SUPPLEMENTARY MATERIALS
Histidine-Triad Hydrolases Provide Resistance to Peptide-Nucleotide Antibiotics

Eldar Yagmurov?, Darya Tsibulskayal?, Alexey Livenskyi?® Marina Serebryakova®*, Yury .

Wolf°, Sergei Borukhov®, Konstantin Severinov:’#”, and Svetlana Dubiley*?”

Table S1. Primers used in the study.

Primer Sequence 5°-3’ Procedure

HmiAl_up | CATGAACGATAAAGCCACCATCGAAATCAAGA | Cloning into
AAGATGAAAAGAAAGCGGAGCCGAAGAAAGT | pRSFDuet-1
TGTGGTGGTTAAAACCAGCATCAAGGCCGGTC

CGGCGGCGTTCAACTA

HmiAl_dow | AGCTTAGTTGAACGCCGCCGGACCGGCCTTGAT
n GCTGGTTTTAACCACCACAACTTTCTTCGGCTC
CGCTTTCTTTTCATCTTTCTTGATTTCGATGGTG

GCTTTATCGTT

HmiA2_up | CATGAACGAGAAAACCGCCCAGGAGAGCCAGA
AGACCGAATCGCCGAAAGCCGAAACCLCCaGGeC
AAAAAGGCCGTGATTGTGAAAACCCGCATTAA

AGCGGGTCCGGGCGGTGGTGGCCTTGTGCATCC

GATCGCCAACTA

HmiA2_dow | AGCTTAGTTGGCGATCGGATGCACAAGGCCAC
n CACCGCCCGGACCCGCTTTAATGCGGGTTTTCA

CAATCACGGCCTTTTTGGCCGGGGTTTCGGCTT




TCGGCGATTCGGTCTTCTGGCTCTCCTGGGCGG

TTTTCTCGTT

HmIiBL_F_N

del

ATTTATCATATGAAAGACCACCTCTGGC

HmIiBL_R_

Kpnl

TTATATGGTACCTTATGCCTTGGGGACCTC

HmiB2_F_N

del

TATTATCATATGAACGACTATCTCTGGC

HmiB2_R_

Kpnl

TTATATGGTACCTTAGGGCTGTGGCGTGGAGGG

HmiP1P2P3

_F_EcoRlI

TTATATGAATTCCATGGCCATCCCCTTCTCCC

Cloning into

pACYCduet-1

HmiP1P2P3

_R_Kpnl

TATATTGGTACCTTACGGGTGGGCGATGACG

HmiB1_F B

amHlI

ATAATTGGATCCGATGAAAGACCACCTCTGGCT

GCTGC

Cloning into

pET22_MBP

HmiB1_R_S

all

ATAATTGTCGACTTATGCCTTGGGGACCTCTTG

ACGG

HmiB2_F B

amHlI

ATAATTGGATCCGAACGACTATCTCTGGCTGCT

CCCC

HmiB2_R_S

all

ATAATTGTCGACCACTCAGCCGGACCCTGGACT

CAGG

pBAD30_Sa
IRBS_R_Sal

TATATTGTCGACTTCCTCCTGTTAGCCCAAAA

AAACGGGTATGGAGAAACAG

Construction of
pBAD30_ SalRB

S vector




pBAD30 _F_

TATTATAAGCTTGGCTGTTTTGGCGG

HindlIl1l

MccH_F_Sa | TTATAGTCGACATGAGCGCCACCGACACC Cloning into

I pBAD30_SalRB
S

MccH_R_Hi | TTATAAAGCTTTTAAATCTCTGCGGCGGC

ndlll

HmiHIinT_F | ATATAAGTCGACATGTCCAACTGCCTCTTCTG

_Sall

HmiHIinT_R | TTATATAAGCTTTTACCCCGGCGGCCACCCCAT

Hindlll G

EcoHIinT_F_ | ATTATAGTCGACATGGCAGAAGAAACTATATTC

Sall AGCAAAAT

EcoHinT_R | ATTATAAAGCTTTTACAGACCTTTATGCGCCAG

_Hindlll CATT

MccH_F_N | TTATACATATGAGCGCCACCGACACC Cloning  into

del pET22(b)

MccH_R_X | ATTATACTCGAGAATCTCTGCGGCGGCCTTG

hol

HmiHIinT_F | ATATAACATATGTCCAACTGCCTCTTCTG

_Ndel

HmiHIinT_R | ATATATCTCGAGCCCCGGCGGCCACCCCATG

Xhol

EcoHInT_F_ | ATTATACATATGGCAGAAGAAACTATATTCAGC

Ndel AAAAT




EcoHIinT_R | ATTATACTCGAGCAGACCTTTATGCGCCAGCAT

_Xhol TGGT

MccH_F44 | CCCAACGCGGCCGGCCACACCGTGGTGGCGCC | Mutagenesis

H_F CAAG

MccH_F44 | GCCACCACGGTGTGGCCGGCCGCGTTGGGGAA

H_R CGGCG

MccH_H99 | GAGGGCATGGGCATTGATAACGCCCACGTGAA

N_F GCTCACGCCGCTGC

MccH_H99 | GAGCTTCACGTGGGCGTTATCAATGCCCATGCC

N_R CTCGGCGAACAG

MccH_H101 | CATGGGCATTGATCACGCCAACGTGAAGCTCA

N_F CGCCGCTGCACGG

MccH_H101 | GCGGCGTGAGCTTCACGTTGGCGTGATCAATG

N_R CCCATGCCCTCGG

MccH_K103 | ATTGATCACGCCCACGTGCACCTCACGCCGCTG

H_F CACGGCCTCCCC

MccH_K103 | GCAGCGGCGTGAGGTGCACGTGGGCGTGATCA

H R ATGCCCATGCC

Sequences of restriction endonucleases recognition sites are shown in plain typeface and are
underlined; Sequences corresponding to ribosomal binding sites are highlighted in bold; Codons

corresponding to mutated amino acids are underlined and highlighted in bold.



