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Abstract: There is growing interest in the crosstalk between the gut microbiome, host metabolomic
features, and disease pathogenesis. The current investigation compared long-term (26 week) and
acute (3 day) dietary spinach intake in a genetic model of colorectal cancer. Metabolomic analyses
in the polyposis in rat colon (Pirc) model and in wild-type animals corroborated key contributions
to anticancer outcomes by spinach—derived linoleate bioactives and a butanoate metabolite linked
to increased a—diversity of the gut microbiome. Combining linoleate and butanoate metabolites in
human colon cancer cells revealed enhanced apoptosis and reduced cell viability, paralleling the
apoptosis induction in colon tumors from rats given long—term spinach treatment. Mechanistic studies
in cell-based assays and in vivo implicated the linoleate and butanoate metabolites in targeting
histone deacetylase (HDAC) activity and the interferon—y (IFN—y) signaling axis. Clinical translation
of these findings to at-risk patients might provide valuable quality—of-life benefits by delaying
surgical interventions and drug therapies with adverse side effects.

Keywords: Familial Adenomatous Polyposis; gut microbiome; histone deacetylase; interferon—y
signaling; major histocompatibility complex; polyposis in rat colon; spinach

1. Introduction

Complex interrelationships govern the dynamic interactions between gut microbes,
host metabolomics, and exogenous drivers of disease outcome [1—4]. Irritable bowel
syndrome, obesity, metabolic disorders and malignancies linked to gut dysbiosis and
altered microbial diversity might be ameliorated via novel biotherapies and bioactive food
constituents [1-4]. Metabolomic approaches have been adopted in human intervention
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trials, as in the case of urinary biomarkers of spinach (SPI) intake associated with the health
benefits of green leafy vegetables [5], but the methodologies are not well established in
target tissues of the gastrointestinal tract or following systemic uptake.

We recently reported on a multi-omic investigation of cancer prevention by SPI in the
polyposis in rat colon (Pirc) model [6]. The Pirc rat is analogous to Apc-mutant mouse
models, such as Apc™M™/* mice, but more precisely mimics the small intestine and colon
tumor burden observed in human hereditary Familial Adenomatous Polyposis (FAP) [7]. In
the Pirc model, rats fed baby SPI for 26 weeks (10% w/w, freeze—dried in the diet) exhibited
significant antitumor efficacy, with greater than 60% reduced tumor multiplicity in the
colon and small intestine [6]. Increased gut microbiome diversity after SPI intake coincided
with reversal of taxonomic composition. Metagenomic prediction implicated linoleate
and butanoate metabolism, which was supported by untargeted metabolomics. Specifi-
cally, when colon tumors were compared with matched normal-looking tissues, anticancer
outcomes were linked to SPI-derived linoleate bioactives with known pro-apoptotic/anti—
inflammatory mechanisms, as well as altered butanoate metabolism stemming from in-
creased o—diversity of the gut microbiome. The metabolomic study included rats that
were given SPI (freeze—dried, 10% w/w in the diet) for only 3 days; the latter findings are
presented here for the first time, yielding new insights into acute vs. chronic SPI intake and
the associated immunoepigenetic mechanisms.

2. Materials and Methods

Animals—Studies in Pirc (F344/ NTac—Apc“m1137 ) and wild-type (WT) F344 male rats
were approved by the Institutional Animal Care and Use Committee. For complete details
on preclinical methodologies refer to Chen et al. [6]. In brief, Pirc and WT rats were assigned
randomly to basal AIN93 control diet or AIN93 diet containing 10% w/w freeze—dried
baby SPI. Rats were fed SPI from 4 to 30 weeks of age (26—wk SPI intake), or for 3 days
only (SPI3d), starting in the final week of the 30 week study. At necropsy, tissue sampling
for metabolomic analyses included Pirc colon tumors, adjacent normal-looking colonic
mucosa, colonic mucosa scrapings, colon ‘punch’ biopsies, and normal colon from WT rats,
with biological replicates as indicated in Figure 1A (see Section 3.1).

