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Figure S1. SET is associated to the ER in AML cells.

(A) Immunofluorescence of SET (green) and different organelle markers (red) in HL60 cells. Endoplasmic
reticulum (ER) marker Calnexin; Golgi apparatus marker Syntaxin 6; mitochondrial marker mitotracker and
lysosomal marker lysotracker. Confocal microscopy showed co-localization (yellow) of the ER marker
calnexin and SET. Nucleus are stained with DAPI (blue). (B) Immunofluorescence of SET (green) and the
ER marker Calnexin (red) in FLT3-WT AML cells OCI-AML3 and FLT3-ITD cells MV4-11. Representative
picture of each staining is shown. Immunofluorescences were visualized by confocal microscopy. Scale bar
represent 5 um.



FLT3 DAPI
__ 100
)
o
o 8
9 2 75
- c
T k]
©
N
S 50
]
o
o
(90 -
‘_.' I(.})J 25
= o
| |_ *
@) = =
s L o0
O\O o m
G o
T =
-
e
s

Figure S2. SET and FLT3 co-localize in FLT3-WT cells but hardly co-localize in FLT3-ITD AML cells.
Immunofluorescence of SET (green) and FLT3 (red) in AML cell lines HL60 (FLT3-WT) and MOLM-13
(FLT3-ITD). Nuclei were stained with DAPI (blue). Confocal microscopy showed co-localization (yellow) of
both protein in FLT3-WT cells and hardly in FLT3-ITD cells. Representative pictures are shown.
Immunofluorescences were visualized by confocal microscopy. Scale bars representing quantification of
mean valuestSD of SET and FLT3 co-localization referred to total cell volume, demonstrating significantly
less co-localization of SET/FLT3 in FLT3-ITD cells compare to FLT3-WT cells. The results are expressed as
mean valuest SEM. Experiments were performed in triplicate four times. *p<0.05 FLT3-ITD cells vs. FLT3-
WT cells.
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Figure S3. SET and FLT3 interact in FLT3-WT AML cells but not in FLT3-ITD AML cells. (A) Western
blot analysis of Ba/F3 over expressing FLT3-WT or FLT3-ITD for FLT3, SET, HuR, TIS11B, RAC1 and
normalized with Actin; indicating expression of those proteins in all cell lines. Representative WB are
shown. (B) Agarose gel from PCR analysis of DNA from Ba/F3 over expressing the empty vector, FLT3-WT
or FLT3-ITD; using the primers Primers: 11F:5 caatttaggtatgaaagcc 3" and 11R: 5°caaactctaaattttctct 3".
The FLT3-WT product is 133 bp and the FLT3-ITD product is bigger than 133 bp. (C) Immunofluorescence
of FLT3 (green) and TIS11B (red) in Ba/F3 over expressing FLT3-WT or FLT3-ITD showed co-localization
of both proteins (yellow). (D) Immunofluorescence of SET (green) and TIS11B (red) in Ba/F3 over
expressing FLT3-WT or FLT3-ITD showed co-localization of both proteins in FLT3-WT and barely in FLT3-
ITD over expressing cells. Nucleus are stained with DAPI (blue). Scale bar represent 5 pm. Graphs
represent mean values + SD of SET and FLT3 co-localization referred to total cell volume.



NM_004119.3 FLT3 [organism=Homo sapiens] [GenelD=2322] [transcript=1]

