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Supplementary TABLE 1.

List of PCR primers used in this study

Primer name Primer sequence (5’ to 3°)

External primers for generating mutations in def:

CR26 (sense)” 5" GGAATTCCATATGGCAGTCGTACCC 3°
CR27 (antisense)’ 5" CCCAAGCTTTTAGTGACCGAACGG 3’
Internal primers for deletion mutations in insertion region of def:
CR23 (antisense) 5" TTAAACGCCCCAGCCATG 3’

CR25 (sense) 5> ACCGCGCAGGTGTGGTCATCAAT 3’
CR24 (antisense) 5> ACCACACCTGCGCGGTCCG 3°

CR88 (sense) 5 GCGGACCGCGCAGTGCTTGAGACCTC 3°

CR&7 (antisense) 5" GAGGTCTCAAGCACTGCGCGGTCCG 3°
CR105 (sense) 5> GACCGAGCACGCCGACGC 3’
CR106 (antisense) 5’ GCGTCGGCGTGCTCGGTC 3’

Internal primers for Arginine point mutants in insertion region of def:

CR60 (sense) 5> ACCGCCGCCCGACGG ¥’
CR61 (antisense) 5 GCGTCGGGCGGCGGTCAT 3’
CR62 (sense) 5> ATGACCGCCAAGCGACGC 3’
CR63 (antisense) 5* GCGTCGCTTGGCGGTCAT 3’
CR64 (sense) 5> ATGACCGCCGATCGACGC ¥’
CR65 (antisense) 5> GCGTCGATCGGCGGTCAT 3’
CR66 (sense) 5 CGCGCCCGCGGTGTGG 3’

CR67 (antisense)
CR68 (sense)
CR78 (antisense)
CR70 (sense)

5’ GCGGGCGCGGGCGAT ¥

5 CGCAAGCGCGGTGTGGTC 3°
5 GCGCTTGCGGGCTGTCATT 3°
5’ CGCGATCGCGGTGTGGTC 3’
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CR71 (antisense) 5" GCGATCGCGGGCGGTCAT ¥

CR72 (sense) 5 CGCCGAGCCGGTGTGGTC 3°

CR73 (antisense) 5> CCACACCGGCTCGGCG 3’

CR74 (sense) 5’ CCGCCGAAAGGGTGTGGTC ¥

CR75 (antisense) 5" GACCACACCCTTTCGGCGG 3’

CR76 (sense) 5’ CCCGCCGAGATGGTGTGGTC 3°

CR77 (antisense) 5" GACCACACCATCTCGGCGGG ¥

CK32: (sense) 5 CAATGACCGCCAAGAAGAAGGGTGTG 3’

PTO modified oligodeoxyribonucleotides:

PS-ODN***’: 5" GTCCTGGATGAGCGCGGG 3’

PS-ODN'™!!": 5> GCCGGGAACCGACAGACAGCCTTC 3’
PS-ODN"*%: 5 GATGACCACACCGCGTCGGCGGGCGGTCAT 3’
PS"-ODNF’**: 5> GATGACCACACCGCGTCGGCGGGCGGTCAT 3’
PS*-ODNAM’**: 5° CGGATTGATGACCACACCGCGTCGGCG 3’
PS-ODN'¥">*: 5> ATCAAGGTGCCCGGTTTCGTGCTG 3’
PS-ODN'"™"7: 5> TTAGTGACCGAACGGGTCGGGGTCCTCGCC 3’
PS®-ODN*"*®: 5> GATCACGACGCCGCGGCGGCGTGTGGTCTG 3’
PS®-ODN3"™17 5° TTAGTGCCCGAACGGATCGGGCACCTCACC 3’

®CR26 and CR27 were used as external primers for the amplification of def along with
mutation. GGAATTCCAT in CR26 and CCCAAGCTT in CR27 do not correspond to
genome sequence but has been introduced to incorporate Ndel and Hind 111 sites at 5° and 3’
ends respectively of the PCR amplified product.

®First base at 5’-end was PTO modified and last base at 3’-end was conjugated with
flourescein.

