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Additional methodological information

1. Original thesis lacks information about the origins and concentrations of inhibitors
used in experiments. The table below adds the necessary information about the

inhibitors.
Inhibitor Manufacturer Cat.number | Target Method Concentration
protein/activity

Ganetespib MedChemExpress | HY-15205 Hsp90 NanoDSF | 20 uM

Ganetespib MedChemExpress | HY-15205 Hsp90 ADP-Glo | 2 uM
Assay

Staurosporine | MedChemExpress | HY-15141 Protein kinases ADP-Glo | 2uM
Assay

NMS-873 MedChemExpress | HY-15713 VCP/p97 ATPase | ADP-Glo | 2 uM
Assay

VER-155008 | MedChemExpress | HY-10941 Hsp70 ADP-Glo | 2uM

Assay



2. Original thesis lacks information about the origins and concentrations of
nucleotides (ATP, ADP) used in experiments. The table below fixes the issue.

Nucleotide Manufacturer Cat.number Method Concentration
UltraPure ATP  Promega V9101 ADP-Glo 100 uM

from ADP-Glo Assay

Assay kit

UltraPure ATP  Promega Vo101 NanoDSF 100 uM

from ADP-Glo

Assay kit

ADP from ADP-  Promega Vo101 ADP-Glo 0.001-50 uyM
Glo Assay kit Assay (standard curve)
ADP from ADP- | Promega V9101 NanoDSF 100 uM

Glo Assay kit

3. The thesis lacks information about the origins, amino acid sequences, and
concentrations of positive and negative controls used in experiments. Below is the
necessary information about the proteins used in the study.

Construct of human heat shock protein 70 (hsHsp70)
His tag-hsHsp70 fusion
Expressed in E.coli, purified by Ni-NTA (Nickel-Nitrilotriacetic acid) affinity chromatography.

Concentration in ADP-Glo Assays 1 uM, except for the experiment on p.55—here 20 uM was
used. For calibration experiments the concentrations are stated in Results.

671 Amino Acids

MRSGSHHHHHHRSDITSLYKKAGSENLYFQSAKAAAIGIDLGTTYSCVGVFQHGKVEITA
NDQGNRTTPSYVAFTDTERLIGDAAKNQVALNPQNTVFDAKRLIGRKFGDPVVQSDMK
HWPFQVINDGDKPKVQVSYKGETKAFYPEEISSMVLTKMKEIAEAYLGYPVTNAVITVP
AYFNDSQRQATKDAGVIAGLNVLRIINEPTAAAIAY GLDRTGKGERNVLIFDLGGGTFDV
SILTIDDGIFEVKATAGDTHLGGEDFDNRLVNHFVEEFKRKHKKDISQNKRAVRRLRTAC
ERAKRTLSSSTQASLEIDSLFEGIDFYTSITRARFEELCSDLFRSTLEPVEKALRDAKLDKA
QIHDLVLVGGSTRIPKVQKLLQDFFNGRDLNKSINPDEAVAY GAAVQAAILMGDKSENV
QDLLLLDVAPLSLGLETAGGVMTALIKRNSTIPTKQTQIFTTYSDNQPGVLIQVYEGERA
MTKDNNLLGRFELSGIPPAPRGVPQIEVTFDIDANGILNVTATDKSTGKANKITITNDKGR
LSKEEIERMVQEAEKYKAEDEVQRERVSAKNALESYAFNMKSAVEDEGLKGKISEADK
KKVLDKCQEVISWLDANTLAEKDEFEHKRKELEQVCNPIISGLY QGAGGPGPGGFGAQG
PKGGSGSGPTIEEVD



Construct of human CKle 1-321 (hs CKle 1-321)

Truncated hsCKle 1-321 without C-terminal regulatory domain provided by Vitézslav Bryja
(Faculty of Science, Masaryk University, Brno, Czech Republic)

