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Characterisation data for all proteins detailed in text:
His-tagged DIDarrx (1190-1325)

MHHHHHHSSGVDLGTENLYFQSMRTSTKRKQADITSSSSSDIEDDDQNSIGEGSSDEQKIKPVTENLVLSS
HTGFCQSSGDEALSKSVPVTVDDDDDDNDPENRIAKKMLLEEIKANLSSDEDGSSDDEPEEGKKRTGKQ
NEENPGDEEAKNQVNSESD

Coomassie-stained SDS-PAGE gel:
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Mass-spec analysis: Expected 17.462 kDa. MS result 17.464 kDa (-2)
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GST-His-tagged DIDarrx

MSDKIIHSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQ
SMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCH
KTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLOQGWQAT
FGGGDHPPKLEVLFQGHMHHHHHHSSGVDLGTENLYFQSMRTSTKRKQADITSSSSSDIEDDDQNSIGE
GSSDEQKIKPVTENLVLSSHTGFCQSSGDEALSKSVPVTVDDDDDDNDPENRIAKKMLLEEIKANLSSDED
GSSDDEPEEGKKRTGKQNEENPGDEEAKNQVNSESD

Coomassie-stained SDS-PAGE gel:



Mass-spec analysis: Expected 44.561 kDa. MS result 44.479 kDa (-82)
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GST-His-tagged ATRX 1194-1266

MSDKIIHSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQ
SMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCH
KTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLQGWQAT
FGGGDHPPKLEVLFQGHMHHHHHHSSGVDLGTENLYFQSMKRKQADITSSSSSDIEDDDQNSIGEGSSD
EQKIKPVTENLVLSSHTGFCQSSGDEALSKSVPVTVDDDDDDND

Coomassie-stained SDS-PAGE gel:
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Mass-spec analysis: Expected MW 37.573 kDa. MS result 37.573 (-131)



Fragmentor Voltage Collision Energy Ionization Mode
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GST-His-tagged ATRX 1267-1325

MSDKIIHSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQ
SMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCH
KTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLOQGWQAT
FGGGDHPPKLEVLFQGHMHHHHHHSSGVDLGTENLYFQSMPENRIAKKMLLEEIKANLSSDEDGSSDD
EPEEGKKRTGKQNEENPGDEEAKNQVNSESD

Coomassie-stained SDS-PAGE gel:
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Mass-spec analysis: Expected MW 36.343 kDa. MS result 36.213 (-130)

MS report:
Fragmentor Voltage Collision Energy Ionization Mode
175 0 ESI
%10 7 | *ESI Scan (3.562-4.448 min, 54 Scans) Frag=175.0V ATRX SNF2-HUMAN-vc042.d Subtract De..
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GST-His-tagged ATRX 1255-1289

MSDKIIHSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQ
SMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCH
KTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLQGWOQAT
FGGGDHPPKLEVLFQGHMHHHHHHSSGVDLGTENLYFQSMPVTVDDDDDDNDPENRIAKKMLLEEIK
ANLSSDED

Coomassie-stained SDS-PAGE gel:
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Mass-spec analysis: Expected MW 33.743 kDa. MS result 33.613 (-130)

Fragmentor Voltage Collision Energy Ionization Mode
175 0 ESI
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GST-His-tagged ATRX 1285-1325

MSDKIIHSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQ
SMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCH
KTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLQGWQAT
FGGGDHPPKLEVLFQGHMHHHHHHSSGVDLGTENLYFQSMSSDEDGSSDDEPEEGKKRTGKQNEENP
GDEEAKNQVNSESD

Coomassie-stained SDS-PAGE gel:



Mass-spec analysis: Expected MW 34.251 kDa. MS result 34.122 (-129)

Fragmentor Voltage Collision Energy Ionization Mode
175 0 ESI
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GST-His-tagged ATRX 1255-1325

MSDKIIHSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQ
SMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCH
KTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLQGWQAT
FGGGDHPPKLEVLFQGHMHHHHHHSSGVDLGTENLYFQSMPVTVDDDDDDNDPENRIAKKMLLEEIK
ANLSSDEDGSSDDEPEEGKKRTGKQNEENPGDEEAKNQVNSESD

Coomassie-stained SDS-PAGE gel:
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Mass-spec analysis: Expected MW 37.660 kDa. MS result 37.530 (-130)