°All bases were PTO modified.
Antisense oligos designed based on M. smegmatis def sequence.
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-MSVLQVLHIPDERLRKVAKPVEEVN--—-- AEIQRIVDDMFETMYA----—--—-— EEGIG
-MAILNILEFPDPRLRTIAKPVEVVD----- DAVRQLIDDMFETMYE-—-——-—-—-—— APGIG
-MAVVPIRIVGDPVLHTATTPVTVAADGSLPADLAQLIATMYDTMDA--——-——-—- ANGVG
-MAVVPIRIVGDPVLHTATTPVTVAADGSLPADLAQLIATMYDTMDA-———-———— ANGVG
-MAVVPIRIVGDPVLHTPTQPVPVGDDGSLPADLGKLIADMYDTMDA-—-—————— AHGVG
-MAVVPIRIVGDPVLHTPTEPVPVGPDGSLPDDLPALIQDMFDTMDA-—-—————— ANGVG
-MAIAPIRIVGDPVLHTPTAPVQVAADGSLPANLNGLISTMYDTMDA--——-—-—-—-— AHGVG
MLTMKDIIRDGHPTLRQKAAELELPLTKEEKETLIAMREFLVNSQDEEIAKRYGLRSE!Q
.« e . * . . . . . e * - %
motif |

LAATQVDIHQRIIVIDVSENRDERL--—--—-—— VLINPELLEK--SGETG-IEEGCLSI
LAATQVNVHKRIVVMDLSEDKSEPR--—-————-—-— VFINPEFEPL--TEDMDQYQEGCLSV

LAANQIGCSLRLFVYDCAADRAMTARRRGVVINPVLETSEIPET--MPDPDTDDEGCLSV
LAANQIGCSLRLFVYDCAADRAMTARRRGVVINPVLETSEIPET--MPDPDTDDEGCLSV
LAANQIGVGLRVFVYDCADDRGLTERRRGVVVNPVLETSEIPET--MPDPDTDDEGCLSV
LAANQIGVAKRLFVYDCAPTRGQTTRRRGVVINPVLETSEVPET--MPDPDEDEEGCLSV
LAANQIGYGLRVFVYDCAEDCRQTARRRGVVINPILETSEIPET--MPDPDTDNEGCLSV
LAAPQINISKRMIAVLIPDDGSGKS------ YDYMLVNPKIVSHSVQEAYLPTGEGCLSV
*kk ko *. .. . *kkkk .

IR motif Il

PE-QRALVPRAEKVKIRALDRDGKPFELEADGLLAICIQHEMDHLVGKLFMDYLSPLKQQ
PG-FYENVDRPQKVRIKALDRDGNPFEEVAEGLLAVCIQHECDHLNGKLFVDYLSTLKRD
PG-ESFPTGRAKWARVTGLDADGSPVSIEGTGLFARMLQHETGHLDGFLYLDRLIGRYAR
PG-ESFPTGRAKWARVTGLDADGSPVSIEGTGLFARMLQHETGHLDGFLYLDRLIGRYAR
PG-ESFPTGRASWARVTGLDADGNPVSIEGHGLFARMLQHETGHLDGFLYLDRLIGRYAR
PG-ENFPTGRADWARVTGLDADGSPITLEGEDLFARMLQHETGHLDGFLYLDRLVGRYAR
PG-ESFPIGRAQWARVTGLDADGNPVTTEGTGLFARMLOHETGHLDGFLYLDYLIGRHAR
DDNVAGLVHRHNRITIKAKDIEGNDIQLRLKGYPAIVFQHEIDHLNGVMFYDHIDKNHPL

* R R Lk akkk kK Kk . k.
motif Il
RIRQKVEKLDRLKARA--——-—-————————
RIRKKLEKQHRQQA-—————————————=

NAKRAVKSHGWGVPGLSWLPGEDPDPFGH
NAKRAVKSHGWGVPGLSWLPGEDPDPFGH
SAKRAVKSHNWGVPGLSWMPGEGPDPFGH
AAKKAVKRNGWGVPGLSWMPGEVPDPFGH
SAKRAIKSRHWGVPGLSWMPGEVPDPFGP
QPHTDAVEV--—-—---—-—————————————

Supplementary Fig. 1.

Multiple sequence alignment of peptide deformylase from different bacteria
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Mutant

Supplementary Fig. 2.

Superimposed snapshots of wild-type and mutant mPDFs showing the dynamics of structural regions. A4,
Movement of side chain L107 (blue) with respect to residue R144 (green). In wild type R144 side chain changes
conformation after 4ns and stays in this conformation till the end, whereas in mutant only one conformation is present.
B, Movement of side chain L107 (blue) with respect to residue M145 (green).
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