAGA
TACAATCTCT

CCAGTGGATG
GGTCACCTAC

TGGAACCTGT
ACCTTGGACA

CATGTTTCTA
GTACAAAGAT

CCAATTCCAG
GGTTAAGGTC

CTCTGCACAA
GAGACGTGTT

TTCAATATGC
AAGTTATACG

AAATGTTGTA
TTTACAACAT

TTGAGCCCTT
AACTCGGGAA

GGATGGAGTA
CCTACCTCAT

H H

H

H H H

H H

GACCATCACC ATCACCATCA CCATCACTAG
CTGGTAGTGG TAGTGGTAGT GGTAGTGATC

TTAAA
AATTT

>  pcDNA3.1-ACE2(1-615)-HisH 45 [BE Y17 55 (Restriction enzymes that do not cut pcDNA3.1-ACE2(1-615)-His) {03 :

Afel Agel AscI AsiSI Bael BlpI BmgBI
BsiWI BsmBI BspDI BspEI BsrGI BstEII BstXI
Bsu361I Clarl EcoRV Esp3I Fsel Hpal NotI

PacI PmlI SbfI Sfil SgrAl Srfl Swal

> pcDNA3.1-ACE2(1-615)-His ) B8 P17 5 (Restriction enzymes that cut pcDNA3.1-ACE2(1-615)-His) 45 :

Acc65I G GTAC, C 917 Nrul TCG|CGA 208
Af1II C ' TTAA, G 908 PaeR7I C ' TCGA, G 2795
Apal G,GGCC"C 2811 Pf1FI GACN'N, NGTC 4192
AvrII C'CTAG, G 3864 Pf1MI CCAN, NNN "NTGG 1965
BamHI G GATC,C 1992 P1luTI G,GCGC"C 4077
Bcgl , NN (N);,CGA (N) (TGC (N) 1o, NN* 6820 PshAI GACNN | NNGTC 2751
BmtI G,CTAG"C 899 PspOMI G GGCC, C 2807
BsaBI GATNN | NNATC 3933 PspXI VC TCGA,GB 2795
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BssHII G CGCG, C 4471 Pvul CG,AT CG 6685

BstBI TT CG, AA 4756 RsrII CG GWC, CG 4590
Bstzl1l71 GTA|TAC 5046 SacI G,AGCT" C 818

CspCI ,NN" (N) ;;CAA (N) sGTGG (N) 1o, NN~ 626 SacII CC,GC GG 1579
DralIIl CAC, NNN GTG 3341 Sfol GGC | GCC 4075
Eagl C GGCC, G 3980 Smal CCC |GGG 3887
Eco53kI GAG|CTC 816 SnaBI TAC|GTA 590

EcoRI G AATT,C 2722 Spel A CTAG,T 249

KasI G GCGC, C 4073 TspMI C CCGG, G 3885
KpnI G,GTAC C 921 TthlllI GACN N, NGTC 4192
Mlul A CGCG, T 228 Xbal T CTAG, A 2801
MscI TGG|CCA 4156 XhoI C TCGA, G 2795
NarI GG CG,CC 4074 Xmal C CCGG, G 3885
Nhel G CTAG,C 895

> pcDNA3.1-ACE2(1-615) 5k Hr HEFF 4 F i U P 5 40 PP 5 U F

pcDNA3.1 primer (829-848): 5'- CTAGAGAACCCACTGCTTAC -3'

BGH pA primer (2832-2849): 5'- TAGAAGGCACAGTCGAGG -3'
> pcDNA3.1-ACE2(1-615)-His[{1 47 55 BiE S 7% 38 2 R Mk iz BORi 5 B
> pcDNA3.1-ACE2(1-615)-His)fi ki % JeHEK 293 T Ji IR IR IE S H K 1

- 1 2
108kDa —
20kDa — ant1 His-tag
48kDa —
anti B-actin
29kDa —

Bl1: Western blot5: 4% £ Il SARS-CoV-2 ACE2(1-615)2% K /EHEK293T4H Ml (1 K 1A o 1.5% JepcDNA3. 1 HAfL s 2.55 e
pcDNA3.1-SARS-CoV-2-ACE2(1-615)-His Jii i . i H 2 = K Lipo8000™ % % i 7 (C0533) # 2ug pcDNA3.1 5
pcDNA3.1-SARS-CoV-2-ACE2(1-615)-His5URL % B 75 FLAR 1% B2 h80% /c 4 THEK 293 T4 e, 37°ClHIR R F748h)5, Fridfl
WEGFRIR, PBSYLI =I5 NN 150u] Western X IPAN I Z4 iR (PO013) TR0 541, 4°CHLr, B LIEHBCATLME AIRE, A
JE AR EA-20% K Tl R (P0524) FLUK , BEFLER U E20ng, H%6 B, FF P15 46 FH 1: 10008 B R HisH LR (AH367) 0% & 1h, %
%5 1: 10007 B A B L AL B bR T 1L £ 51/ RIgG(HAL)(A0216) = i & 1h, )5 £ BeyoECL Star(PO018AS) L% K ),
F4d F Beyolmager™ 6001k %% K St A8 2 4i(E1600) A HE 1L 5%

BEREE:
LR 7 i A4 R f3%
D2951-1pg pcDNA3.1-ACE2(1-615)-His lug
D2951-100pg pcDNA3.1-ACE2(1-615)-His 100pg
— D 163
RTFEMH:
-20°CHRAT o
ABREI:

> ARFRLRZE 2RI ASH TR A, AR AT B PE S5 = AN A N B4
> AR TR N R BB TN, AR T IR EIG)T, AT RS, AT EEEEN.
> N T RENERE, 755 LRI R TFE A,

fEFLRR -

L B ng A IOA i, 35 S D BA TR A K AT i, BEATORLNE B s E AR5 f T /a8 Mig . fhie
BRAF A BURL AT DLIE S B ) B UK AT 28, Bl P AT e .

2. 100pg 0 AT ST RLAR 290, 1ng/ul, Ftlmle T DURLHE Tl D) Bl e 4
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P

] 77 i A R (2R
D2941-1pg pcDNA3.1-SARS-CoV-2-M-Myc lpg
D2941-100pg pcDNA3.1-SARS-CoV-2-M-Myc 100ug
D2943-1pg pcDNA3.1-SARS-CoV-2-N-Myc lpg
D2943-100pg pcDNA3.1-SARS-CoV-2-N-Myc 100pg
D2945-1pug pcDNA3.1-SARS-CoV-2-Spike-Myc lug
D2945-100pg pcDNA3.1-SARS-CoV-2- Spike -Myc 100pg
D2947-1pg pCMV-SARS-CoV-2-E-Myc lug
D2947-100pg pCMV-SARS-CoV-2-E-Myc 100pg
D2949-1pg pcDNA3.1-ACE2 -Flag lpg
D2949-100pg pcDNA3.1-ACE2 -Flag 100pg
D2951-1pg pcDNA3.1-ACE2(1-615) -His Ipg
D2951-100pg pcDNA3.1-ACE2(1-615) - His 100pg
D2953-1pg pUCI18-SARS-CoV-2-ORF1ab(168bp) lpg
D2953-100pg pUCI18-SARS-CoV-2-ORF1ab(168bp) 100ug
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