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Supplementary Figure 1. Overwiew of the experimental and bioinformatic workflow.

A) Schematic Overview of the experimental workflow of cell harvest and co-affinity isolation. B)
Schematic Overview of the bioinformatic workflow used for the identification of co-purified proteins.
All steps are shown that have been applied to process the raw data received after LC-MS to identify the
co-purified proteins. The Peptide Spectrum Matches (PSMs) served as a semi-quantitative indicator.
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Supplementary Figure 2. Growth curves of alF deletion mutants and overproduction strains.

All cells were grown in triplicates under optimal growth conditions in complex media (all vector-
containing cultures in the presence of Novobiocin) and in 96-well plates. OD600 was measured
frequently, and average values and their standard deviations are shown. Dotted lines — plasmid-free
cultures, solid lines — plasmid-containing cultures, red lines — deletion mutants, black lines — wildtype,
grey line — wildtype with empty vector, orange line — wildtype with expression plasmid.
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Supplementary Figure 3. SDS-Page of the elution fractions 1 and 2 of Hisg-tagged alFs. The red
arrow indicates the overexpressed Hisg-tagged bait protein. Examples given are representative for three

biological replicates.

*The alF1AL overexpression construct contained the native 83 nucleotides long 3’-UTR after the ORF.

Without the UTR, alF1A1 was not detectable after overexpression.

** Here, a Tricine-based gel was used for better visibility of the alF1A2 protein.
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Supplementary Figure 4. Neighbor Joining (NJ) tree with 1000 bootstrap replications. The

bootstrap values (%) are shown at each node.
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Supplementary Figure 6. Overproduction of Hisg-tagged RNA polymerase subunits.

A) SDS-Page of the elution fraction 2 of indicated Rpo subunits. The red arrow indicates the
overexpressed Hisg-tagged bait protein. Examples given are representative for three biological replicates.
B) Growth curves of cultures of the wildtype and the strains overproducing the indicated Rpo subunit.
All cultures were grown in triplicates under optimal growth conditions in complex media (all vector-
containing cultures in the presence of Novobiocin) and 96-well plates. OD600 was measured frequently,
and average values and their standard deviations are shown.

* RpoD vyield after overproduction was very low.
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Supplementary Figure 7. Multiple sequence alignment of a/elF2p translation initiation factors
from selected archaea and eukaryotes, representing various phylogenetic lineages. The alignment
was generated using Clustal Omega at the website of the European Bioinformatics Institute
(www.ebi.ac.uk). Positions of increasing degrees of conservation are marked with .,
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Supplementary Table 1. Primers for generating and/or confirming H.Volcanii deletion

mutants

HVO_0136 P1 CCGACGCGCCGCCGACGCTGT

HVO_0136 P2 GCGGAGCTGGTCGGCAAGGTCTCGGCGGCTCTCGTT
HVO_0136 P3 AGCCGCCGAGACCTTGCCGACCAGCTCCGCCGCGAA
HVO_0136 P4 GACGACCTGTCCCTTGTCGTG

HVO_0359 P1 GGTTGAGGGAATCCGCAACG

HVO_0359 P2 GCATCGTTATCGCTCGCTCATTGGTGTGGTCACGC
HVO_0359 P3 ACCACACCAATGAGCGAGCGATAACGATGCAACAGGC
HVO_0359 P4 GTTCCGTCGGGCGATTCTG

HVO_0569 P1 CAGCCGCTCAGTGGATGTGC

HVO_0569 P2 GACGGCGAACTCGTCGGCGACGTTCCGTACCATGC
HVO_0569 P3 GTACGGAACGTCGCCGACGAGTTCGCCGTCTGAGC
HVO_0569 P4 CGCTCCCGGCGATGTACCAC

HVO_0699 P1 ACACCAAAACCCACCACAAGGTCGATATCTATG

HVO_0699 P2 TTCGCGGTGGTACTCGAGTTCGCCGGGGTCAGGCCA
HVO_0699 P3 GACCCCGGCGAACTCGAGTACCACCGCGAACGCAGC
HVO_0699 P4 GGGTCAGCTCGGCGACGCCC

HVO_1333 P1 ACGCGGGCGAGTCGCTGCC

HVO_1333 P2 GTCAGTCCCAGAAGCCGTCTGGCATCGCCCGAGGTTACG
HVO_1333 P3 ATGCCAGACGGCTTCTGGGACTGACGGGGTGGATTCCGGTT
HVO_1333 P4 GTCGCTCGGCTCCGACATCCTCG

HVO_1678 P1 TTCTCGGTTCAGTCGGCTTGCGG

HVO_1678 P2 TCGTTTTTACAGGTAGTCCATGCGCGGCAGTACG
HVO_1678 P3 GCGCATGGACTACCTGTAAAAACGAACGTCCGGCGG
HVO_1678 P4 CGGTCGGCCTCGCCGCCGCCG

HVO_1934 P1 CAGCTGCGAGACAGCGCGACGACG

HVO_1934 P2 GTCGTCCCACGCGCGACGTGTGGCATATCGTGACTTACGGC
HVO_1934 P3 GCCACACGTCGCGCGTGGGACGACTGAGTCGGGAGTGC
HVO_1934 P4 CGGTTTCGGGGCTCCGGTCGAGG

HVO_2242 P1 CGTGATTTCGTTCGGCAGCCCG

HVO_2242 P2 GACCGATTCAGGCCATAGGGGTTCGAGTGTCTGGC
HVO_2242 P3 CGAACCCCTATGGCCTGAATCGGTCGCACGCGTCG
HVO_2242 P4 CGGCTACAAGGCGCTCGACTCC