Metabolomics—Pre-weighed samples of rat colon tumor and normal colonic mucosa,
collected at the time of necropsy, were homogenized in 0.5 mL cold methanol and 0.2 mL
chloroform in pre—cooled Garnet bead tubes using a Precellys®24 beadbeater (Zymo Re-
search, Irvine, CA, USA). Samples were centrifuged at 3000 rpm for 10 min at 4 °C and
0.7 mL cold water was added to the supernatant. The aqueous phase was collected by
centrifugation at 3000 rpm for 1 min and passed through a sterile nylon cell strainer and
lyophilized. Samples were reconstituted in 50 pL methanol/water (1:1, v/v) and stored
at —80 °C. Liquid chromatography high-resolution accurate-mass spectrometry was con-
ducted as reported [6]. A Synergi Fusion—-RP C-18 column (Phenomenex, Torrance, CA,
USA) was used with a methanol/acetonitrile solvent gradient, and mass scanning in the
positive mode was in the range 50 to 750. MS1 and MS1-dependent MS2 spectra were
collected at an m/z resolution of 70,000 and 17,500, respectively, with the autosampler
maintained at 4 °C. Raw metabolomic data were imported into Progenesis QI (Waters, Mil-
ford, MA, USA) for alignment, peak picking, and metabolite identification, with reference
to the Human Metabolome Database (HMDB). Raw abundance data were normalized to
initial sample weights, incorporating Partial Least Squares Discriminant Analysis (PLSDA).
Features were filtered by their appearance in three independent metabolomic databases,
with at least three biological replicates and a significant ANOVA test. Significant features
were subjected to clustering and correlation by MetaboAnalyst 4.0. The p—values (two-
tailed t-test) and f-scores (standardized test statistic) were generated for multiple group
comparisons of metabolic networks and functional metabolite prediction via Mummichog
version 2 in R. Compound names were mapped to Kyoto Encyclopedia of Genes and
Genomes (KEGG) COMPOUND, and pathway analyses by Mummichog were ranked
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according to p—value, using p = 0.05 as the cutoff. For further information on the untargeted
metabolomics, see Chen et al. [6].

Microbiome—Detailed methodologies were reported by Chen et al. [6]. In brief, rat
fecal samples were submitted for bacterial genomic DNA extraction at the Center for
Metagenomics & Microbiome Research (CMMR), Baylor College of Medicine, Houston, TX.
The 16S rDNA V4 region was amplified and barcoded via PCR and sequenced using the
MiSeq platform (Illumina, San Diego, CA, USA) with a 2 x 250 bp paired—end protocol.
OTUs at a similarity cutoff value of 97% were generated by the UPARSE algorithm and
mapped to SILVA database. OTU tables and Agile Toolkit for Incisive Microbial Analyses
(ATIMA) were provided by CMMR for primary data visualization. ATIMA microbiome
data were subjected to the Kruskal-Wallis test, as before [6].

