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Supplementary Fig. 1 IRE1a inhibition alters lipid metabolism in MDA-MB-231 cells. a-g MDA-MB-231 cells were treated with 20 uM MKC8866 or vehicle
(DMSO) for 24, 48 and 72 h. a Representative image of RT-PCR analysis of XBP1u, XBP1s and GAPDH mRNA expression (n=3 biologically independent
experiments). Sample processing controls were run on different gels. b-g Scatter plots with mean of log, fold changes (log, FC) (MKC8866/DMSOQ) in levels of b
sphingolipid (n=40), ¢ lysophosphatidylcholine (n=34), d phosphatidylethanolamine (n=32), e lysophosphatidylethanolamine (n=6), f phosphatidylglycerol (n=19), g
phosphatidylinositol (n=14) species over the indicated time points (n=5 biologically independent experiments). Statistical comparisons were performed with unpaired
one-sample t-test to determine whether the population mean is different from 0. P values indicated on figures. Source data are provided as a Source Data file.
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Supplementary Fig. 2 MKC8866 treatment causes a shift towards the usage of elongated unsaturated lipids. a-c MDA-MB-231 cells were treated with 20 M
MKC8866 or vehicle (DMSO) for 24, 48 and 72 h, after which lipids were extracted and their levels were analysed by liquid chromatography tandem mass
spectrometry (LC-MS) (n=5 biologically independent experiments). Bar charts showing log, FC (mean of MKC8866 group /mean of DMSO group) + s.e.m. estimated

by propagation of error for each individual lipid from the a phosphatidylcholine, b triacylglycerol and c fatty acid lipid groups. For

duplicated entries annotated to the

same lipid species the mean value was taken. d HCC1806 cells (n=4 biologically independent experiments) and e MCF10A cells (n=3 biologically independent
experiments) were treated with 20 uM MKC8866 for 6 days in the presence or absence of 5 uM PF-04620110 or 2 uM PF-06424439 as indicated and the
percentage of cells with high LD content is shown. Indicated p values based on one-way ANOVA with Bonferroni's multiple comparisons post hoc tests. Data are

presented as mean values + s.d. Source data are provided as a Source Data file.
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Supplementary Fig. 3 Regulation of IRE1a. activity alters gene expression in TNBC cells. a-d MDA-MB-231 cells were treated with 20 uM MKC8866 for 8 h
and 24 h, after which RNA was extracted and RNA sequencing analysis performed (n=3 biologically independent experiments). a RT-PCR analysis of XBP1s and
GAPDH mRNA expression. Sample processing controls were run on different gels. b-d Expression levels of known XBP1s-regulated genes b DNAJB9, ¢ HERPUD1
and d DNAJCS3. Y axis indicates normalized and batch effect-adjusted RNAseq counts. Boxplots displaying median (middle line), upper and lower quartiles (box),
while whiskers stretch to maxima and minima. e MDA-MB-231 cells were pre-treated with or without actinomycin D (2 ug/ml) for 2 h followed by incubation of cells
with Tg (0.25 uM) and MKC8866 (20 pM) for 8 h (n=3 biologically independent experiments). RT-qPCR analysis of HSPA5 expression relative to ACTB and
normalised to control. f XBP1 KO MDA-MB-231 cells and their control counterparts (Scr) were incubated with DMSO or 20 uM MKC8866 in the presence or absence
of 1 uM Tg for 24 h (n=3 biologically independent experiments). Immunoblotting of XBP1s and ACTIN. * indicates a non-specific band. g MDA-MB-468 (n=5
biologically independent experiments), h BT-549 (n=3 biologically independent experiments) and i MCF10A cells (n=4 biologically independent experiments) were
treated with 20 pM MKC8866 and 1 uM Tg for 24 h. RT-qPCR analysis of g-h XBP1s and i DGAT2 expression relative to MRPL19 (g and h) or ACTB (i) and

normalised to control. Data are presented as mean values + s.d. Source data are provided as a Source Data file.
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Supplementary Fig. 4 a-e Seahorse extracellular flux analysis of a-d MDA-MB-231 (n=3 biologically independent experiments) and e HCC1806 cells (n=3
biologically independent experiments) treated with vehicle or 20 uM MKC8866 in the presence or absence of 2 uM PF-06424439 for 6 days. a-d Normalized data
plotted to demonstrate a basal respiration, b non-mitochondrial oxygen consumption rate, ¢ ATP production, d proton leak. e Data plotted to demonstrate oxygen

consumption rate. f MDA-MB-231 cells were treated with vehicle or 20 uM MKCB8866 in the presence or absence of 2 uM PF-06424439 for 6 days (n=4 biologically

independent experiments). Cell proliferation monitored by cell count. Plotted p values based on one-way ANOVA with Bonferroni's multiple comparisions post hoc
tests. g-h MDA-MB-231 cells or i MCF10A cells were treated with vehicle or 20 uM MKC8866 in the presence or absence of 2 uM PF-06424439. After 6 days,
culture medium was replaced with a complete medium or g medium containing 2% FBS (n=4 biologically independent experiments), h medium without glucose (n=3
biologically independent experiments) or i Hanks' balanced salt solution (n=3 biologically independent experiments). Kinetics of cell death expressed as the
percentage of cells that were Sytox Green positive. Plotted p values based on two-way ANOVA with Bonferroni's multiple comparisions post hoc tests. Values with

p<0.05 are considered statistically significant. Data are presented as mean values a-d, f + s.d. or e, g-i + s.e.m. Source data are provided as a Source Data file.
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Supplementary Table 1 Functional analysis of the significantly changing genes followed by MKC8866 treatment for 8 and 24 h.



Transcript

Total XBP1

XBP1s

XBP1u

GAPDH

FWD

REV

FWD

REV

FWD

REV

FWD

REV

Sequence (5'-3’)
GGAACAGCAAGTGGTAGA
CTGGAGGGGTGACAACTG
TCTGCTGAGTCCGCAGCAGG
CTCTAAGACTAGAGGCTTGG
CAGACTACGTGCGCCTCTGC
CTTCTGGGTAGACTTCTGGG
ACCACAGTCCATGCCATC

TCCACCACCCTGTTGCTG

Supplementary Table 2 PCR primer sequences



Transcript

MRPL19

ACTB

DGAT2

HSPA5

FWD

REV

PROBE

FWD

REV

PROBE

FWD

REV

PROBE

FWD

REV

PROBE

Sequence (5’-3’)
CTTAGGAATGTTATCGAAGGACAAG
GCTATATTCAGGAAGGGCATCT
CTCGGGTCCAGGAGAGATTCAGGTG
ACAGAGCCTCGCCTTTG
CCTTGCACATGCCGGAG
TCATCCATGGTGAGCTGGCGG
GGCTGGTGTTTGACTGGAA
TCAGCAGGTTGTGTGTCTTC
CCAAGAAAGGTGGCAGGAGGTCA
CCAGTCAGATCAAATGTACCCA
GTGCCTACCAAGAAGTCTCAG

TTGTCTTTTGTCAGGGGTCTTTCACCT

Supplementary Table 3 RT-gPCR primer sequences



