Supplementary Table 1. Primers and restriction sites for cloning UL50 and ULS53 for
bacterial expression and immunofluorescence (IF) imaging

? UL53 constructs for
expression in E. coli

Forward and reverse primers

Restriction sites
for clonning

UL53A321 5~ CGATATCGGCATATGTCTAGCGTGAGCGGCGTG Nde 1 & EcoR 1
5’- CGATCGGAATTCTCAGCCGTTGGTGGAAAC
UL53A292 5’- CGATATCGGCATATGTCTAGCGTGAGCGGCGTG Nde 1 & EcoR 1
5’- CGATCGGAATTCTTAGCCGCTGGACTGACACAGCTC
ULS53A50 5~ CGATATCGGCATATGTCGCCGGCCGACGCGCGC Nde 1 & EcoR 1
5’- CGATCGGAATTCTTAGCCGCTGGACTGACACAGCTC
P UL53 site-directed
alanine substitutions
L61A 5°- CCGCGCCTCACGGCACACGACCTGCAC
5’- GTGCAGGTCGTGTGCCGTGAGGCGCGG
H62A 5- GCGCCTCACGCTGGCCGACCTGCACGAC
5'- GTCGTGCAGGTCGGCCAGCGTGAGGCGC
L64A 5'- CTCACGCTGCACGACGCGCACGACATCTTCCG
5'- CGGAAGATGTCGTGCGCGTCGTGCAGCGTGAG
167A 5'- ACGACCTGCACGACGCCTTCCGCGAGCACC
5'- GGTGCTCGCGGAAGGCGTCGTGCAGGTCGT
F68A 5'- CCTGCACGACATCGCCCGCGAGCAcCcCcC
5'- GGGGTGCTCGCGGGCGATGTCGTGCAGG
R69A 5'- CTGCACGACATCTTCGCGGAGCACCCCGAACTG
5'- CAGTTCGGGGTGCTCCGCGAAGATGTCGTGCAG
H71A 5'- ACATCTTCCGCGAGGCCCCCGAACTGGAGC
5'- GCTCCAGTTCGGGGGCCTCGCGGAAGATGT
L74A 5’- GAGCACCCCGAAGCGGAGCTCAAGTAC
5’- GTACTTGAGCTCCGCTTCGGGGTGCTC
E75A 5'- GAGCACCCCGAACTGGCGCTCAAGTACCTTAAC
5'- GTTAAGGTACTTGAGCGCCAGTTCGGGGTGCTC
L76A 5
CGAGCACCCCGAACTGGAGGCGAAGTACCTTAACATGATGAA
5'-TTCATCATGTTAAGGTACTTCGCCTCCAGTTCGGGGTGCTCG
L79A 5’- GAGCTCAAGTACGCGAACATGATGAAG
5’- CTTCATCATGTTCGCGTACTTGAGCTC
MS82A 5°- TACCTTAACATGGCGAAGATGGCCATC
5’- GATGGCCATCTTCGCCATGTTAAGGTA
E73A/K77A 5°- GAGCACCCCGCGCTGGAGCTCGCGTACCTTAAC
5’- GTTAAGGTACGCGAGCTCCAGCGCGGGGTGCTC
D63A/D66A/ETOA 5°- TGCACGCCCTGCACGCCATCTTCCGCGCGCACC
5’- GGTGCGCGCGGAAGATGGCGTGCAGGGCGTGCA
¢ UL50 constructs for
expression in E. coli
UL50A349 5’- CGATATCGGCATATGGAGATGAACAAGGTTCTC Nde 1 & EcoR 1
5’- CGATCGGAATTCTTACCCGGAGCGCGCTCGCCACCA
UL50A310 5’- GATTACGGATCCATGGAGATGAACAAGGTTCTC BamH 1 & EcoR 1
5’- CGATCGGAATTCTCAACTCACGTGCTCCTCCAG
UL50A208 5’- CGAACGGCGGGATAACGGTCCTCTCGG
5’- CCGAGAGGACCGTTATCCCGCCGTTCG
UL50A169 5°- GAGCTGTACGCCAAGTAAGCCGCGTCGACG

5’- CGTCGACGCGGCTTACTTGGCGTACAGCTC

4 HA-ULS50 construct
for IF

5’-
ATGGTACCTATCCATATGACGTCCCAGACTATGCCATGGAGATGA
ACAAGG

5’- GATAGAATTCTCAGTCGCGGTGTGCGGAGCGTGTCG

Kpnl & EcoR 1

¢ FLAG-UL53
construct for IF

5’-
ATGGTACCGATTATAAAGATGACGATGACAAAATGTCTAGCGTGA
GCGGC

5’- GATATCGGGAATTCTCAAGGCGCACGAATGCTGTT

Kpnl & EcoR 1




* Nde 1 and EcoR I sites are underlined; start and stop codons are shown in bold.

® Altered codons are shown in red.

“ Nde 1 and EcoR I sites are underlined; start and stop codons are shown in bold.

4 Kpn1and EcoR I sites are underlined; start and stop codons are shown in bold; nucleotides
coding for the HA tag are italicized.

¢ Kpn I and EcoR 1 sites are underlined; start and stop codons are shown in bold; nucleotides

coding for the FLAG tag are italicized.