Concentration in ADP-Glo Assays 2 nM.
372 Amino Acids

MAYPYDVPDYASGRIFYPYDVPDYAGYPYDVPDYAGSYPYDVPDYAAQCGRELRVGNK
YRLGRKIGSGSFGDIYLGANIASGEEVAIKLECVKTKHPQLHIESKFYKMMQGGVGIPSIK
WCGAEGDYNVMVMELLGPSLEDLFNFCSRKFSLKTVLLLADQMISRIEYIHSKNFIHRD
VKPDNFLMGLGKKGNLVYIIDFGLAKKYRDARTHQHIPYRENKNLTGTARYASINTHLGI
EQSRRDDLESLGYVLMYFNLGSLPWQGLKAATKRQKYERISEKKMSTPIEVLCKGYPSE
FSTYLNFCRSLRFDDKPDYSYLRQLFRNLFHRQGFSYDYVFDWNMLKFGAARNPEDVD
RERREHEREERMGQLRG

Construct of Homo sapiens histone deacetylase 11 (hsHDAC11)
StrepTag-Flag-Tag-HALO-Tag-hsHDACI11 fusion

Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

782 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGEIGTGFP
FDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIG
MGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGI
AFMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDQNVFIEGTLPMGVVRPLTEVEMD
HYREPFLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLI
PPAEAARLAKSLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISGEPTTEDLYFQSD
NAJASEFCRYPAQWRPLESSRHNQTSLYKKAGSENLYFQSGLHTTQLYQHVPETRWPIVY
SPRYNITFMGLEKLHPFDAGKWGKVINFLKEEKLLSDSMLVEAREASEEDLLVVHTRRY
LNELKWSFAVATITEIPPVIFLPNFLVQRKVLRPLRTQTGGTIMAGKLAVERGWAINVGGG
FHHCSSDRGGGFCAYADITLAIKFLFERVEGISRATIIDLDAHQGNGHERDFMDDKRVYIM
DVYNRHIYPGDRFAKQAIRRKVELEWGTEDDEYLDKVERNIKKSLQEHLPDVVVYNAG
TDILEGDRLGGLSISPAGIVKRDELVFRMVRGRRVPILMVTSGGYQKRTARITADSILNLFG
LGLIGPESPSVSAQNSDTPLLPPAVP



Construct of Chlamydomonas reinhardtii histone deacetylase 11 (chrHDAC11)
StrepTag-Flag-Tag-HALO-Tag-chrHDACI1 fusion

Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

851 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGEIGTGFP
FDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIG
MGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGI
AFMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDQNVFIEGTLPMGVVRPLTEVEMD
HYREPFLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLI
PPAEAARLAKSLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISGEPTTEDLYFQSD
NAJIASEFCRYPAQWRPLESSRHNQTSLYKKAGSENLYFQGGGTMSLARQHLRLYGWQA
VVADRGYDGAQHGTAAGAWGQRVTAAPAHVRGVACGAAPFPPAAAAPGAHPPPAARL
GASLPVVYHPDYSAPVMPPGHRFPMAVFRRIYELVLEEGIAAPHQIHVPPRLPPDEELLLV
HDPDYLALFSSGRLDEERVRRIGFGPAVTRSEVLVRRTKAEVAGTLLTARLALSGGLAVN
TAGGTHHAFPSHGSGYCILNDLAVTAEVLLAEGAVRRVLVLDLDVHQGDGTAFIFRDRPD
VFTLSVHAASNFPARKQRSTLDIALPDGTPDAVYLARVAEILPAVLRDFKPDLVLYDAGV
DPHVDDALGRLALTDAGLARRERLVLDTCLGWGVPVAGYVGGGYDDDLDLLARRHLH
LHRAAAELWRGYGLGGGGLGGAAGESGEGGVGEGHQREGRGER

Construct of Euryarchaeota archaeon histone deacetylase 11 (eaHDAC11)
StrepTag-Flag-Tag-HALO-Tag-eaHDACI11 fusion

Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

778 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGEIGTGFP
FDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIG
MGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGI
AFMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDQNVFIEGTLPMGVVRPLTEVEMD
HYREPFLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLI
PPAEAARLAKSLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISGEPTTEDLYFQSD
NAIASEFCRYPAQWRPLESSRHNQTSLYKKAGSENLYFQGGGTMRSGTPPPWLEDEDDP
SPLKSPLSIWYHDLYTMGIDPTARFPRDRYKMLEERIRGAQLPSPIEFREPGPASEDDLLRV
HGPDYVDRFLGGRLSDREINRIGLKPWRSSFAQRTLLIMGGSISALEHVFQHGGISGNMA



GGTHHSHADFGSGYCVFNDIAICAKIALEREDVERVAVLDLDVHQGDGTAATLRDTPGA
LTVSVHCEANFPFRKVASDFDLPLPAGAGDSEYLDRVQEGLDIVSGFSPDVLLFQAGVDA
LASDALGKLKVSRSGMRLRNQMVLSHVVDQGLPCVIFMGGGYSDPIKHTVDAFLDLFT
DAAIANGRMQRTTGLEGRHRESEAV

Construct of Leptospira interrogans histone deacetylase 11 (liHDAC11)
StrepTag-Flag-Tag-HALO-Tag-1iHD11 fusion

Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

Abbreviated to iIHDACI11 in Figure 25 and 29.

739 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGEIGTGFP
FDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIG
MGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGI
AFMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDQNVFIEGTLPMGVVRPLTEVEMD
HYREPFLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLI
PPAEAARLAKSLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISGEPTTEDLYFQSD
NAIASEFCRYPAQWRPLESSRHNQTSLYKKAGENLYFQGGGTMEKHLERIGLVYHPDYN
LDLGPHVFPARKYQMVYDLVKRDSKLSNLYIYKPDLAKTKDLSLVHTQEFLDDFFSLNIT
ERTQYSELPLTKQIVHSFVLAVGGTILSMELAQKYKFVYHIGGGFHHSMPDRAEGFCYLN
DAAIASKLYQKEYPDKKILFIDLDLHQGNGNSFIFQNDPDVFTFSMHQENLYPKKEKSDL
DISLEEGIGDKEYLELLEKSLRKIESDFKPDLIFYIAGADPFEGDSLGDLKLTFQGLRKRDQ
IVRDFAYSLNDTRVVILPAGGYAKDFYDTVTIHYNTIKIFAAD

Construct of Mus musculus histone deacetylase 11 (mmHDAC11)
StrepTag-Flag-Tag-HALO-Tag-mmHD11 fusion

Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

783 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGEIGTGFP
FDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIG
MGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGI
AFMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDQNVFIEGTLPMGVVRPLTEVEMD



HYREPFLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLI
PPAEAARLAKSLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISGEPTTEDLYFQSD
NAIASEFCRYPAQWRPLESSRHNQTSLYKKAGSENLYFQSTMPHATQLY QHVPEKRWPIV
YSPRYNITFMGLEKLHPFDAGKWGKVINFLKEEKLLSDGMLVEAREASEEDLLVVHTRR
YLNELKWSFVVATITEIPPVIFLPNFLVQRKVLRPLRTQTGGTIMAGKLAVERGWAINVGG
GFHHCSSDRGGGFCAYADITLAIKFLFERVEGISRATIIDLDAHQGNGHERDFMGDKRVYI
MDVYNRHIYPGDRFAKEAIRRKVELEWGTEDEEYLEKVERNVRRSLQEHLPDVVVYNA
GTDVLEGDRLGGLSISPAGIVKRDEVVFRVVRAHDIPILMVTSGGY QKRTARITADSILNL
HDLGLIGPEFPCVSAQNSGIPLLSCAVP

Construct of Leptospira interrogans histone deacetylase 11 (liHDAC11)
liIHDACI11

His tag-maltose binding protein-iHDACI1 fusion (His-MBP-liHDACI11) expressed in E.coli,
purified by Ni-NTA (Nickel-Nitrilotriacetic acid) affinity chromatography, cleaved by TEV
protease, purified by NiNTA and then additionally by size exclusion chromatography.

Concentration in ADP-Glo Assays 1 uM.