HVO_2706 P1 CCCATCTGCGAGGCGGGCCAGC

HVO_2706 P2 TCAGAACTCGATGACGGTCTCGTCTATCATACGAGAACGTCGCCGTATCG
HVO_2706 P3 ATGATAGACGAGACC GTCATCGAGTTCTGAGCGGGCGGCG
HVO_2706 P4 TCGGTTCCTCGTCAGTGACCGCGCC

HVO_A0637 P1

GTCCGCTGTTCTGGGAGACGACGGTAACCG

HVO_A0637 P2

TTACTGAATGTGGCCTTCATTTGACGAGGTCATCCACGATTCCCCTACAACAC

HVO_A0637 P3

ATGACCTCGTCAAATGAAGGCCACATTCAGTAATCATTTTCTCCGAAAGGAGAG

HVO_A0637 P4

GGGAACCAAGACGGCCGACGACGC

HVO_B0053 P1

GACGCTGGCCGACCGCTATC

HVO_B0053 P2

GGCGTCGTGAAGCGTTCGGAGCGCTTCGAGTTCTGC

HVO_B0053 P3

CTCGAAGCGCTCCGAACGCTTCACGACGCCTTCCC

HVO_B0053 P4 ACGACGCTCCGCCAGACTC

Probe 0359 for TCAACAAGATGGACGTCGTC

Probe 0359 rev ACTTCCTCGTGGTGCATCTC

Probe 0569 for CGTTCGCCCAGCGAGACACC

Probe 0569 rev GCCGCGTAGGCGTCGGCCAT

Probe 0966 for CACGAACGGGGGCGCACCGGTC
Probe 0966 rev GCGGTCGTCCATGCGAGAACTACGGG

Probe 1333 for

ACCCTTCACCCGCTCTCGAACGGCGTAGC

Probe 1333 rev

GCCGTCTGGCATCGCCCGAGGTTACG

Probe 1934 for

GCGTGGGACGACTGAGTCGGGAGTGC




Probe 1934 rev

CGGTTTCGGGGCTCCGGTCGAGG

Probe 2242 for GGACGCGCTCTCGCGGACGC
Probe 2242 rev CTGCGCGCCGGGCACGAAGA
Probe 2706 for CCCATCTGCGAGGCGGGCCAGC
Probe 2706 rev ATACGAGAACGTCGCCGTATCG
Probe A0637 for ACCCAACGACGAACCGGCGA
Probe A0637 rev CACGTGCGGTACTTCATGCG
Probe B0053 for TGAACATCACCGGAACGACC
Probe B0053 rev CTCCGAGGTCGTCGAGCAGC




Supplementary Table 2. Primers for generating expression vectors with Hisg-tagged

gene variants.

Oligo-His-Tag_for

CATGGGCCACCACCACCACCACCACGC

Oligo-His-Tag_rev

CATGGCGTGGTGGTGGTGGTGGTGGCC

Ncol_His_0117_for

TGATGCCCATGGGCCACCACCACCACCACCACGCCACTTCGCGCCTCCTT

Kpnl_0117 rev

GAATTGGGTACCTCAGTCGATGTAATCGAG

HVO_0136_His_Nhel_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGAGCGACGACGAGAACGAG

HVO_0136_Kpnl_rev

CGAATTGGGTACCGCTTACTGGATGTGACCTTCG

NcolH0136mit3UTRKpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCCAGCGACGACGAGAACGAGAG

NcolH0136mit3UTRKpnl_rev

GAATTGGGTACCGGCGAGATGAAAAGGGCACAGG

HVO_0699_His_Nhel_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGAAGTACAGCGGATGGCCT

HVO_0699_Kpnl_rev

CGAATTGGGTACCGTTACTCTTCGTCGCCGCTGC

Ncol_His_0966_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGGACGACCGCGTA

Ncol_His_0966_Kpni_rev

CGAATTGGGTACCGCTACGGTTCGGCCCGCGGC

Ncol_1333_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGCCAGACGGCGAGGCLCGC

Ncol_1333_Kpnl_rev

CGAATTGGGTACCGTCAGTCCCAGAACGACTGG

HVO_1678_His_Nhel_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGGACTACGACGACCAACTG

HVO_1678_Kpnl_rev

CGAATTGGGTACCGTTACAGATCGGGAATCGCTG

Ndel_His_1901_for

ACTAGGACCATATGCACCACCACCACCACCACGTGACGAAAAACCCACAA

1901_Kpnl_rev

GGCGAATTGGGTACCTCACTTGAGCGTCCC

Ncol_His_1934_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGCCACACGTCGCCACCGT

Ncol_His_1934_Kpnl_rev

CGAATTGGGTACCGTCAGTCGTCCCACGCCGCC

Ncol_His_1946_Kpnl_for

TGATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGTCGGAAGTCTGCTCGA

Ncol_His_1946_Kpnl_rev

CGAATTGGGTACCGTCACGCGACGTTGAACCCC

Nhel_1963_Kpnl_for

ACCACCACGCTAGCGGCATGTCCGACACTGATT

Nhel_1963_Kpnl_rev

CGAATTGGGTACCGCTATTTGCCCCAGAAGGGG

HVO_2242_His_Nhel_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGAGTATCAGACTGCGCTCGACCGA

HVO_2242_Kpnl_rev

CGAATTGGGTACCTCAGGCGAGTCGCGCGAACGC

Ncol_His_2300_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGGCGAAAGAGCAGAAGCA

Ncol_His_2300_Kpnl_rev

CGAATTGGGTACCGTTAGACGATCTTTCGCTGG

Ncol_His_2706_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGATAGACGAGACCATCGA

Ncol_His_2706_Kpnl_rev

CGAATTGGGTACCGTCAGAACTCGATGACGCCC

NcolHis_A0637_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCCAGTGAAAATCAAGGGCGTCG

NcolHis_A0637_Kpnl_rev

CGAATTGGGTACCTTACTGAATGTGGCCTTCGCGCCGAA

Ncol_H0346_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCGTAGACGTAAGCCAACACAA

Ncol_H0346_Kpnl_rev

CGAATTGGGTACCGTCATTCAATCACCAGTCGGTATACGACT

Ncol_His_0347_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGAACCGACAAGCG

Ncol_His_0347_Kpnl_rev

CGAATTGGGTACCGTTAGTCGTCCGCGGGTGCG

Ncol_H0348_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCGCTCAGGCACAGCGAGA

Ncol_H0348_Kpnl_rev

CGAATTGGGTACCGTTAGACCGCGTCCTTCAGTTCG

Ncol_His_0349_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGTCAATGCAGACA

Ncol_His_0349_Kpni_rev

CGAATTGGGTACCGTCAGTCATCGGATTCGACC

Ncol_His_0350_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCATGACTGATACCGAC

Ncol_His_0350_Kpni_rev

CGAATTGGGTACCGTCAGTCGTCGGACGGTTCG

Ncol_H1042_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCGAACTGCGGGTCATCGA

Ncol_H1042_Kpnl_rev

CGAATTGGGTACCGTTACGCGTCGATACCGGCGCGG

Ncol_H2781_Kpnl_for

GATGCCCATGGGCCACCACCACCACCACCACGCTAGCGGCGTAAACGACTTCCAGGTCGA

Ncol_H2781_Kpnl_rev

CGAATTGGGTACCGTTTAAACTTACAGTGCGACCTTCTCTTC




Supplementary Table 3. Co-isolated proteins with alF2 subunits.

v |22 |a
MW [kDa] Group Specification Genloci |Accession Description E E E ;
(= [¥]
29.5 Translation alFs HVO_0699 |DAGT46 |alF2a bait| + | + | +
14.9 Translation alFs HVO 1678 |DAGZP2 |alF2[B-1 bait
22.2 Translation alFs HVO_2242 |L9VAS4 |alF2p-2 + bait| +
43.9 Translation alFs HVO_1901 |DAGTD4 |alF2y + | + | + |bait
34.9 Translation alFs HVO 0966 |[L9USK7 |alF2Ba + +
65.3 Translation alFs HVO_1963 |D4GTI2 alF5B + +
45.6 Translation aEFs HVO_2413 |L9Veld aEFla + +
57.8 Translation aEFs HVO 2575 |L9V605 |aEFla-like protein +
80.4 Translation aEFs HVO 0356 |[L9UKO7 |aEF2 + +
24.8 Translation 305 rpS HVO_1145 |DAGWAS |30S rpS3Ae
23.3 Translation 305 rpS HVO_2544 |DAGTX6 |30S rpS5 +
13.4 Translation 305 rp5 HVO 2782 |[L9V5R1  |30S rpSil +
23.1 Translation 505 rpL HVO_2757 |P41199 505 rplLl +
25.6 Translation 508 rpL HVO_2561 |DAGTZ3 |50S rpl2 +
37.2 Translation 505 rplL HVO_ 2564 |[L9VSK9 505 rpl3
27 Translation 505 rpL HVO_2563 |DAGTZS |50S rpld
36.9 Translation 505 rpL HVO_2756 |P41198 505 rplL10
19.8 Translation 505 rpl HVO 0484 |DAGS24  |50S rpll0e
22.5 Translation 505 rpL HVO_0561 |L9UPTE 50S rplLl5e
20.2 Translation 505 rpL HVO_2545 |P50563 505 rplL18 +
12.7 Translation 505 rpl HVO_2779 |DAGWY3 |50S rplLlBe +
16.9 Translation 505 rpl HVQ_2559 |L9V5K3  |50S rpl22 +
17.1 Translation 505 rpL HVO_2543 |L9V5X1 505 rplL30 + +
81.2 Translation transferase  |HVO_2736 |Dacw7a [TRVA(Met) cytidine +
- acetyltransferase TmcA
108.8 Transcription RNAP-subunits |[HVO_ 0349 |D4GZX6 |rpoAl
46.1 Transcription RNAP-subunits |HVO_0350 |D4GZX7 |rpoA2
58.9 Transcription RNAP-subunits |[HVO_0347 |L9UK99 |rpoB2
11.7 Transcription regulator HVO 1133 |DAGWS85 |HTH domain protein
23.8 Transcription regulator HVO_A0121|Dagars |10 family transcription +
regulator
28 Transcription regulator HVQ_2108 |DAGUQS |lcIR family transcription regulator + | + | +
18.1 Transcription regulator HVO 1792 |Dacspe |-"P/AsnC family transcription '
regulator
8.3 Transcription regulator HVO 2723 |DAGWA4A7 |RNA-binding protein Lsm
19.9 Transcription regulator HVO_1727 |L9VGC6 |TATA-box-binding protein
19.8 Transcription regulator HVO_0163 |L9UFWS |Transcriptional regulator
28 Transcription regulator HVO 0179 |[L9UGUS |Transcriptional regulator +
27.5 Transcription regulator HVQ 2928 |[L9UK32 |Transcriptional regulator +
30.9 Transcription regulator HVO_2636 |L9V878 |Transcriptional regulator
15.2 Protein folding chaperone HVO_0450 |DAGRZ1 |Hsp20-type molecular chaperone
37.3 Replication and Repair  |repair HVO 0104 |Qas3zs |DTVA repsir and recombination +
protein RadA
246 Replication and Repair |repair HVO_2383 |lovege |D'VA repair and recombination +
protein RadB
69.6 Replication and Repair |replication HVO_0415 |DAGRV6 |Repair helicase UvrD +
34.6 Replication and Repair |replication HVO_0292 |L9UJUB |Replication factor A +
87.4 Replication and Repair |replication HVO 1571 |1ovega | YPe 2DNAtopoisomerase 6 v
subunit B
23.2 RNA turnover ribonuclease HVO_2438 |L9V6EL9 Ribonuclease H | +
50.1 RNA turnover ribonuclease HVO_2724 |L9V5P6 |Ribonuclease )
59.3 Protein turnover thermosome HVO 0455 |030560 |Thermosome subunit 2
55.2 Protein turnover thermosome HVO_0778 |Q9HHA2 |Thermosome subunit 3




