Plasmid [Construct Info Forward Primer Reverse Primer
0JB02  |HSV1 UL34 1-220 g;‘eltlaaaaagtcgacctatggcgggactgggcaag—3 ﬁ(—){:f\aaaagcggccgccttcagtcccccctggccc—3
pJB57  |HSVL UL34 1-220-His, g jllaaaaagtcgacctatggcgggactgggcaag-3 il ;)atllaaaaagcggccgccttcagtcccccctggccc-3
0JB84  |HSV UL34 1-185-Hisg g;:aaaaagtcgacctatggcgggactgggcaag-3 ﬁl ;ettlaaaaagcggccgcctggcggcgcggcaca-3
DKHO0  |HSV1 UL31 f.l. gs—:rlé;ﬁellggatcctatgacaccgacccccat—S’ il'(—)etllaatgcggccgcttacggcggaggaaactc—S’
DKH86  |HSV1 UL31 51-306 g:rlrg]]ﬁiaggatcccaggagctgtgtttacac-3 ls\l'g?laatgcggccgcttacggcggaggaaactc-3
0JB41  |HSV1 UL31 41-306 g:rt:g?aaggatcccggaagagcctgccg-3 il ;stl;aatgcggccgcttacggcggaggaaactc-3
pMT02 |HSV1 UL31-A40 R49S/K50S 5’-agccaggagctgtgtttacacgagcege-3’ 5’-gctggegtgaggeggceaggctcett-3°
MTO8 HSV1 UL31-A40 5’-cgtaaaccgcctcacgccage-3’ 5’-gctgctggaggatccgggecce-3’
P RA1S/K42S/S43R/LA4K/RA9S/K50S [° 9 9 geeag getgetggaggateeggg
HSV1 UL31-A40 \ \ , .
pMTO9 R41S/KA2S/PA5R/PA6K/RAIS/KE0S 5'-gctgctggaggatccgggecce-3 5'-agcctgcgtaaacacgccagcag-3
HSV1 UL31-A40 , , , )
pPMT10 R41S/K42S/HATRIA48K/RA9S/K50S 5’-agcctgecgectcgtaaaage-3 5’-gctgctggaggatccgggecce-3
DMT03  |HSV1 UL31-A40 R41S/K42S 5’-aaaaaaggatcctcctcttctagectgecgee-3 5’- aaatgcggccgcttacggcggaggaaactc-3
BamHI Notl
HSV1 UL31-A40 , , , )
pPMTO1 R41S/K42S/RA9S/K50S 5’-cctcacgcectcttctcaggagcetgtgttt-3 5’-cggcaggctagaagaggaggatc-3
pMT17 |HSV1 UL31-A40 L44A 5’-agcgcgccgcectcacgecec-3’ 5'-cttccgggatccgggec-3’
pMT11 |HSV1 UL31-A40 PA5A/P46A 5'-agcctggcggcegcacgceccgcaaa-3' 5'-cttccgggatccgggec-3'
pMT18 |HSV1 UL31-A50 RKRK 5'-agctgtgtctgcacgagcge-3' 5'-cctgtttgcgtttacgggatccggg-3'
5'-
pMT35 |HSV1 UL31-A40 Scr 41-50 aaaagcccgaaactgcatcgtgecgegtccgcaggag [5'-ggatccgggeccctggaaca-3'
ctgtgtttacacgagcg-3'
pMT04 |HSV1 UL31-A40 S43E 5’-gaactgccgcctcacge-3’ 5'-cttccgggatcecgggec-3’
JB60 HSV1 UL31 2-306 ic_cccatc ccgcggcgaacggeccgggcecctatcac- 5t_ atagggcccgggecgttcgecgeggegat -
P S11E/S24E/S26E/S27E/S40E/SA3E [ geegeggegaacggeecdgg J/gatagggeecgggecgticgecgedgegalggaag
o 5’-cccgecggecgcttecttcgegttcccgecggegcetce-
Round 2 gagcgeeggegggaacgcgaagaageggecygegyg|s, geeggeeg 9cg geeggcg
-3’
5'- 5'-
Round 3 cgtggtgcgtcgggecgaacggaaggaactgecgecte [gggegtgaggeggceagttecttcegttcggeccgacge
lacgcce-3’ accacg-3’
pMT16 |HSV-1 UL31 S11E/S24E/S43E 5’-gcaaggagcgccggegggaacgctc-3’ 5’-cgtgatagggcccgggecgttcgec-3’
Round 2 5’-gggccctatcacggcaaggagce-3’ 5’-gggccegttcgecgeggegatg-3’
, .5
pMT19 |HSV-1 UL31 1-50 g:rt:g?aaggmtgctcctatgacaccgacccc-3 aaaaaagcggcecgcttattatitgcgggegtgaggeg-3’
Notl
pMT29 |HSV-1 UL31 C1-50 5'-ctgttccaggggcccggatcctgctatg-3’ 5'-catagcaggatccgggcccctggaacag-3’
Round 2 5'-aggggcccggatcctgctatgacaccgacc-3’ 5'-ggtcggtgtcatagcaggatccgggeccct-3’
Round 3 5'-cagagatttcaatgcttgaaggagcggt-3' 5'-accgctccttcaagcattgaaatctctg-3'
pMT33 |HSV-1 UL31 1-C51 5'-cacgcccgcaaatgctaataagcggce-3' 5'-gccgcttattagcatttgcgggegtg-3'

Supplementary Table S3. List of primers used for cloning described in Materials and Methods. All primers are listed
in the 5’-3’ direction. Mutations are bolded, restriction digest sites are underlined and listed underneath applicable primers.