Abbreviated to iHDAC11+SEC in Figure 29 (cleaved by TEV protease).
His-MBP-1iHDACI1 fusion

699 Amino Acids

MRSHHHHHHGKIEEGKLVIWINGDKGYNGLAEVGKKFEKDTGIKVTVEHPDKLEEKFP
QVAATGDGPDIIFWAHDRFGGYAQSGLLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPI
AVEALSLIYNKDLLPNPPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYA
FKYENGKYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDY SIAEAAFNKGETAMTI
NGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKELAKEFLENYLL
TDEGLEAVNKDKPLGAVALKSYEEELAKDPRIAATMENAQKGEIMPNIPQMSAFWYAVR
TAVINAASGRQTVDEALKDAQTNSITSLYKKAGSENLYFQGGGMEKHLERIGLVYHPDY
NLDLGPHVFPARKYQMVYDLVKRDSKLSNLYTYKPDLAKTKDLSLVHTQEFLDDFFSLNI
TERTQYSELPLTKQIVHSFVLAVGGTILSMELAQKYKFVYHIGGGFHHSMPDRAEGFCYL
NDAATASKLYQKEYPDKKILFIDLDLHQGNGNSFIFQNDPDVFTFSMHQENLYPKKEKSD
LDISLEEGIGDKEYLELLEKSLRKIESDFKPDLIFYIAGADPFEGDSLGDLKLTFQGLRKRD
QIVRDFAYSLNDTRVVILPAGGYAKDFYDTVTIHYNTIKIFAAD

lIHDACI1 (after TEV cleavage)
305 Amino Acids



GGGMEKHLERIGLVYHPDYNLDLGPHVFPARKYQMVYDLVKRDSKLSNLYIYKPDLAK

TKDLSLVHTQEFLDDFFSLNITERTQYSELPLTKQIVHSFVLAVGGTILSMELAQKYKFVY

HIGGGFHHSMPDRAEGFCYLNDAAIASKLY QKEYPDKKILFIDLDLHQGNGNSFIFQNDP

DVFTFSMHQENLYPKKEKSDLDISLEEGIGDKEYLELLEKSLRKIESDFKPDLIFYIAGADP
FEGDSLGDLKLTFQGLRKRDQIVRDFAYSLNDTRVVILPAGGYAKDFYDTVTIHYNTIKIF

AAD

Construct of Homo sapiens histone deacetylase 6 full length (hsHDAC6 FL)
StrepTag-Flag-Tag-HALO-Tag-hsHDACG6 FL fusion

Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

1612 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGEIGTGFP
FDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIG
MGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGI
AFMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDQNVFIEGTLPMGVVRPLTEVEMD
HYREPFLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLI
PPAEAARLAKSLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISGEPTTEDLYFQSD
NAJASEFCRYPAQWRPLESSRHNQTSLYKKAGSENLYFQSTSTGQDSTTTRQRRSRQNPQ
SPPQDSSVTSKRNIKKGAVPRSIPNLAEVKKKGKMKKLGQAMEEDLIVGLQGMDLNLEA
EALAGTGLVLDEQLNEFHCLWDDSFPEGPERLHAIKEQLIQEGLLDRCVSFQARFAEKEE
LMLVHSLEYIDLMETTQYMNEGELRVLADTYDSVYLHPNSYSCACLASGSVLRLVDAVL
GAEIRNGMAIIRPPGHHAQHSLMDGYCMFNHVAVAARYAQQKHRIRRVLIVDWDVHHG
QGTQFTFDQDPSVLYFSIHRYEQGRFWPHLKASNWSTTGFGQGQGYTINVPWNQVGMR
DADYIAAFLHVLLPVALEFQPQLVLVAAGFDALQGDPKGEMAATPAGFAQLTHLLMGLA
GGKLILSLEGGYNLRALAEGVSASLHTLLGDPCPMLESPGAPCRSAQASVSCALEALEPF
WEVLVRSTETVERDNMEEDNVEESEEEGPWEPPVLPILTWPVLQSRTGLVYDQNMMNH
CNLWDSHHPEVPQRILRIMCRLEELGLAGRCLTLTPRPATEAELLTCHSAEYVGHLRATE
KMKTRELHRESSNFDSIYICPSTFACAQLATGAACRLVEAVLSGEVLNGAAVVRPPGHHA
EQDAACGFCFFNSVAVAARHAQTISGHALRILIVDWDVHHGNGTQHMFEDDPSVLY VSL
HRYDHGTFFPMGDEGASSQIGRAAGTGFTVNVAWNGPRMGDADYLAAWHRLVLPIAYE
FNPELVLVSAGFDAARGDPLGGCQVSPEGYAHLTHLLMGLASGRIILILEGGYNLTSISES
MAACTRSLLGDPPPLLTLPRPPLSGALASITETIQVHRRY WRSLRVMKVEDREGPSSSKLV
TKKAPQPAKPRLAERMTTREKKVLEAGMGKVTSASFGEESTPGQTNSETAVVALTQDQP
SEAATGGATLAQTISEAAIGGAMLGQTTSEEAVGGATPDQTTSEETVGGAILDQTTSEDA
VGGATLGQTTSEEAVGGATLAQTTSEAAMEGATLDQTTSEEAPGGTELIQTPLASSTDHQ
TPPTSPVQGTTPQISPSTLIGSLRTLELGSESQGASESQAPGEENLLGEAAGGQDMADSML