Supplementary Table 4. The alF-alF interaction network.

1]
w % % o % % o % v |z |8 2 19 g

[TDV:] Genloci |Accession| Description |7 E E E -E -E E E g g g'h- g ﬁ T
10.8 |HVO_1946 |DAGTHS |[alFl bait
11.5 |HVO_0136 |[DAGZ79 |alF1Al bait
11.2 |HVO_A0637 |DAGRUS |alF1A2 + bait
29.5 |HVO_0699 [DAGT46 |alF2a bait| + + + + +
149 |HVO 1678 |D4GZP2 |alF2B-1 bait
22,2 |HVO_ 2242 |L9VAS4 alF2p-2 bait| +
43.9 |HVO 1901 (DAGTD4 |alF2y + + |bait
43.2 |HVO_ 1934 |[(DAGTG3 |alF2Bsu bait
34.9 |HVO_0966 |L9USK7 alF2Bx + + + |+ + + |Bait + + + +
30.7 |HVO_2706 |L9V7F9 alF2B6 + |bait
105 |HYO_1333 |DAGXK1 |elF4A-homolog bait
14.2 |HVO_2300 ([L9V7A1 alF5A bait
65.3 |HVO_1963 ([DAGTIZ alF5B + + + + + + + + + + |bait| +
23 HVO_ 0117 [DAGYW3 |alF6 bait




Supplementary Table 5. Overview of ribosomal proteins co-isolated with alFs.

(]

S 2| (|2 o |2 (8|2 o |w
MW [kDa]| Genloci |Accession Description % E E ] 3 E e E ﬁ ﬁ 'f?_ il b %

O T I = O R - ™ 5 P @ 7
28.3 HVO 2773 |L9V5L7  |30S ribosomal protein S2 +
33.4 HVO 2558 |DAGTZ0 |30S ribosomal protein $3 + + +
24.8 HVO 1145 |DAGWAS |30S ribosomal protein S3Ae + +
26.6 HVO 2552 |L9V7Y2  |30S ribosemal protein Sde + + + | +
23.3 HVO_ 2544 |DAGTX6 |30S ribosomal protein S5 +
22.6 HVO_ 0354 |LSUJRO  |30S ribosemal protein §7 +
11.5 HVO_0360 [L9ULL7  |305 ribosomal protein S10 +
13.4 HVO_ 2782 |L9V5R1  |30S ribosomal protein S11 + +
18.9 HVO_ 2784 |L95M6 |30S ribosomal protein S13 + +
17.5 HVO 1148 |L9UVI2 30S ribosomal protein 515 +
12.7 HVO_2555 |DAGTY7 |30S ribosomal protein S17 +
16 HVO 2560 [L9V659 |30S ribosomal protein S19P | + | + +
11.6 HVO_1896 |DAGTCYS |30S5 ribosomal protein S24e | +
23.1 HVO 2757 |P41199  |50S ribosomal protein L1 + + + |+ |+ |+ +
25.6 HVO_ 2561 |DAGTZ3 |50S ribosomal protein L2 + | + + + + +
37.2 HVO 2564 [L9V5K9  |50S ribosomal protein L3 + + + | + +
27 HVO 2563 |DAGTZS |50S ribosomal protein L4 + | + + + +
19.6 HVO 2548 [L9V5X7  |50S ribosomal protein L6 + +
36.9 HVO 2756 |P41198 |50S ribosomal protein L10 + + +
19.8 HVO 0484 |D4AGS24  |50S ribosomal protein L10e
16 HVO 2778 |DAGWY1 |50S ribosomal protein L13 +
22.5 HWVO 0561 [L9UPT6  |50S ribosomal protein L15e +
20.2 HVO 2545 |P50563  [50S ribosomal protein L18 +
12.7 HVO 2779 |DAGWY3 |50S ribosomal protein L18e
16.9 HVO 2559 |L9V5K3  [50S ribosemal protein L22 + + +
13.4 HWVO_2553 [L9V5Y5  |50S ribosomal protein L24 +
17.1 HVO 2543 |L9V5X1  [50S ribosemal protein L30 + + + + | + + +
25.8 HWVO_ 2547 |DAGTX9 |50S5 ribosomal protein L32e




Supplementary Table 6. All (non-metabolic) proteins co-purified with alFs.

