TargetA ID: GLOD4A

EntryA CloneA ID: GLOD4A-s001

AlleleA ID: GLOD4A-a001

ConstructA ID GLOD4A-c001

CloneA ID GLOD4A-k001

ExpressionA ID GLOD4A-¢014
PurificationA ID: GLOD4A-p002

EntryA cloneA source: MGC

EntryA cloneA accession: IMAGE:4186251A
Vector: pNIC28-Bsa4

E.coliA strain: BL21(DE3)-R3-pRARE2
TagsA andA additions: N-terminal, A TEVA proteaseA cleavableA hexahistidineA tag

CodingA DNAA sequence:

ATGGCTGCTCGCAGAGCTCTGCACTT
CGTATTCAAAGTGGGAAACCGCTTCC
AGACGGCGCGTTTCTATCGGGACGTC
CTGGGGATGAAGGTTCTGCGGCATGA
GGAATTTGAAGAAGGCTGCAAAGCTG
CCTGTAATGGGCCTTATGATGGGAAA
TGGAGTAAAACAATGGTGGGATTTGG
GCCTGAGGATGATCATTTTGTCGCAG
AACTGACTTACAATTATGGCGTCGGA
GACTACAAGCTTGGCAATGACTTTAT
GGGAATCACGCTCGCTTCTAGCCAGG
CTGTCAGCAACGCCAGGAAGCTGGAG
TGGCCACTGACGGAAGTTGCAGAAGG
TGTTTTTGAAACCGAGGCCCCGGGAG
GATATAAGTTCTATTTGCAGAATCGC
AGTCTGCCTCAGTCAGATCCTGTATT
AAAAGTAACTCTAGCAGTGTCTGATC
TTCAAAAGTCCTTGAACTACTGGTGT
AATCTACTGGGAATGAAAATTTATGA
AAAAGATGAAGAAAAGCAAAGGGCTT
TGCTGGGCTATGCTGATAACCAGTGT
AAGCTGGAGCTACAGGGCGTCAAGGG
TGGGGTGGACCATGCAGCAGCTTTTG
GAAGAATTGCCTTCTCTTGCCCCCAG
AAAGAGTTGCCAGACTTAGAAGACTT
GATGAAAAGGGAGAACCAGAAGATTC
TGACTCCCCTGGTGAGCCTGGACACC
CCAGGGAAAGCAACAGTACAGGTGGT
CATTCTGGCCGACCCTGACGGACATG
AAATTTGCTTTGTCGGGGATGAAGCA
TTTCGAGAACTTTCTAAGATGGATCC
AGAGGGAAGCAAATTGTTGGATGATG
CAATGGCAGCAGATAAAAGTGACGAG
TGGTTTGCCAAACACAATAAACCCAA
AGCTTCAGGTTAA

FinalA proteinA sequence:



MHHHHHHSSGVDLGTENLYFQ* SMAA
RRALHFVFKVGNRFQTARFYRDVLGM
KVLRHEEFEEGCKAACNGPYDGKWSK
TMVGFGPEDDHFVAELTYNYGVGDYK
LGNDFMGITLASSQAVSNARKLEWPL
TEVAEGVFETEAPGGYKEFYLONRSLP
QSDPVLKVTLAVSDLOKSLNYWCNLL
GMKIYENDEEKQRALLGYADNQCKLE
LOGVKGGVDHAAAFGRIAFSCPQOKEL
PDLEDLMKRENQKILTPLVSLDTPGK
ATVQVVILADPDGHEICEFVGDEAFRE
LSKMDPEGSNCWIDSKGGYGSEFELR
ROACGRTRAPPPPPLRSGC

MHHHHHHSSGVDLGTENLYFQ*SMA isA theA purificationA tagA plusA TEVA proteaseA r
ecognitionA siteA (*).

Expression

ExpressionA strain: BL21(DE3)-R3-pRARE2

AA glycerolA stockA wasA usedA toA inoculateA 2X60A mlA ofA TBA mediaA containingA 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

ulateA 12LA ofA TBA mediaA (10A mlA starterA cultureA usedA perA 1L)A containingA 50A

A—g/mlA kanamycin.A A WhenA theA OD600A reachedA approximatelyA 1.0A thetemperature
A wasA reducedA toA 18A°CA andA afterA aA furtherA 30A minutesA theA cellsA wereA ind

ucedA byA theA additionA ofA 0.1A mMA IPTG.A

ExpressionA wasA continuedA overnight.
CellA harvest

Cellsé wergA harves:cedA pyA cAentrifygatiopA atA }6’000‘% RPMA AafterAA vyhiché the:A 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 NaClLA 5%A Glycerol,
A 20A mMA ImidazoleA pHA 7.5, 0.0lmM TCEPA

WashA Buffer:A 50A mMA HepesA (pH{& 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 NaClLA 5%A Glycerol,A 250
A mMA ImidazoleA pHA 7.5, 0.01lmM TCEP

Gel Filtration Buffer: 10A mMA HepesA (pHA 7.5),A 500A mMA NaCl,A 5%A Glycerol,
0.0lmM TCEP



CellA Lysis

QellA pellgtsA wereé dis§olvedA inA approxin*{atelyA §OmlA lysisA bufferA andA brokenA by
A passingA throughA theA homogeniserA (x6)A atA aA

consAtantAA pressureA ofA ISKE’a.A ﬁ& TheA qellA 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 mlA pre-equilibriatedA 50%A
I}Ii_NTAAA beadA sqlutiAonA fo;A 1A hou{A atAA 4A°CA \yithA ArotatiopA afterAAwhichﬁ& itA was
A passedA throughA aA glassA column.A TheA columnA wasA thenA washedA withA 50mlA

Bipdingf‘: Bufferé (2A Z‘A 2§ml)l§ am}A 50A mlA WashA BufferA (2A x25A ml).A TheA prote
inA wasA elutedA withA 50A mlA 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. Uncut fractions
isolated and combined.

Concentration

"I:OA se‘EA upA HlatesA theA sampleA wasA concentratedA toA 11.52A mg/mlA usingA A aA 10
A kDaA mwcoA concentrator.

MassA spectrometryA characterisation

ExpectedA A mass: 368599.0 DaA

MeasuredA mass: 36859.3347A A Da
Crystallization

Crystals were grown by vapour diffusion in sitting drop at 4A°C. A sitting drop consisting of 75
nl protein and 75nl well solution was equilibrated against well solution containing 0.2M
Magnesium Chloride -- 0.1M HEPES pH 7.5 -- 25%(w/v) PEG 3350.



DataA collectionA
Resolution:A A 1.89A A[A A

X-rayA source:A DiamondA LightA SourceA beamlineA 103



