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Table S1. Primers used in plasmid and mutant strain construction 

Primer name Target  Assay Sequence (5ʹ to 3ʹ) 

Us3-F Us3 PCR CGACCTGTATACCTATCTGAG 

Us3-R Us3 PCR CGTCTATGTCCATCTTGTAGT 

Us3-g-RNA-1F Us3 PX330-g-RNA 

construction 

CACCACCCCCGAGGACATTTGCCT 

Us3-g-RNA-1R Us3 PX330-g-RNA 

construction 

AAACAGGCAAATGTCCTCGGGGGT 

Us3-g-RNA-2F Us3 PX330-g-RNA 

construction 

CACCACCGTCGACATTTGGAGCGC 

Us3-g-RNA-2F Us3 PX330-g-RNA 

construction 

AAACGCGCTCCAAATGTCGACGGT 

Us5-F Us5 PCR AGAAACAGCACACGACTT 

Us5-R Us5 PCR ACGGATTTCCTGGTTAGC 

Us5-g-RNA-1F Us5 PX330-g-RNA 

construction 

CACCGGGACCTGCGGCCAACACAA 

Us5-g-RNA-1R Us5 PX330-g-RNA 

construction 

AAACTTGTGTTGGCCGCAGGTCCC 

Us5-g-RNA-2F Us5 PX330-g-RNA 

construction 

CACCGGGGCGTTACCATCCCTACA 

Us5-g-RNA-2F Us5 PX330-g-RNA 

construction 

AAACTGTAGGGATGGTAACGCCCC 

 

 

Table S2. Primers used in RT-PCR reaction 

Primer name Target  Assay Sequence (5ʹ to 3ʹ) 

Us3-sense1 Us3 fragment1 PCR CTCGTTGGTTGGCACTCA 

Us3-AS1 Us3 fragment1 PCR ATCTGGATGGCTGCTGTC 

Us3-sense2 Us3 fragment2 PCR GCAGCCATCCAGATTACC 

Us3-AS2 Us3 fragment2 PCR GATACACCGACAAGAACCA 

Us5-sense1 Us5 PCR GAAACAGCACACGACTTG 

Us5-AS1 Us5 PCR GAGTTTGGACCCGACATC 
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Table S3. Primers used in PCR reaction 

Primer name Target  Assay Sequence (5ʹ to 3ʹ) 

RL1-F RL1 PCR CCTTCTTGTTCGCTGCTG 

RL1-R RL1 PCR GCTGGCTCCAAGCGTATA 

RL2-F RL2 PCR CGGATGTCTGGGTGTTTC 

RL2-R RL2 PCR ATTGCCCGTCCAGATAAAG 

RS1-F RS1 PCR ATGGCGTCGGAGAACAAG 

RS1-R RS1 PCR ACGAGGACGAAGAGGATG 

Us6-F Us6 PCR GCTCCTACAACAAGTCTCT 

Us6-R Us6 PCR CGCATCCAGTACACAATTC 

Us12-F Us12 PCR CACCTTCCTGGACACCAT 

Us12-R Us12 PCR GCACCGACTCGTAGTAGA 

UL5-F UL5 PCR CCATCAACACCATCTTTCAT 

UL5-R UL5 PCR GTACTCCAGCACCTTCAT 

UL15-F UL15 PCR CCTACTATAGCGTTCTGAATAC 

UL15-R UL15 PCR GAGGCAAACACGATGGTA 

UL23-F UL23 PCR CCGAGCCGATGACTTACT 

UL23-R UL23 PCR TATACAGGTCGCCGTTGG 

UL29-F UL29 PCR CGGACAAGGTAACCATAGG 

UL29-R UL29 PCR ACGAGGAAGAAGCGGTAA 

UL44-F UL44 PCR CCTCCAGATATGGCGTTAC 

UL44-R UL44 PCR GGTAGAGACTGTGGTGAAC 

UL48-F UL48 PCR TATGTACCATGCTCGATACC 

UL48-R UL48 PCR ACAGAGGCAGTCAAACAG 

UL49-F UL49 PCR CTTCAGGTATGGCGAGTC 

UL49-R UL49 PCR CGTTGAGGTCTTCGTCTG 
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File S1. Sequence alignment results of RS1, RL1, RL2, Us6, Us12, UL5, UL15, UL23, UL29, 

UL44, UL48, and UL49 genes in HSV-1 WT (8F), M3, M4, M5-P5, and M5-P15 strains. 