Fragmentor Voltage Collision Energy Ionization Mode
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GST-His-tagged ATRX 1194-1284

MSDKIIHSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQ
SMAIIRYIADKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCH
KTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLOQGWQAT
FGGGDHPPKLEVLFQGHMHHHHHHSSGVDLGTENLYFQSMKRKQADITSSSSSDIEDDDQNSIGEGSSD
EQKIKPVTENLVLSSHTGFCQSSGDEALSKSVPVTVDDDDDDNDPENRIAKKMLLEEIKANL

Coomassie-stained SDS-PAGE gel:
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Mass-spec analysis: Expected MW 39.665 kDa. MS result 39.535 (-130)
Fragmentor Voltage Collision Energy Ionization Mode
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NSIM-DHBpaxx (1-144)
MHHHHHHSSGVDLGTENLYFQSMMATANSIIVLDDDDEDEAAAQPGPSHP
LPNAASPGAEAPSSSEPHGARGSSSSGGKKCYKLENEKLFEEFLELCKMQ
TADHPEVVPFLYNRQQRAHSLFLASAEFCNILSRVLSRARSRPAKLYVYI
NELCTVLKAHSAKKKLN

Coomassie-stained SDS-PAGE gel:

Mass-spec analysis: Expected MW 18.412 kDa. MS result 18.412

Fragmentor Voltage Collision Energy Ionization Mode
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His-tag was subsequently cleaved, passed over NiNTA resin and the unbound fraction
purified by size exclusion chromatography. Coomassie-stained SDS-PAGE gel of purified
fractions below:
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15N labelled NSIM-DHBpaxx (1-144)



MHHHHHHSSGVDLGTENLYFQSMMATANSIIVLDDDDEDEAAAQPGPSHP
LPNAASPGAEAPSSSEPHGARGSSSSGGKKCYKLENEKLFEEFLELCKMQ
TADHPEVVPFLYNRQQRAHSLFLASAEFCNILSRVLSRARSRPAKLYVYI
NELCTVLKAHSAKKKLN

Coomassie-stained SDS-PAGE gel of final purified protein:
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Expected MW after tev cleavage 16.054 kDa.

DHBpaxx (55-144)
MHHHHHHSSGVDLGTENLYFQSMGKKCYKLENEKLFEEFLELCKMQTADH

PEVVPFLYNRQQRAHSLFLASAEFCNILSRVLSRARSRPAKLYVYINELC
TVLKAHSAKKKLN

Coomassie-stained SDS-PAGE gel:
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Mass-spec analysis: Expected MW 13.202 kDa. MS result 13.203
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His-tag was subsequently cleaved, passed over NiNTA resin and the unbound fraction
purified by size exclusion chromatography. Coomassie-stained SDS-PAGE gel of purified
fractions below:
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Lanes: 1. Precision plus markers. 2. Before tev cleavage. 3. After tev cleavage 4-13. Fractions
after size exclusion chromatography.

SUMO-1 (1-97)
MGSSHHHHHHSSGENLYFQGHMSDQEAKPSTEDLGDKKEGEYIKLKVIGQ
DSSEIHFKVKMTTHLKKLKESYCQRQGVPMNSLRFLFEGQRIADNHTPKE
LGMEEEDVIEVYQEQTGG

Coomassie-stained SDS-PAGE gel of final purification step (after tev cleavage):

1. Precission plus markers

250 2. 15N-labelled NSIM-DHBpaxx

3. Unlabelled NS|M-DHBDAxx

4-11 Fractions of SUMO-1 eluted from
size exclusion column.




Expected MW (after tev cleavage) 11.270 kDa.

Full western blot (Fig. 1)

250 1. Markers

150 2. Beads

100 — e - 3. DIDarrx (44.5 kDa)

- o 4. ATRX 1194-1266 (37.6 kDa)

- 5. ATRX 1267-1325 (36.3 kDa)
.- 6. ATRX 1255-1289 (33.7 kDa)

37 ) ui- 7. ATRX 1285-1325 (34.3 kDa)

8. ATRX 1255-1325 (37.7 kDa)
8 9. ATRX 1194-1284 (39.7 kDa)
20 10. 2.5 % input

Cross-reactivity of DAXX antibody with GST-tagged proteins observed, presumably due to
very high amounts of protein on membrane. DAXX runs large (MW = 81.4 kDa)