o
s (5|5 e 5|52 (5 (%% (82|
MW [kDa] Group Genloci Accession Description T ; ; § -B -B E E BB | E E ﬁ
= ~n - N c 2 o =}
3
10.8 Translation HVO_1%46 DAGTHS alF1 bait
11.5 Translation HVO_0136 DAGZT79 alF1A-1 bait
11.2 Translation HVO_A0637 [D4GRUS alF1A-2 + bait
29.5 Translation HVO_0699 DAGT46 alF2a bait| + + + + +
14.9 Translation HVO_1678 DAGZP2 alF2p-1 bait
22.2 Translation HVO_2242 L9VASA alF2p-2 + bait| + +
43.9 Translation HVO_1901 D4GTD4 alFzy + + + | bait +
43.2 Translation HVO 1934 DAGTG3 alF2Bsu bait
34.9 Translation HVO_0966 L9USK7 alF2Ba + + + + + + |bait + + + +
30.7 Translation HVO_2706 L9VIF9 alF2B6 + [bait
104.5 Translation HVO_1333 DAGXK1 elF4A-hom. bait
14.2 Translation HVO_2300 LOV7AL alFsA bait
65.3 Translation HVO_1963 D4GTI2 alF5B + + + + + + + + + + |bait| +
23 Translation HVO 0117 L3u167 alFe bait
45.6 Translation HVO_2413 Lovel4 aEFla + + + + + + + + + + + +
57.8 Translation HVO_2575 LIVB05 aEFla-like protein + + + + + +
80.4 Translation HVO_0356 L9UKD7 aEF2 + + + + + + + + + + +
23.3 Translation HVO_2773 L9V5LT7 305 rps2 +
33.4 Translation HVO_2558 D4GTZO 305 rps3 + + +
24.8 Translation HVO_1145 DAGWAS 305 rpS3Ae + +
26.6 Translation HVO_2552 L9V7Y2 308 rpSde + + + +
23.3 Translation HVO_2544 DAGTX6 30S rpS5 + +
22.6 Translation HVO_0354 L9UJRO 305 rps7 + + +
115 Translation HVO_0360 L9ULL? 30S rps10 + +
13.4 Translation HVO_2782 L9V5R1 308 rpS11 + +
13.9 Translation HVO_2734 L9V5ME 305 rpsi3 + +
17.5 Translation HVO_1148 Louvi2 30S rpsS15 +
12.7 Translation HVO_2555 D4GTY7 30S rps17 +
16 Translation HVO_2560 L9V659 308 rpS19P + + +
11.6 Translation HVO_1836 D4GTCY 308 rpS24e +
23.1 Translation HVO_2757 P41199 50S rpLl + + + + + + + + +
25.6 Translation HVO_2561 D4AGTZ3 505 rpL2 + + + + + + + + +
37.2 Translation HVO_2564 L9V5K9 508 rpL3 + + + + + +
27 Translation HVO_2563 DAGTZ5 50S rpl4 + + + + + +
1.6 Translation HVO_2548 L9WSX7 50S rpLe + +
36.9 Translation HVO_2756 P41198 50S rpL10 + + + +
15.8 Translation HVO_0484 D4G524 508 rpL10e +
16 Translation HVO_2778 DAGWY1 50S rpL13 +
22.5 Translation HVO_0561 LSUPTE 50S rpLlse +
20.2 Translation HVO_2545 P30563 50S rpL18 + +
12.7 Translation HVO_2779 DAGWY3 508 rpL18e + + +
16.9 Translation HVO_2559 L9V5K3 50S rplL22 + + + + + +
13.4 Translation HVO_2553 L9VSYS 50S rpL24 +
17.1 Translation HVO_2543 LIVEX1 505 rpL30 + + + + + + + +
25.8 Translation HVO_2547 DAGTX9 508 rpL32e +
81.2 Translation HVO_2736 DAGWT3 tRNA(Met) cytidine acetyltransferase TmcA + + +
40.5 Translation HVO_0911 D4GUZ0 GTP-binding protein Drg +