ATGCCGGCGTTGGCGCGCGAC
GGCGGCCAGCTGCCGCTGCTCGTTGTTTTTTCTGCAATGATATTTGGGACTATTACAAATCAAGATCTGCCTGTGATCAAGTGTGTT
TTAATCAATCATAAGAACAATGATTCATCAGTGGGGAAGTCATCATCATATCCCATGGTATCAGAATCCCCGGAAGACCTCGGGTGT
GCGTTGAGACCCCAGAGCTCAGGGACAGTGTACGAAGCTGCCGCTGTGGAAGTGGATGTATCTGCTTCCATCACACTGCAAGTGCTG
GTCGACGCCCCAGGGAACATTTCCTGTCTCTGGGTCTTTAAGCACAGCTCCCTGAATTGCCAGCCACATTTTGATTTACAAAACAGA
GGAGTTGTTTCCATGGTCATTTTGAAAATGACAGAAACCCAAGCTGGAGAATACCTACTTTTTATTCAGAGTGAAGCTACCAATTAC
ACAATATTGTTTACAGTGAGTATAAGAAATACCCTGCTTTACACATTAAGAAGACCTTACTTTAGAAAAATGGAAAACCAGGACGCC
CTGGTCTGCATATCTGAGAGCGTTCCAGAGCCGATCGTGGAATGGGTGCTTTGCGATTCACAGGGGGAAAGCTGTAAAGAAGAAAGT
CCAGCTGTTGTTAAAAAGGAGGAAAAAGTGCTTCATGAATTATTTGGGACGGACATAAGGTGCTGTGCCAGAAATGAACTGGGCAGG
GAATGCACCAGGCTGTTCACAATAGATCTAAATCAAACTCCTCAGACCACATTGCCACAATTATTTCTTAAAGTAGGGGAACCCTTA
TGGATAAGGTGCAAAGCTGTTCATGTGAACCATGGATTCGGGCTCACCTGGGAATTAGAAAACAAAGCACTCGAGGAGGGCAACTAC
TTTGAGATGAGTACCTATTCAACAAACAGAACTATGATACGGATTCTGTTTGCTTTTGTATCATCAGTGGCAAGAAACGACACCGGA
TACTACACTTGTTCCTCTTCAAAGCATCCCAGTCAATCAGCTTTGGTTACCATCGTAGAAAAGGGATTTATAAATGCTACCAATTCA
AGTGAAGATTATGAAATTGACCAATATGAAGAGTTTTGTTTTTCTGTCAGGTTTAAAGCCTACCCACAAATCAGATGTACGTGGACC
TTCTCTCGAAAATCATTTCCTTGTGAGCAAAAGGGTCTTGATAACGGATACAGCATATCCAAGTTTTGCAATCATAAGCACCAGCCA
GGAGAATATATATTCCATGCAGAAAATGATGATGCCCAATTTACCAAAATGTTCACGCTGAATATAAGAAGGAAACCTCAAGTGCTC
GCAGAAGCATCGGCAAGTCAGGCGTCCTGTTTCTCGGATGGATACCCATTACCATCTTGGACCTGGAAGAAGTGTTCAGACAAGTCT
CCCAACTGCACAGAAGAGATCACAGAAGGAGTCTGGAATAGAAAGGCTAACAGAAAAGTGTTTGGACAGTGGGTGTCGAGCAGTACT
CTAAACATGAGTGAAGCCATAAAAGGGTTCCTGGTCAAGTGCTGTGCATACAATTCCCTTGGCACATCTTGTGAGACGATCCTTTTA
AACTCTCCAGGCCCCTTCCCTTTCATCCAAGACAACATCTCATTCTATGCAACAATTGGTGTTTGTCTCCTCTTCATTGTCGTTTTA
ACCCTGCTAATTTGTCACAAGTACAAAAAGCAATTTAGGTATGAAAGCCAGCTACAGATGGTACAGGTGACCGGCTCCTCAGATAAT
GAGTACTTCTACGTTGATTTCAGAGAATATGAATATGATCTCAAATGGGAGTTTCCAAGAGAAAATTTAGAGTTTGGGAAGGTACTA