MQGSRGLTDQAIFYAVTPLPWCPHLVAVCPIPAAGLDVTQPCGDCGTIQENWVCLSCYQ
VYCGRYINGHMLQHHGNSGHPLVLSYIDLSAWCYYCQAYVHHQALLDVKDIAHQNKF
GEDMPHPH

Construct of human heat shock protein 90 beta (hsHSP90B) acetylated at K284
MM3300e-hsHSP90B K284TAG (TwinStrep-Flag-tag-hsHSP90B-His-tag fusion)
Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

829 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGGTGLES
SRHNQTSLYKKAGSENLYFQSTMPEEVHHGEEEVETFAFQAEIAQLMSLIINTFY SNKEIF
LRELISNASDALDKIRYESLTDPSKLDSGKELKIDIIPNPQERTLTLVDTGIGMTKADLINNL
GTIAKSGTKAFMEALQAGADISMIGQFGVGFYSAYLVAEKVVVITKHNDDEQYAWESSA
GGSFTVRADHGEPIGRGTKVILHLKEDQTEYLEERRVKEVVKKHSQFIGYPITLYLEKER
EKEISDDEAEEEKGEKEEEDKDDEEKPKIEDVGSDEEDDSGKDKKKKTKKIKEKYIDQEE
LN.TKPIWTRNPDDITQEEYGEFYKSLTNDWEDHLAVKHFSVEGQLEFRALLFIPRRAPFD
LFENKKKKNNIKLYVRRVFIMDSCDELIPEYLNFIRGVVDSEDLPLNISREMLQQSKILKVI
RKNIVKKCLELFSELAEDKENYKKFYEAFSKNLKLGIHEDSTNRRRLSELLRYHTSQSGD
EMTSLSEYVSRMKETQKSIYYITGESKEQVANSAFVERVRKRGFEVVYMTEPIDEYCVQ
QLKEFDGKSLVSVTKEGLELPEDEEEKKKMEESKAKFENLCKLMKEILDKKVEKVTISN
RLVSSPCCIVTSTYGWTANMERIMKAQALRDNSTMGYMMAKKHLEINPDHPIVETLRQ
KAEADKNDKAVKDLVVLLFETALLSSGFSLEDPQTHSNRIYRMIKLGLGIDEDEVAAEEP
NAAVPDEIPPLEGDEDASRMEEVDGSLEVLFQGPSPSFLVQSGHHHHHHHH

Construct of human heat shock protein 90 alpha (hsHSP90A) acetylated at K58
MM3300e HSP90A 1-732 K58TAG (TwinStrep-Flag-tag-hsHSP90A-His-tag fusion)
Expressed in HEK293T cells, purified by StrepTactin affinity chromatography.
Concentration in ADP-Glo Assays 1 uM.

