TargetA ID: SNX14BA

EntryA CloneA ID: SNX14B-s001
AlleleA ID: SNX14B-al01

ConstructA ID SNX14B-c101

CloneA ID SNX14B-k101

ExpressionA ID SNX14B-¢110
PurificationA ID: SNX14B-p014

EntryA cloneA source: MGC

EntryA cloneA accession: BC005110 A
Vector: pNIC28-Bsa4

E.coliA strain: BL21(DE3)-R3-pRARE2A
TagsA andA additions: N-terminal, A TEVA proteaseA cleavableA hexahistidineA tag

CodingA DNAA sequence

ATGGTGCCCTGGGTGCGGACGATGGG
GCAGAAGCTGAAGCAGCGGCTGCGAC
TGGACGTGGGACGCGAGATCTGCCGC
CAGTACCCGCTGTTCTGCTTCCTGCT
GCTCTGTCTCAGCGCCGCCTCCCTGC
TTCTTAACAGGTATATTCATATTTTA
ATGATCTTCTGGTCATTTGTTGCTGG
AGTTGTCACATTCTACTGCTCACTAG
GACCTGATTCTCTCTTACCAAATATA
TTCTTCACAATAAAATACAAACCCAA
GCAGTTAGGACTTCAGGAATTATTTC
CTCAAGGTCATAGCTGTGCTGTTTGT
GGTAAAGTGAAATGTAAACGACATAG
GCCTTCTTTGCTACTTGAAAACTACC
AGCCATGGCTAGACCTGAAAATTTCT
TCCAAGGTTGATGCATCTCTCTCAGA
GGTGGATATTCCATCTATTATAACCA
AGAAACTATTAAAAGCAGCAATGAAG
CATATAGAAGTGATAGTTAAAGCCAG
ACAGAAAGTAAAAAATACAGAGTTTT
TACAGCAAGCTGCTTTAGAAGAATAT
GGTCCAGAGCTTCATGTTGCTTTGAG
AAGTCGAAGAGATGAATTGCACTATT
TAAGGAAACTTACTGAACTGCTTTTT
CCTTATATTTTGCCTCCTAAAGCAAC
AGACTGCAGATCTCTGACCTTACTTA
TAAGAGAGATTCTGTCTGGCTCTGTG
TTCCTTCCTTCTTTGGATTTCCTAGC
TGATCCAGATACTGTGAATCATTTGC
TTATCATCTTCATAGATGACAGTCCA
CCTGAAAAAGCAACTGAACCGGCTTC
TCCTTTGGTTCCATTCTTGCAGAAAT
TTGCAGAACCTAGAAATAAAAAGCCA
TCTGTGCTGAAGTTAGAATTGAAGCA
AATCAGAGAGCAACAAGATCTTTTAT
TTCGTTTTATGAACTTTCTGAAACAA
GAAGGCGCAGTGCACGTGTTGCAGTT
TTGTTTGACTGTGGAGGAATTTAATG