Proteins—Immunoblotting was performed as reported [8-15]. Primary antibodies and
concentrations were as follows (anti-): —catenin #9581 1:1000, poly(ADP-ribose) poly-
merase (PARP) #9542s 1:1000, cleaved caspase-3 (CC3) #9661s 1:1000, c-Myc #D3NS8F 1:1000,
Cyclin D1 #2922s 1:1000, Survivin #1808s 1:1000 and nuclear factor of k light polypeptide
gene enhancer in B—cells inhibitor, « (IkBe) #9242 1:1000 (Cell Signaling, Danvers, MA,
USA); matrix metalloproteinase-7 (Mmp?7) #NB300-1000 1:500 and forkhead box P3 (Foxp3)
#NBP2-41205 1:500 (Novusbio, Littleton, CO, USA); NLR Family CARD domain containing
5 (NLRC5) #PA5-21017 1:500 and beta 2-microglobulin (32m) #PA5-88527 1:1000 (Invitro-
gen, Carlsbad, CA, USA); Transporter 1 ATP binding cassette subfamily member 1 (TAP1)
#11114-1-AP 1:1000 (Proteintech, Rosemont, IL, USA); interferon—y (IFN-y) #A12450 1:1000
(ABclonal, Woburn, MA, USA); and —actin #A1978 1:500 (Millipore Sigma, St. Louis, MO,
USA). Secondary antibodies were goat—anti-mouse IgG #1706516 1:10,000 or goat—anti—
rabbit IgG #1706515 1:10,000 (Bio—Rad, Hercules, CA, USA). Membranes were washed and
incubated with horseradish peroxidase—conjugated secondary antibody for 1 h. Bands were
visualized using Western Lightning Plus-ECL Enhanced Chemiluminescence Substrate
(Perkin Elmer, Waltham, MA, USA) and detected using a ChemiDocM? Imaging System
(Bio—Rad).

RNA—Real-time quantitative PCR (RT-qPCR) was conducted as before [14,15]. In
brief, RNA was extracted from cell pellets using a NucleoSpin kit (Macherey—Nagel, Beth-
lehem, PA, USA), with quantification via a Cytation5 microplate reader (Thermo Fischer
Scientific, Waltham, MA, USA). Reverse-transcription was performed utilizing SuperScript
III (Thermo Fisher Scientific). Gene expression was quantified by qPCR in a 10-pL reaction
consisting of cDNAs, SYBR green dye (Genesee Scientific, El Cajon, CA USA), and gene-
specific primers, in a LightCycler 480 II (Roche, Indianapolis, IN, USA). Each sample was
subjected to three independent experiments, and quantification was based on the Ct value.
Gene-specific primers from DNA Technologies (Coralville, lowa, USA) were as follows:
B2M: 5'-TGTAAAGGGCCTCAGTGATTC-3' (F), 5-~AGGAAAGAACGCTGGCTAAA-3
(R); IFNG: 5-GAGCTTTGATGAGCACCGAG-3' (F), 5-GCAGGCATCAGTCCAGTATTC-
3’ (R). Glyceraldehyde—3—Phosphate Dehydrogenase (GAPDH) primers were as reported [15].

Cells—HCT116 human colon cancer cells from American Type Culture Collection
(Manassas, VA, USA) were validated and used in viability, fluorescence-activated cell sort-
ing (FACS), histone deacetylase (HDAC) activity, in silico, and immunoblotting assays, as
reported [8-17]. Murine MC38 and MC38-OVA colon carcinoma cells [16], kindly provided
by Dr. Arlene Sharpe (Harvard Medical School, Boston, MA, USA), also were treated with
test agents for 7 d or with IFN—y (10 ng/mL) for 20 h, followed by immunoassay—based
assessment [17] of OVA antagonistic peptide-driven IL-2 secretion from murine OVA-
specific B3Z T cell hybridoma (gift of Dr. H. Shen, Houston Methodist Research Institute,
Houston, TX, USA).

Statistics—Unless stated otherwise, findings are representative outcomes from three
or more biological and technical replicates, using Student’s t-test for paired comparisons
and ANOVA for group comparisons, as reported [6,9,14,15].
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3. Results
3.1. Metabolomics Segregated Pirc and WT Rats According to Acute vs. Chronic SPI Intake

Pirc and WT rats fed basal AIN93 control (Ctrl) diet or AIN93 diet containing 10%
w/w freeze—dried baby SPI for 26 weeks or 3 days (Figure 1A) were designated as AIN,
SPI, and SPI3d groups, respectively. Among 17,243 metabolomic features identified in
colon tissues at the end of the study, PLSDA segregated groups according to treatment and
genotype (Figure 1B). For example, colon scrapings from WT rats (top right) and colon
tumors from Pirc rats (lower left) had AIN and SPI3d groups clustered together, separate
from SPI ‘chronic’ treatment. In other cases, namely, WT and Pirc normal ‘punch’ biopsies
and Pirc colon scrapings, the SPI3d group segregated between AIN and SPI groups.