GGATCAGGTGCTTTTGGAAAAGTGATGAACGCAACAGCTTATGGAATTAGCAAAACAGGAGTCTCAATCCAGGTTGCCGTCAAAATG
CTGAAAGAAAAAGCAGACAGCTCTGAAAGAGAGGCACTCATGTCAGAACTCAAGATGATGACCCAGCTGGGAAGCCACGAGAATATT
GTGAACCTGCTGGGGGCGTGCACACTGTCAGGACCAATTTACTTGATTTTTGAATACTGTTGCTATGGTGATCTTCTCAACTATCTA
AGAAGTAAAAGAGAAAAATTTCACAGGACTTGGACAGAGATTTTCAAGGAACACAATTTCAGTTTTTACCCCACTTTCCAATCACAT
CCAAATTCCAGCATGCCTGGTTCAAGAGAAGTTCAGATACACCCGGACTCGGATCAAATCTCAGGGCTTCATGGGAATTCATTTCAC
TCTGAAGATGAAATTGAATATGAAAACCAAAAAAGGCTGGAAGAAGAGGAGGACTTGAATGTGCTTACATTTGAAGATCTTCTTTGC
TTTGCATATCAAGTTGCCAAAGGAATGGAATTTCTGGAATTTAAGTCGTGTGTTCACAGAGACCTGGCCGCCAGGAACGTGCTTGTC
ACCCACGGGAAAGTGGTGAAGATATGTGACTTTGGATTGGCTCGAGATATCATGAGTGATTCCAACTATGTTGTCAGGGGCAATGCC
CGTCTGCCTGTAAAATGGATGGCCCCCGAAAGCCTGTTTGAAGGCATCTACACCATTAAGAGTGATGTCTGGTCATATGGAATATTA
CTGTGGGAAATCTTCTCACTTGGTGTGAATCCTTACCCTGGCATTCCGGTTGATGCTAACTTCTACAAACTGATTCAAAATGGATTT
AAAATGGATCAGCCATTTTATGCTACAGAAGAAATATACATTATAATGCAATCCTGCTGGGCTTTTGACTCAAGGAAACGGCCATCC
TTCCCTAATTTGACTTCGTTTTTAGGATGTCAGCTGGCAGATGCAGAAGAAGCGATGTATCAGAATGTGGATGGCCGTGTTTCGGAA
TGTCCTCACACCTACCAAAACAGGCGACCTTTCAGCAGAGAGATGGATTTGGGGCTACTCTCTCCGCAGGCTCAGGTCGAAGATTCG
TAGAGGAACAATTTAGTTTTAAGGACTTCATCCCTCCACCTATCCCTAACAGGCTGTAGATTACCAAAACAAGATTAATTTCATCAC
TAAAAGAAAATCTATTATCAACTGCTGCTTCACCAGACTTTTCTCTAGAAGCTGTCTGCGTTTACTCTTGTTTTCAAAGGGACTTTT
GTAAAATCAAATCATCCTGTCACAAGGCAGGAGGAGCTGATAATGAACTTTATTGGAGCATTGATCTGCATCCAAGGCCTTCTCAGG
CTGGCTTGAGTGAATTGTGTACCTGAAGTACAGTATATTCTTGTAAATACATAAAACAAAAGCATTTTGCTAAGGAGAAGCTAATAT
GATTTTTTAAGTCTATGTTTTAAAATAATATGTAAATTTTTCAGCTATTTAGTGATATATTTTATGGGTGGGAATAAAATTTCTACT
ACAGAATTGCCCATTATTGAATTATTTACATGGTATAATTAGGGCAAGTCTTAACTGGAGTTCACGAACCCCCTGAAATTGTGCACC
CATAGCCACCTACACATTCCTTCCAGAGCACGTGTGCTTTTACCCCAAGATACAAGGAATGTGTAGGCAGCTATGGTTGTCACAGCC
TAAGATTTCTGCAACAACAGGGGTTGTATTGGGGGAAGTTTATAATGAATAGGTGTTCTACCATAAAGAGTAATACATCACCTAGAC
ACTTTGGCGGCCTTCCCAGACTCAGGGCCAGTCAGAAGTAACATGGAGGATTAGTATTTTCAATAAAGTTACTCTTGTCCCCACA