ATAGAATTTTACGACCAGAATTATCA
AATGATGAAATGCTGTCTCTTCATGA
AGAATTGCAGAAGATTTATAAAACAT
ACTGTTTGGATGAAAGTATTGACAAA
ATTAGATTTGATCCCTTCATTGTAGA
AGAGATTCAAAGAATTGCTGAAGGCC
CATACATAGATGTTGTGAAACTTCAA
ACTATGAGATGTCTTTTTGAAGCATA
TGAACATGTTCTTTCCCTTTTGGAGA
ATGTATTTACTCCTATGTTCTGCCAT
AGTGATGAGTATTTCAGACAACTTTT
AAGAGGTGCAGAATCACCAACACGCA
ATTCAAAATTGAACAGGAACACACAG
AAAAGGGGAGAATCATTTGGAATCAG
CAGAATAGGTAGCAAAATTAAAGGAG
TATTCAAAAGTACCACAATGGAGGGA
GCTATGTTGCCTAATTATGGTGTAGC
TGAAGGTGAAGATGATTTTATTGAAG
AAGGTATTGTTGTAATGGAAGATGAT
TCTCCAGTGGAGGCTGTGAGCACACC
TAATACTCCCCGAAACCTTGCTGCAT
GGAAAATTAGCATTCCATATGTAGAC
TTTTTTGAGGATCCCTCCTCTGAAAG
GAAGGAGAAAAAAGAAAGAATTCCTG
TGTTTTGTATTGATGTTGAAAGAAAT
GATAGAAGAGCAGTTGGACACGAGCC
TGAACATTGGTCTGTCTATAGAAGAT
ATCTTGAATTCTATGTACTTGAATCA
AAACTAACAGAATTTCATGGTGCATT
TCCTGATGCCCAGCTTCCTTCTAAGA
GGATCATTGGCCCCAAAAATTATGAA
TTCTTAAAGTCAAAGAGGGAAGAGTT
CCAAGAATATCTACAGAAACTTCTGC
AGCATCCAGAACTGAGTAATAGTCAA
CTTCTGGCAGACTTTCTTTCCCCTAA
TGGTGGGGAAACACAATTTCTTGATA
AGATACTACCAGATGTAAATCTTGGG
AAAATTATAAAATCTGTTCCTGGAAA
ACTAATGAAAGAGAAAGGTCAGCATT
TGGAACCTTTTATCATGAATTTCATT
AATTCTTGTGAGTCTCCAAAGCCTAA
ACCAAGTAGACCAGAACTGACCATTC
TCAGCCCTACTTCAGAAAACAACAAG
AAGCTTTTCAATGATCTGTTTAAAAA
TAATGCAAACCGTGCTGAAAATACAG
AGAGAAAGCAAAATCAGAATTATTTT
ATGGAGGTGATGACTGTAGAAGGAGT
CTATGATTACCTGATGTATGTAGGAC
GGGTAGTTTTCCAGGTTCCTGACTGG
CTTCATCATCTCTTAATGGGAACTCG
AATCCTCTTTAAAAACACCCTGGAAA
TGTATACTGATTACTATCTTCAGTGT
AAACTAGAACAGCTATTTCAGGAGCA
CCGTTTGGTCTCACTCATAACACTTC



TCAGAGATGCTATATTCTGTGAAAAC
ACTGAACCTCGCTCTCTCCAAGATAA
GCAAAAAGGAGCAAAACAGACTTTTG
AAGAAATGATGAATTACATTCCAGAT
CTGTTAGTCAAGTGTATTGGTGAAGA
AACCAAGTATGAAAGCATCAGACTTC
TGTTTGATGGCTTACAGCAACCAGTA
CTCAACAAGCAGCTGACTTATGTTTT
ATTGGACATTGTGATACAGGAACTGT
TTCCAGAGCTCAATAAGGTACAAAAG
GAAGTTACCTCTGTGACATCTTGGAT
GTAA

FinalA proteinA sequence

mhhhhhhssgvdlgtenlyfg*sMTP
RNLAAWKISIPYVDFFEDPSSERKEK
KERIPVFCIDVERNDRRAVGHEPEHW
SVYRRYLEFYVLESKLTEFHGAFPDA
QLPSKRIIGPKNYEFLKSKREEFQEY
LOKLLOHPELSNSQLLADFLSPNGGE
TOFLDKILPDVNL

MHHHHHHSSGVDLGTENLYFQ*SMA isA theA purificationA tagA (lower case)
plusA TEVA proteaseA recognitionA siteA (*).

