Supplementary Information

The Controversial Localisation of DDX4 in putative mammalian OSCs
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Figure S1: The contentious localisation of DDX4 in putative mammalian OSCs. The traditional model
on the left, shows the RNA helicase DDX4 being present in its area of function; the cytoplasm. The
FACS model on the right shows that a portion of the DDX4 protein is extracellular. White et al. utilised
an antibody that binds to a purported epitope within this extracellular C-terminus for FACS isolation
of DDX4 positive cells (Adapted from Linder and Jankowsky (2011) [47] ; [6]).



Sequencing of pFLAG-DDX4-myc

Key:
-

Bglll (AGATCT), Xhol (ctegag), Kpnl (GGTACC) — restriction sites
Lower case letters = DDX4 sequence
Myc tag

CGGCGTGCTGAAGGGCNAGACCCACNAGGCCCTGNAGCTGAAGGACGGCGGCCACTAC
CTGGNGGAGTTCAAGTCCNTCTACNTGGCCNNNAAGCCCGTGCAGCTGCCCGGCTACTACTACNTG
GACNCCAAGCTGGACNTCACCTCCCACAACGAGGACTACNCCATCGTGGAGCANTACNAGCGCACC
GAGGGCCGCCACCACCTGTTCCTGAGATCTATG BRGTACAANGAC G T GRCGRGRRGE - o agacaatt
ttaacaggactccagetteateatecagaaatggatgatggacctictegaagagateat ticatgaaaagtggatttgectetggpeg
gaattttggaaacagagatgctggtgagtgtaataagegagataatacateccacaatgggtggttttggagttggaaagagt titgg
asacagaggtttttecaaacagcaggtttpaagatgptpatagctetpetitctggagagagtctagtaatgactgepaagataatee
aacacggaacagaggettttccaagagaggcgpctatcgagatggaaataattcagaagettcagggecatacagaagagstgg
aagaggtagtttecpagpttgecgtggaggatttggtetaggaagteccaaataatgacttagacccagacgaatgtatgeagegea
ctggtgpccttttiggttictagaagaccagtattaagtgpcacaggtaatggtgatacttctcaaagcagaagtggcagtggaagtg
aacgaggtgpttacaaaggtttaaatpaagaagtaataacaggctetggaaagaattcttggaagtcagaagcagaaggaggag
aaagtagtgatactcaaggaccaaaagtgacctacatacccectectccacctgaggatgaggact ceatetttgcacattatcaga
caggcataaacticgacaaatacgacactatictigtggaagtgtctggacatgatgeaccaccageaattctgactittgaagaag
ctaatctetgteagacactgaataacaacattpetaaagetpgttatactaagettactectgtgcaaaaatacagtattectateata
cttgcaggacgagatttgatggcttpegectcaaacagggtetgggaagactgeggcttttctectaccaattttggcteatatgatgea
tgatggaataactgecagtegttttaaagagttgeaggaaccagagtgtattatigtageaccaactcgagaattggteaaccagat
ttatttggaagccagaaaattttcttttggpactigtgtaagagctgtigttatatatpgepgaacccagetgg gacattcaattegac
aaatagtacaaggctgtaatatattatgtpctactectgpaagactgatggatateatagpcaaagaaaagatiggteteaaacag
atcaaatacttagtittggatgaagctgatcgeatgtiggatatgggttttggtccagaaatgaagaagttaatttcttgeccaggaat
gccatcaaaggaacagegecaaacecttatgticagtpeaacttttccagagpaaattcaaaggtigpctgcagaptttttaaagte
aaattatctgtttgttgctgttpgacaagtpgptgpagcatgtagagatgttcageagacegtictecaagttggecagticteaaaa
agagaaaagctcgttgaaatictgegaaacataggggatgaaagaactatpgtetttgttgaaactaagaaaaaageagattttat
tgcaactttictttgtcaagaaaaaatatcaactacaagtattcatggtgatcgggaacagagagagegegageaagctctiggag
attttcgctttgpaaagtgeccagttctigttpctacttcagtagetgccagaggectpgatattgaaaatgtgcaacatgttateaatt
ttgatcttectictaccattgatgaatatgttcategaatigggegtactggtegtigtggpaatactpgeagageaatttecttttttga
tcttgaatcggataaccatttagcacagectctagtaaaagtattgacagatgetcaacaggatgttectgcatggttggaagaaatt
pectttagtacatacattectggettcaptpptagtacaagaggaaacgigtttgcatcagttgataccagaaagggcaagageact
ttgaacacagcetgggttttettcttcacaageteccaatecagtagatgat gagteatgggatCTGGTCCCCCCGCGGCAGC
AAAGAACAAAAACTCATCTCAGAAGAGGATCTGAAATAAGGTACCGCGGGCCCGGGE




Figure S2: Sequence of pFLAG-DDX4-myc. The RFP sequence is highlighted in red; the FLAG tag
sequence is highlighted in purple; the restriction sites are highlighted in blue and the myc tag sequence
is highlighted in yellow. The DDX4 sequence is represented by lower case letters. Samples were
sequenced by the Human Genetics Unit, Western General Hospital, Edinburgh, and analysed with A
Plasmid Editor (aPE) software.
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Figure S3: Restriction digests confirmed that full length human DDX4 had been cloned into
pDsRed2-C1. A: DNA cut with BglII and Xho! (lane 1), separates the N terminal fragment (~1000bp)
from the cut vector (~5000bp). Bands of ~1000bp (C-terminus) and ~ 5000 bp (cut vector) were also seen
in lane 2 when DNA was cut with Kpnl and Xhol. In order to identify the RFP (~700bp), the vector
(~6000bp) was cut with Agel and BglII (lane 3). B: HEK 293T cells, transfected with pFLAG-DDX4-myc,
express full length DDX4. Western blot analysis confirmed that full length (110KDa) DDX4 protein was
detected when antibodies against epitopes in both the N-(FLAG and N DDX4) and C-(myc and C
DDX4) terminus of DDX4 were used. No protein was detected in the untransfected cells. a-tubulin was
used as a protein loading control and was detected in all loaded samples.
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Figure S4: Cellular localisation of the N-terminus of DDX4. Weak cell surface expression of the FLAG
tag (green) in a transfected HEK 293T cell (red). The colour schemes on the protein schematic mirror
the fluorophores used for staining those particular regions of the corresponding protein. Scale bar, 5um.