Figure S4. mRNA sequence of FLT3. Start and stop codons are colored in blue, 5’UTR is colored in
orange and 3'UTR in green. Highlighted in yellow is the canonical sequence for TIS11B binding.
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FLT3 amino acid sequence
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Figure S5. FLT3 amino acid sequence. The extracellular domain is highlighted in pink. Transmembrane
domain is highlighted in green. Positively charge amino acid from the citosolic domain, indicating potential
SET-binding sites are highlighted in yellow and colored. The amino acid implicated in the ITD mutation are
highlighted in red



OCI-AML3 MV4-11

Tunicamycin —E |
BIP | e i — — Sl GENES fmees SN |
PERK | s S —— p— o . 1150

50
ACHING | "—— e sm— om— — T GE G G SR S—

p-elF2a | s o S, - i ‘ﬁ;ﬁw W e i a7

elF2a | w— . T S | [ - —— |

50

ACHING | " e s s s T GE G G T S—

Figure S6.Tunicamcyin induces UPR response. AML cells were treated with increasing concentrations

of tunicamycin (0, 25, 50, 100, 200, 400 ng/ ml) for 24 h and western blot analysis of the UPR markers were
performed. Representative WB are shown.
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Figure S7. Panoramic view of immunofluorescence. (A) Immunofluorescence of SET (green) and FLT3
(red) in FLT3-WT cell lines (OCI-AML3 and Ba/F3-FLT3-WT) and FLT3-ITD cell lines (MV4-11 and Ba/F3-
FLT3-ITD). Confocal microscopy showed co-localization (yellow) of both protein. (B) Immunofluorescence of
FLT3 (green) and TIS (red) and SET (green) and TIS (red) in FLT3-WT cell line OCI-AML3 and FLT3-ITD
cell line MV4-11. Confocal microscopy showed co-localization (yellow) of both protein. (C)
Immunofluorescence of SET (green) and FLT3 (red) in FLT3-WT cell line OCI-AML3 and FLT3-ITD cell line
MV4-11 treated with and without tunicamycin (200 pg/ml) for 24 h. Confocal microscopy showed co-
localization (yellow) of both protein. (D) Immunofluorescence of SET (green) and FLT3 (red) in FLT3-WT
cell line OCI-AML3 and FLT3-ITD cell line MV4-11 treated with and without midostaurin (20 ng/ml) for 24 h.
Confocal microscopy showed co-localization (yellow) of both protein. Nuclei were stained with DAPI (blue).
Representative pictures are shown. Immunofluorescences were visualized by confocal microscopy.
Experiments were performed in triplicate four times.
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Figure S8. Relative bands of FLT3. Western blot analysis of FLT3 after CX-4945 (A) and Ehop-016
treatment (B) and HuR silencing (C) in OCI-AML and MV4-11 cells. Quantification of the relative FLT3
bands demonstrated a decreased in the 150kDa mature band along with an increase in <150 kDa immature
bands in FLT3-WT cells but not in FLT3-ITD cells. A representative WB is shown.



Table S1. List of drugs used

Reagent Ref# Source Concentration
CX-4945 S2248 Selleckchem Chemicals 5uM
Ehop-016 ~ S7319 Selleckchem Chemicals
FTY720 S5002 Selleckchem Chemicals 5uM
Midostaurin -~ M1323 SIGMA 20 nM
DT-061 S8774 Selleckchem Chemicals 2.5 and 4 uM

Table S2. List of antibodies used

Source Application
Alexa fluor 488 donkey anti-goat A-11055 Invitrogen IF
Alexa fluor 488 donkey anti-mouse A21202 Invitrogen IF
Alexa fluor 555 donkey anti-rabbit A31572 Invitrogen IF
Alexa fluor 568 donkey anti-mouse A10037 Invitrogen IF
Amersham ECL Mouse IgG, HRP-linked whole Ab (from sheep) NA931 Amersham WB
Anti-rabbit IgG, HRP-linked Antibody 7074 Cell signaling WB
Donkey anti-goat IgG HRP affinity purified PAB 04HAF109 R&D systems WB
PE Mouse anti-Human CD135 558996 BD Pharmingen FACS
ELAV1/ HUR 12582 cell signalling wWB
ELAV1/ HUR 7468 MERCK RIP
FLT3 3462 cell signalling WB, IP
RAC1 66122-1-Ig Proteintech WB
SET A302-261A Bethyl IP, WB
SET sc-5655 Santa Cruz Biotechnology IF
ZFP36L1/2 (TIS11B 12306-1-AP Proteintech IF, WB

B-Actin A5441 Sigma WB