RS1: 

 

 

RL1: 

 

 

RL2: 
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US6: 

 

 
 

US12: 

 

 

 

UL5 
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UL15: 

 

 

UL23： 
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UL29: 

 

 

 

UL44 

 

 

UL48 
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UL49 
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File S2. Sequencing results of the full length mRNA of Us3–WT, Us3–MU, Us5–WT, and 

Us5–MU (the red marked areas are the deleted regions). 

Us3-WT: 

1        ATGGCCTGTC GTAAGTTTTG TCGCGTTTAC GGGGGACAGG GCAGGAGGAA GGAGGAGGCC 

61       GTCCCGCCGG AGACAAAGCC GTCCCGGGTG TTTCCTCATG GCCCCTTTTA TACCCCAGCC 

121      GAGGACGCGT GCCTGGACTC CCCGCCCCCG GAGACCCCCA AACCTTCCCA CACCACACCA 

181      CCCGGCGATG CCGAGCGCCT GTGTCATCTG CAGGAGATCC TGGCCCAGAT GTACGGAAAC 

241      CAGGACTACC CCATAGAGGA CGACCCCAGC GCGGATGCCG CGGACGATGT CGACGAGGAC 

301      GCCCCGGACG ACGTGGCCTA TCCGGAGGAA TACGCAGAGG AGCTTTTTCT GCCCGGGGAC 

361      GCGACCGGTC CCCTTATCGG GGCCAACGAC CACATCCCTC CCCCGCGTGG CGCATCTCCC 

421      CCCGGTATAC GACGACGCAG CCGGGATGAG ATTGGGGCCA CGGGATTTAC CGCGGAAGAG 

481      CTGGACGCCA TGGACAGGGA GGCGGCTCGA GCCATCAGCC GCGGCGGCAA GCCCCCCTCG 

541      ACCATGGCCA AGCTGGTGAC TGGCATGGGC TTTACGATCC ACGGAGCGCT CACCCCAGGA 

601      TCGGAGGGGT GTGTCTTTGA CAGCAGCCAT CCAGATTACC CCCAACGGGT AATCGTGAAG 

661      GCGGGGTGGT ACACGAGCAC GAGCCACGAG GCGCGACTGC TGAGGCGACT GGACCACCCG 

721      GCGATCCTGC CCCTCCTGGA CCTGCATGTC GTCTCCGGGG TCACGTGTCT GGTCCTCCCC 

781      AAGTACCAGG CCGACCTGTA TACCTATCTG AGTAGGCGCC TGAACCCACT GGGACGCCCG 

841      CAGATCGCAG CGGTCTCCCG GCAGCTCCTA AGCGCCGTTG ACTACATTCA CCGCCAGGGC 

901      ATTATCCACC GCGACATTAA GACCGAAAAT ATTTTTATTA ACACCCCCGA GGACATTTGC 

961      CTGGGGGACT TTGGTGCCGC GTGCTTCGTG CAGGGTTCCC GATCAAGCCC CTTCCCCTAC 

1021     GGAATCGCCG GAACCATCGA CACCAACGCC CCCGAGGTCC TGGCCGGGGA TCCGTATACC 

1081     ACGACCGTCG ACATTTGGAG CGCCGGTCTG GTGATCTTCG AGACTGCCGT CCACAACGCG 

1141     TCCTTGTTCT CGGCCCCCCG CGGCCCCAAA AGGGGCCCGT GCGACAGTCA GATCACCCGC 

1201     ATCATCCGAC AGGCCCAGGT CCACGTTGAC GAGTTTTCCC CGCATCCAGA ATCGCGCCTC 

1261     ACCTCGCGCT ACCGCTCCCG CGCGGCCGGG AACAATCGCC CGCCTTACAC CCGACCGGCC 

1321     TGGACCCGCT ACTACAAGAT GGACATAGAC GTCGAATATC TGGTTTGCAA AGCCCTCACC 

1381     TTCGACGGCG CGCTTCGCCC CAGCGCCGCA GAGCTGCTTG GTTTGCCGCT GTTTCAACAA 

1441     AAATGA 

 

Us3-MU: 