Expression

ExpressionA strain

BL21(DE3)-R3-pRARE2A

AA glycgrolA stockAAwasAA use(}AjoA inqculateA 2X60A mlé of A TI?A quiaA con}ainingé 5
Omg/mlA kanamycinA andA 50A A—g/mlA chloramphenicol,A whichA wasA placedA inA aA 3
7A°CA shakerA overnight.A A TheA nextA dayA thisA starterA cultureA wasA usedA toA inoc

lglateA lgLA ofA TBA n}ediaA (1 0A IplA starteArA cultureA usedA perA II:)A cgntaigingA 50A
A—g/mlA kanamycin.A A WhenA theA OD600A reachedA approximatelyA 1.0A theA

tempe{atureA wa}sA rs:duchA toA 1§A°QA anc}A aftgrA aA ﬁ}rtherA 30A minutesA theA cellsA
wereA inducedA byA theA additionA ofA 0.1A mMA IPTG.A

ExpressionA wasA continuedA overnight.
CellA harvest
CellsA wereA harvestedA byA centrifugationA atA 16,000A RPMA afterA whichA theA supern

atantA wasA pouredA outA andA theA cellA pelletA eitherA placedA inA aA -80A°CA freezer
A orA usedA directlyA forA purification.

Purification

Buffers Used:



Binding/LysisA Buffer:A 50A mMA HepesA (pHA 7.5),A 500A mMA NaCl,A 5%A Glycerol,
A 20A mMA ImidazoleA pHA 7.5, 0.01mM TCEPA

Wz}shA BufferA:A SOAA mMA HepesA (pHAA 7.5),A 500A mMA NaCLA 5%A Glycerol,A 40A m
MA ImidazoleA pHA 7.5, 0.0lmM TCEPA

ElutionA Buffer:A 50A mMA HepesA (pHA 7.5),A 500A mMA NaCl,A 5%A Glycerol,A 250
A mMA ImidazoleA pHA 7.5, 0.0lmM TCEP

Gel Filtration Buffer: 10A mMA HepesA (pHA 7.5),A 500A mMA NaCLA 5%A Glycerol,
0.01lmM TCEP

A
CellA Lysis

(;ellA pellgtsA wereé dissplvedA inA approximAatelyA §OmlA lysisA bufferA andA brokenA by
A passingA throughA theA homogeniserA (x6)A atA aA

consAtantAA pressureA ofAA 15K13a.A ﬁ& TheA ciellA debrisA wasA pelletedA atA 16,000A RPMA
andA theA supernatantA usedA forA furtherA purification.

ColumnA 1
Ni-NTAA (5.0A mlA volumeA inA aA gravity-flowA column).
TheA clarifiedA cellA extractA wasA incubatedA withA 5.0A mlIA pre-equilibriatedA 50%A

Ni_NTAA beadA solutionA forA 1A hourA atA 4A°CA withA rotationA afterA whichA itA was
A passedA throughA aA glassA column.A TheA columnA wasA thenA washedA withA 50mlA
BindingA BufferA (2A xA 25ml)A andA 50A mIA WashA BufferA (2A x25A ml).A TheA prote
inA wasA elutedA withA 50A mIA ofA

ElutionA BufferA inA 5A xA 5A mlA fractions.A
ColumnA 2
SuperdexA s200A 16/60A GelA Filtration.A

Elution fraction 1 and 2 were then pooled and concentrated to 5 ml
(10A kDaA mwcoA concentrator) and applied to the GF column (pre-equlibriated in GF buffer)
at 1.0 ml/min. 1.0 ml fractions were collected.

EnzymaticA treatmentA andA purificationA

The N-terminal His6- tag was cleaved by incubating overnight with TEV (20A°C). Cleaved
protein was purified by batch binding on 1ml pre-equilibriated 50% Ni-NTA bead solution. The
column was then washed with 2x1ml Gel Filtration buffer, 2x1ml Wash buffer.

Concentration

1:0A se‘EA upA ElatesA theA sampleA wasA concentratedA toA 15.39A mg/mlA usingA A aA 10
A kDaA mwcoA concentrator.

MassA spectrometryA characterisation



ExpectedA A mass: 17373.7 DaA

MeasuredA mass: 17361.1271A A Da
Crystallization

Crystals were grown by vapour diffusion in sitting drop at 4A°C. A sitting drop consisting of 50
nl protein and 100nl well solution was equilibrated against well solution containing 20%(w/v)
PEG 3350 -- 0.2M sodium malonate.

DataA collectionA
Resolution:A A 2.6A ATA A

X-rayA source:A DiamondA LightA SourceA beamlineA 103