o
s (5|5 e 5|5 e (5 (%% (82|
MW [kDa] Group Genloci Accession Description T ; ; § -B -E E E S8 |5 E E ﬁ
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108.8 Transcription HVO_0349 DAGZXE rpoAl + + + + + + +
46.1 Transcription HVO_0350 DAGZXT rpoA2 +
67.7 Transcription HVO_0348 LIuIM2 rpoBl +
58.9 Transcription HVO_0347 L9UK99 rpoB2 + + + + + + +
28.1 Transcription HVO_2781 Lavsw2 rpoD + +
13.6 Transcription HVO_2748 DAGWA3Z rpoF +
8.5 Transcription HVO_0346 DAGZIX3 rpoH +
10.4 Transcription HVO_1042 D4GVLE rpoL +
16.9 Transcription HVO_202% L9vBeJ7 AsnC family transcriptional regulator + +
13.5 Transcription HVO_A0135 |D4GQGA HTH domain protein +
117 Transcription HVO_1133 DAGWES HTH domain protein + + + + + +
23.4 Transcription HVO_1695 D4H040 HTH domain protein + + + +
23.8 Transcription HVO_A0121 |D4GQF3 HTH-10 family transcription regulator + + + +
28 Transcription HVO_1501 DAGYET HTH-type transcriptional regulator GIpR + +
284 Transcription HVO_B0114  |D4GPBS IcIR family transcription regulator + + + + +
28.1 Transcription HVO _B0201  |D4GPK2 IcIR family transcription regulator +
27.9 Transcription HVO_A0583 |D4GRP3 IR family transcription regulator + + +
28 Transcription HVO_2108 DaGUas IcIR family transcription regulator + + + + + + + + + + + +
18.5 Transcription HVO_B0066  |DAGP63 Lrp/AsnC family transcription regulator + +
18.1 Transcription HVO 1792 D4GSB6 Lrp/AsnC family transcription regulator + + + + + + + +
16.9 Transcription HVO_0240 D4AGZIS Lrp/AsnC family transcription regulator +
11.4 Transcription HVO_2869 DAGXHE PadR family transcription regulator + + +
13.6 Transcription HVO_0730 D4GTI3 PadR family transcription regulator RosR +
13.1 Transcription HVO_1090 D4GEW09 Putative transcription factor +
8.3 Transcription HVO_2723 D4GWA7 RNA-binding protein Lsm + + + +
25.1 Transcription HVO_0819 DAGUE2 SirR/DtxR family transcription regulator SirR + + + +
19.9 Transcription HVO_1727 LIVGCE TATA-box-binding protein + + + +
20.3 Transcription HVO 0158 DAGZA2 TATA-box-binding protein 1 +
23.7 Transcription HVO_2067 DAGUB0 TetR family transcription regulator +
21.6 Transcription HVO_A0161 |L9V476 TetR family transcriptional regulator +
19.8 Transcription HVO_0163 LIUFWS5 Transcriptional regulator + + + + + + + + +
28 Transcription HVO_0179 LOUGUS Transcriptional regulator + + + + + + + +
27.5 Transcription HVQ_2928 L9UK32 Transcriptional regulator + + + + + + + + + + +
39 Transcription HVO_0568 L9UNS9 Transcriptional regulator +
30.9 Transcription HVO_2636 L9V378 Transcriptional regulator +
15.2 Transcription HVO_1360 D4GXQl TrmB family transcription regulator +
39.3 Transcription HVO_ 2688 DaGvaz2 TrmB family transcription regulator TrmB +
20.6 Transcription HVO_1174 L9uUT88 Transcription factor £ + +
35 Protein folding HVO_0329 L9UK29 Branched-chain amino acid aminotransferase +
67.2 Protein folding HVO_1550 L9VEID Chaperone protein Dnak + +
15.2 Protein folding HVO_0450 DAGRZ1 Hsp20-type molecular chaperone +
46.6 Protein folding HVO_0321 DAGZVO Peptide chain release factor subunit 1 + + +
48.1 Replication and Repair  |HVO_0853 DAGUKOD DNA double-strand break repair protein Mrell] + + +
100 Replication and Repair _ |HVO_0854 D4GUKL DNA double-strand break repair RadS0 ATPase| + + [+ +
78.7 HVQ_0551 L9UMBL DNA mismatch repair protein MutL + +
99.2 HVO_0552 DAGSES DNA mismatch repair protein Muts + + + + +
37.3 Replication and Repair  |HVO_0104 Q43328 DNA repair and recombination protein RadA + + + + + + + +
24.6 Replication and Repair  |HVO_2383 L9V6GE DNA repair and recombination protein RadB + + + + + + [ + + +
76.8 Replication and Repair  |HVO_1723 LIVEI9 Putative DNA helicase Rad25 + + + + +
94.8 tion and Repair  [HVO_1573 DAGZ02 DNA gyrase subunit A + + +
150.5 HVO_0858 L9uUs19 DNA polymerase B1 + +
26.7 Replication and Repair  |HVO_0175 DOVWYS DNA polymerase sliding clamp +
108.6 Replication and Repair  |HVO_0393 Laulie Excinuclease ABC subunit A +
76.3 Replication and Repair  |HVO_0283 L9UKT7 Helicase AshA +
42.4 Replication and Repair  |HVO_1537 D4GYI1 Orcl-type DNA replication protein + +
42.2 Replication and Repair _ |HVO_0154 LsuGwz2 ORCl-type DNA replication protein + + + + +
24 Replication and Repair  |HVO_3014 D4GYC9 Origin-associated GTP-binding protein + +
69.6 Replication and Repair  |HVO_0415 DAGRVE Repair helicase UvrD + +
34.6 Replication and Repair  |HVO_0292 L3uJus Replication factor A + +
53.4 ication and Repair  |HVO_2427 D4GSNL Replication factor C large subunit +
36.2 tion and Repair  |HVO_0203 L9uGo8 Replication factor € small subunit +
51 tion and Repair  |HVO_0519 DAGS55 Replication protein A +
41.8 ition and Repair _ |HVO_1570 L9VEUG Type 2 DNA topoisomerase 6 subunit A + +
87.4 Replication and Repair  |HVO_1571 L9VEGA Type 2 DNA topoisomerase 6 subunit B + + +
75.4 RNA turnover HVO_0783 LIUNA4 ATP-dependent protease Lon +
23.2 RNA turnover HVO 2438 L9V6L9 Ribonuclease H | +
50.1 RNA turnover HVO 2724 L9V5P6 Ribonuclease J + + + +
25.6 RNA turnover HVO_1094 D4AGWI15 Ribonuclease P protein component 3 + + +
50.3 RNA turnover HVO_0388 LIuJI9 Ribonuclease R + + + + + +
RNA turnover HVO 0144 L9UHJ9 Ribonuclease 7 + + + + +
HVO_0829 D4GUG3 Peptidase 59 family protein + + +
HVO_1091 Qsvave Proteasome subunit alpha 1 +
HVO_ 23923 Qsvavs Proteasome subunit alpha 2 +
HVO_1562 L9VFN7 Proteasome subunit beta +
LsuaQ37 Proteasome-activating nucleotidase +
HVO_0455 030560 Thermosome subunit 2 + + + + + + + + +
HVO 0778 QSHHAZ Thermosome subunit 3 + + + + + + + + +




Supplementary Table 7. The RNA polymerase subunits interaction network.
RpoD is shown in brackets as the yield after overproduction was very low.