837 Amino Acids

MASAWSHPQFEKGGGSGGGSGGSAWSHPQFEKGGSGGSDYKDDDDKGSGSGGTGLES
SRHNQTSLYKKAGSENLYFQSTMPEETQTQDQPMEEEEVETFAFQAEIAQLMSLIINTFYS
NKEIFLRELISNSSDALD.IRYESLTDPSKLDSGKELHINLIPNKQDRTLTIVDTGIGMTKAD
LINNLGTIAKSGTKAFMEALQAGADISMIGQFGVGFYSAYLVAEKVTVITKHNDDEQYA



WESSAGGSFTVRTDTGEPMGRGTKVILHLKEDQTEYLEERRIKEIVKKHSQFIGYPITLFV
EKERDKEVSDDEAEEKEDKEEEKEKEEKESEDKPEIEDVGSDEEEEKKDGDKKKKKKIK
EKYIDQEELNKTKPIWTRNPDDITNEEYGEFYKSLTNDWEDHLAVKHFSVEGQLEFRALL
FVPRRAPFDLFENRKKKNNIKLYVRRVFIMDNCEELIPEYLNFIRGVVDSEDLPLNISREM
LQQSKILKVIRKNLVKKCLELFTELAEDKENYKKFYEQFSKNIKLGIHEDSQNRKKLSEL
LRYYTSASGDEMVSLKDYCTRMKENQKHIYYITGETKDQVANSAFVERLRKHGLEVIY
MIEPIDEYCVQQLKEFEGKTLVSVTKEGLELPEDEEEKKKQEEKKTKFENLCKIMKDILE
KKVEKVVVSNRLVTSPCCIVTSTYGWTANMERIMKAQALRDNSTMGYMAAKKHLEINP
DHSIIETLRQKAEADKNDKSVKDLVILLYETALLSSGFSLEDPQTHANRIYRMIKLGLGID
EDDPTADDTSAAVTEEMPPLEGDDDTSRMEEVDGSLEVLFQGPSPSFLVQSGHHHHHHH
H

Insertion of missing text
Text unintentionally covered by figures.

On page 48 (Figure 17), part of the text was unintentionally covered by the figure due to a
formatting error during document conversion. The obscured text is reproduced below in full:

“These calibration tests established two key constraints relevant for downstream ATPase
measurements:

e The assay is robust and quantitative at or above ~1 uM ATP.

e At total nucleotide concentrations below ~1 uM, luminescence becomes dominated by
noise, placing a practical lower bound on detectable ADP formation near 10-20 nM ADP
under the chosen conditions.

These limits were critical for interpreting subsequent experiments, since Hsp90 ATPase turnover
is extremely slow and produces ADP amounts close to the assay’s sensitivity threshold.

Validation of Positive Controls: Hsp70 and CKleg

Hsp70 validation”



Correction of protein species

On pages 49, 50, and 53 the text incorrectly assigned Hsp70 to be of E.coli origin. The protein
used in study was human Hsp70 (HSPA1A) expressed in E.coli. The correction does not affect
the calculations or results presented.

Correction of figure caption

In the caption of the figure on page 38, the acrylamide concentration is incorrectly stated as 10%;
the correct concentration was 13%, which accounts for the more compact appearance of the
bands. In addition, the loading concentrations of the samples were not normalized, as equal
volumes of all samples were loaded without adjustment for individual protein concentrations.
Otherwise, the electrophoresis procedure was identical.

Mass spectrometry confirmation of lysine acetylation

Mass spectrometry analysis was performed earlier by colleagues in the laboratory. Analysis of
lysine acetylation at the targeted positions in individual Hsp90 variants showed an acetylation
occupancy of approximately 50-80%. The presence of a minor non-acetylated fraction in the
purified samples is most likely due to the ability of Hsp90 to form heterodimers, in which one
monomer originates from the overexpressed acetylated Hsp90 variant, while the second
monomer is endogenous and lacks the acetylation modification.