1        ATGGCCTGTC GTAAGTTTTG TCGCGTTTAC GGGGGACAGG GCAGGAGGAA GGAGGAGGCC 

61       GTCCCGCCGG AGACAAAGCC GTCCCGGGTG TTTCCTCATG GCCCCTTTTA TACCCCAGCC 

121      GAGGACGCGT GCCTGGACTC CCCGCCCCCG GAGACCCCCA AACCTTCCCA CACCACACCA 

181      CCCGGCGATG CCGAGCGCCT GTGTCATCTG CAGGAGATCC TGGCCCAGAT GTACGGAAAC 

241      CAGGACTACC CCATAGAGGA CGACCCCAGC GCGGATGCCG CGGACGATGT CGACGAGGAC 

301      GCCCCGGACG ACGTGGCCTA TCCGGAGGAA TACGCAGAGG AGCTTTTTCT GCCCGGGGAC 

361      GCGACCGGTC CCCTTATCGG GGCCAACGAC CACATCCCTC CCCCGCGTGG CGCATCTCCC 

421      CCCGGTATAC GACGACGCAG CCGGGATGAG ATTGGGGCCA CGGGATTTAC CGCGGAAGAG 

481      CTGGACGCCA TGGACAGGGA GGCGGCTCGA GCCATCAGCC GCGGCGGCAA GCCCCCCTCG 

541      ACCATGGCCA AGCTGGTGAC TGGCATGGGC TTTACGATCC ACGGAGCGCT CACCCCAGGA 
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601      TCGGAGGGGT GTGTCTTTGA CAGCAGCCAT CCAGATTACC CCCAACGGGT AATCGTGAAG 

661      GCGGGGTGGT ACACGAGCAC GAGCCACGAG GCGCGACTGC TGAGGCGACT GGACCACCCG 

721      GCGATCCTGC CCCTCCTGGA CCTGCATGTC GTCTCCGGGG TCACGTGTCT GGTCCTCCCC 

781      AAGTACCAGG CCGACCTGTA TACCTATCTG AGTAGGCGCC TGAACCCACT GGGACGCCCG 

841      CAGATCGCAG CGGTCTCCCG GCAGCTCCTA AGCGCCGTTG ACTACATTCA CCGCCAGGGC 

901      ATTATCCACC GCGACATTAA GACCGAAAAT ATTTTTATTA ACACCCCCGA GGACATTTGG 

961      TCTGGTGATC TTCGAGACTG CCGTCCACAA CGCGTCCTTG TTCTCGGCCC CCCGCGGCCC 

1021     CAAAAGGGGC CCGTGCGACA GTCAGATCAC CCGCATCATC CGACAGGCCC AGGTCCACGT 

1081     TGACGAGTTT TCCCCGCATC CAGAATCGCG CCTCACCTCG CGCTACCGCT CCCGCGCGGC 

1141     CGGGAACAAT CGCCCGCCTT ACACCCGACC GGCCTGGACC CGCTACTACA AGATGGACAT 

1201     AGACGTCGAA TATCTGGTTT GCAAAGCCCT CACCTTCGAC GGCGCGCTTC GCCCCAGCGC 

1261     CGCAGAGCTG CTTTGTTTGC CGCTGTTTCA ACAGAAATGA 

 

Us5-WT: 

1        ATGTCTCTGC GCGCAGTCTG GCATCTGGGG CTTTTGGGAA GCCTCGTGGG GGCTGTTCTT 

61       GCCGCCACCC ATCTGGGACC TGCGGCCAAC ACAACGGACC CCTTAACGCA CGCCCCAGTG 

121      TCCCCTCACC CCAGCCCCCT GGGGGGCTTT GCCGTCCCCC TCGTAGTCGG TGGGCTGTGC 

181      GCCGTAGTCC TGGGGGCGGC GTGTCTGCTT GAGCTCCTGC GTCGTACGTG CCGCGGGTGG 

241      GGGCGTTACC ATCCCTACAT GGACCCAGTT GTCGTATAA 

 

Us5-MU: 

1       ATGTCTCTGC GCGCAGTCTG GCATCTGGGG CTTTTGGGAA GCCTCGTGGG GGCTGTTCTT 

61      GCCGCCACCC ATCGGGGACC TGCGGCCAAC A 

 