Mw Genloci |Accession |Description -:g, -:g, -:gn -E. 2 | o
[kDa] BNk (0|2 ||
108.8 |HVO 0349 |DAGZX6 |rpoAl bait| + | + | + | + | + | +
46.1 |HVO_0350 |DAGZIXT |rpoA2 + |bait| + | + | + | + | +
67.7 |HVO_0348 |L19UIMZ |rpoBEl + |bait| + + | +
58.9 |HVO 0347 |L9UK9S |rpoB2 + + |bait| + | + | +
28.1 |HVO_27B1|L9V5W2 |rpoD + | + + |bait| + | +
8.5 HVO 0346 |DAGZX3 |rpeoH + | + | + bait| +
10.4 |HVO_1042 |DAGVLE |rpol + |+ | + | + + |bait
7.3 HVO_2776 |DAGWXS |rpoN + | + | + | + + | +
5.1 HWVO 0653 [LSUMKG |rpoP + + | + + | +
13.6 |HVO_2748 |DAGWA3 |rpoF +

Supplementary Table 8. Overview of alFs co-isolated with RNA polymerase subunits.
RpoD is shown in brackets as the yield after overproduction was very low.

MW T O |5 |B E - |2
Genloci Accession |Description|Q |2 |& | |2 |2 °
[kDa] b (Nee (e |82 (T

10.8 HVO_1946 DAGTHS |alFl
11.5 HVO_0136 DAGZ79 |alF1A-1
11.2 | HVO_A0637 | DAGRULS |alFlA-2
29.5 HVO_0699 DAGTAG  |alF2e +
14.9 HVO_1678 DAGZP2 |alF2B-1
22.2 HVO 22437 L9VAS4  |alF2B-2
43.9 HVO_1901 DAGTDA  |alF2y
43.2 HVO_1934 D4GTGS  |alF2Bsu
34.9 HVO_0966 LOUSKY  |alF2Ba + |+ |+ |+ |+ |+ ]|+
30.7 HVO_2706 L9V7F9 |alF2B&
104.5 HVO 1333 DAGXK1 |elF4A-hom.
14.2 HWVO_2300 L9%7A1 |alF5A
B65.3 HVO_1963 D4GT)2  |alF5B + |+ | + | + + | +
22.98 HVO 0117 DAGYW3 |alF6




Supplementary Table 9. Overview of RNA polymerase subunits co-isolated with alFs.

[11]

MW o (T2 (F (5255282 (2|
[kDa] Genloci Accession |Description| T E E ;m" _E _E E E ? § :5?_ E E T
108.8 HVO_0349 DAGZX6 rpoAl + [ + + + + | +
46.1 HVO_0350 |DAGZX7Y rpoA2 + + + +

67.7 HVO_0348 LIuUIm2 rpoBl + +

58.9 HVO_0347 |L9UK99 rpoB2 + + + + + [+ |+
28.1 HVO_ 2781 LIV5EW2 rpoD + +

8.5 HVO 0346 |DAGZX3 rpeH +
13.7 HVO_ 2748  |DAGWAS rpoF +
10.3 HVO 1042 DAGWVLE rpol +




Supplementary Table 10. All (non-metabolic) proteins co-purified with RNA polymerase
proteins.
Transcription factors that were also co-isolated with alFs as baits are marked grey-blue.

MW Genloci Accession Description ;8}, ?2, _'éu ?U s |8 |3
[kDa] = v = N A N
108.8 |HVO 0349 DAGZX6 DNA-directed RNA polymerase subunit A1 + |+ |+ |+ |+ ]| ]|+
46.1 HVO_0350 DAGZXT DNA-directed RNA polymerase subunit A2 + |+ |+ |+ |+ |+ |+
67.7 HVO 0348 LguIM2 DNA-directed RNA polymerase subunit B1 + |+ |+ |+ + | +
58.9 HVO 0347 L9UK99 DMNA-directed RNA polymerase subunit B2 + |+ |+ |+ |+ |+ |+
28.1 HVO_2781 LIVoW2 DNA-directed RNA polymerase subunit D + |+ |+ |+ + | +
8.5 HVO 0346 DAGZX3 DNA-directed RNA polymerase subunit H + |+ |+ |+ + | +
10.4 HVO_1042 DAGYLE DNA-directed RNA polymerase subunit L + |+ | + | + + | +
7.3 HVO 2776 DAGWXS5 |DNA-directed RNA polymerase subunit N + |+ |+ |+ + | +
5.1 HVO 0653 LSUMEKB DNA-directed RNA polymerase subunit P + + | + + | +
13.6 HVO_2748 DAGWA3 |DNA-directed RNA polymerase subunit F +
29.5 HVO 0699 DAGT46 Translation initiation factor 2 subunit alpha +
43.2 HVO_1934 DAGTG3 Translation initiation factor alF-2B alpha subunit
34.9 HVO_0966 LSUSKT Translation initiation factor IF-2B subunit delta + |+ |+ |+ |+ |+
85.3 HVO_1963 DAGTI2 Translation initiation factor alFSB + |+ | +
28.3 HVO_2110 L9VIMO0 ArcR family transcription regulator
67.2 HWVO_1590 L9VEID Chaperone protein Dnak +
17.7 HVO_0766 LIUNST Hsp20-type molecular chaperone +
12.6 HVO 1116 DAGWS55 HTH domain protein +
11.7 HVO_1133 DAGWES HTH domain protein + + |+ |+ |+ |+
13.8 HWO_0962 DAGVe9 HTH domain protein
23.4 HVO_ 1695 D4AH040 HTH domain protein + + + + +
23.8 HVO A0121 |DAGQF3 HTH-10 family transcription regulator
28 HVO_1501 DAGYET HTH-type transcriptional regulator GIpR + + | +
15.2 HVO 0450 DAGRZ1 Hsp20-type molecular chaperone +
28 HVO_2108 D4GUQS  [IcIR family transcription regulator + |+ |+ |+ |+ |+ |+
27.9 HVO_A0583 |DAGRP3 IcIR family transcription regulator + +
28.4 HVO B0114 |DAGPBS IcIR family transcription regulator + | + | + + | +
28.1 HVO_B0201 |DAGPK2 IcIR family transcription regulator +
18.1 HVO 1792 DAGSBG Lrp/AsnC family transcription regulator + + | + + | +
18.5 HVO_B006G |DAGP&3 Lrp/AsnC family transcription regulator +
11.4 HVO 2869 DAGXHB PadR family transcription regulator + + +
25.1 HVO 0819 DAGUE2 SirR/DtxR family transcription regulator SirR + + | + + | +
19.8 HVO_0163 LSUFWS5 Transcriptional regulator + + |+ |+ |+ |+
238 HVO 0179 LSUGUS Transcriptional regulator + + | + + | +
15.2 HVO_1360 DAGXQl  [TrmB family transcription regulator +
39 HVO_0568 LIUNS9 Transcriptional regulator +
27.5 HVO 2928 L9UK32 Transcriptional regulator + + |+ |+ | + |+
30.9 HVO_2636 L9VE78 Transcriptional regulator +
43.1 HVO 0853 DAGUKD DNA double-strand break repair protein Mrell +
100 HVO_0854 DAGUKL DMNA double-strand break repair Rad50 ATPase + + + | +
94.8 HWVO_ 1573 DAGZ02 DMA gyrase subunit A +
99.2 HWO 0552 DAGSES DNA mismatch repair protein MutS + + + +
150.5 |HVO_0858 L9519 DNA polymerase B1 +
37.3 HVO 0104 Q48328 DNA repair and recombination protein RadA + + +
24.6 HVO 2383 LIVEGE DMNA repair and recombination protein RadB + +
53.2 HVO_A0441  [L9VPTE DNA repair helicase Rad25 +
76.8 HVO 1723 LIVESS Putative DNA helicase Rad25 + + |+ | + +




33.4 HVO_ 2558 DAGTZ0 305 ribosomal protein S3

26.6 HVO 2552 LIVTY2 305 ribosomal protein S54e + + | +

23.3 HVO_2544 DAGTX6 305 ribosomal protein S5 +

13.6 HVO 2373 DAGWM1L |30S ribosomal protein S8e +

11.5 HVO_0360 LSULLY 305 ribosomal protein 510 + + +

18.9 HVO_ 2784 L9V5MB 305 ribosomal protein 13

16 HVO 2560 L9V659 305 ribosomal protein S19P + | + +

11.6 HVO_1896 DAGTCS 305 ribosomal protein 524e +

23.1 HVO 2757 P41199 505 ribosomal protein L1 + | + | +

25.6 HVO 2561 DAGTZ3 505 ribosomal protein L2 + | + | +

37.2 HVO_2564 LIV5KS 505 ribosomal protein L3 + | + | +

27 HVO_ 2563 DAGTZS 505 ribosomal protein L4 + | +

36.9 HVO_2736 P41198 505 ribosomal protein L10 + | + +

19.8 HVO 0484 DAGS24 505 ribosomal protein L10e +

16.8 HVO 2758 PA1200 505 ribosomal protein L11 + + | + | + +
17.8 HVO_2542 L9V7WE  |50S ribosomal protein L15 +

22.5 HVO 0561 LSUPTE 505 ribosomal protein L15e +

16.9 HVO_2559 L9V5K3 505 ribosomal protein L22 + | +

13.4 HVO_ 2553 L9V5Y5 505 ribosomal protein L24 +

17.1 HVO 2543 L9VaX1 505 ribosomal protein L30 + + | + + | +
25.8 HVO_2547 DAGTXS 505 ribosomal protein L32e + |+ |+

57.8 HVO_ 2575 L9V605 Elongation factor aEF-1 subunit alpha-like protein + + | + +
45.6 HVO_2413 L9V6J4 Elongation factor 1-alpha + + | + +
30.4 HVO_0356 L3UKO7 Elongation factor 2 + + [+ | + +
28.9 HVO 1284 DAGXBA GTP cyclohydralase 11 + + | + +
33.5 HVO_2348 DAGWI7  |GTP cyclohydraolase MptA +
67.4 HVO 0829 DAGUG3 Peptidase 59 family protein +

48.7 LsuQa7 Proteasome-activating nucleotidase

46.6 HVO_0321 DAGZV0 Peptide chain release factor subunit 1 + + +

23.6 HVO 1931 DAGTGO Probable GTP-binding protein EngB + +

8.3 HVO_2723 DAGWAY  |RMA-binding protein Lsm + +

59.3 HVO_0455 030560 Thermosome subunit 2 + + + | +
55.2 HVO 0778 Q9HHAZ  [Thermosome subunit 3 + + +

14.3 HWO_3013 DAGYCT Origin-associated protein +
42,2 |HVO 0194 L3UGW2  |ORC1-type DNA replication protein + + + | +
42.4 HWO_1537 DAGYIL Orcl-type DNA replication protein

86.6 HVO 1703 DAHOD48 Putative DEAD/DEAH box helicase +

23.2 HVO 2438 L9V6LI Ribonuclease H + + |+ |+ |+
50.1 HVO_2724 L9VSPB Ribonuclease | + + +
25.6 HVO_ 1094 DAGWI15  |Ribonuclease P protein component 3 + + |+ |+ | +
50.3 HVO_0388 LUl Ribonuclease R + + | + + | +
34.1 HVO 0144 LSUHIS Ribonuclease Z + + | + + | +
19.9 HVO 1727 L9VGLCH TATA-box-binding protein + |+ |+ | +