A Samples for metabolomics
. Pirc Tumor AIN (n=7 rats)
| AIN-93 basal diet control (Ctrl) | Pirc Tumor SPI (n=7 rats)
Pirc Normal AIN (n=7 rats)
Pirc | 10% spinach w/w in AIN-93 diet (26 weeks) Pirc Normal SPI (n=7 rats)
Pirc Tumor SP13d (n=4 rats)
| 10% spinach w/w in AIN-93 diet (3 days) - > S| Pirc Normal SPI3d (n=4 rats)
Pirc colon scrape AIN (n=6 rats)
Pirc colon scrape SPI (n=7 rats)
Pirc colon scrape SPI3d (n=7 rats)
| AIN-93 basal diet control (Ctrl) | WT Normal AIN (n=4 rats)
WT Normal SPI (n=6 rats)
WT 10% spinach w/w in AIN-93 diet (26 weeks) WT Normal SPI3d (n=4 rats)
WT Normal AIN scrape (n=4 rats)
| 10% spinach w/w in AIN-93 diet (3 days) -+ - S| WT Normal SPI scrape (n=4 rats)
. WT Normal SPI13d scape (n=4 rats)
0o 4 Age of rats in study (weeks) 30
B C
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Figure 1. Dosing scheme and metabolomic analyses in Pirc and wild-type (WT) rats. (A) Animals
were given AIN basal diet or AIN diet containing 10% spinach (w/w) for 26 weeks (SPI) or for 3 days
(SPI3d). At necropsy, adenomatous colon polyps, normal colon ‘punch’ biopsies, and colonic mucosa
scrapings were collected. (B) Partial least squares discriminant analysis of 17,243 metabolomic
features. (C) Heatmap of 5946 hierarchically clustered significant features, representing the average
of each group and auto—scaled by feature. (D) Correlation analysis across tissue categories.
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Five groups were distinguishable among the AIN controls, with Pirc tumor being
segregated furthest from WT normal colon (Figure 1B, lower right). ‘Heatmaps’ averaged
across the replicates in each group produced a distinct tumor metabolomic signature—
especially in rats given SPI for 26 weeks (Figure 1C, top right). In correlation analyses,
Pirc tumor was distinct from other groups, most notably for metabolomic features with
increased relative abundance (Figure 1D, lower right). Thus, the metabolomic signature
from chronic SPI treatment was distinct from AIN and SPI3d groups, especially for Pirc
colon tumors.

3.2. Fatty Acids and Other Compound Categories Were Altered by SPI Intake

Mummichog coupled to KEGG prioritized eight categories of small molecules. In Pirc
colon tumors, SPI increased four compound categories significantly, namely, Lipids and
Fatty acids, Phytochemicals, Carbohydrates, and Organic acids (Figure 2A, lower right).
This was not observed for SPI3d in Pirc tumors, and no statistically significant changes
were detected in normal tissues from Pirc or WT rats. In pairwise comparisons, Omega-3
fatty acid metabolism, Butanoate metabolism, and Prostaglandins from linoleate were
implicated in Pirc T SPI vs. Pirc T AIN groups (Figure 2B, bottom). Linoleate metabolism
also featured significantly for WT N AIN vs. WT N SPI and Pirc N AIN vs. Pirc N SPI3d
pairwise comparisons. Thus, among other changes, linoleate and butanoate metabolism
were altered markedly by SPI intake in the rat.

In metabolomic heatmaps, AIN group comparisons revealed a Pirc tumor signature
that was distinct from Pirc normal and WT normal (Figure 3A). Noteworthy in tumors was
the lower Linoleate metabolism in six out of seven rats (Figure 3A, blue square). Reduced
Arachidonate, Purine, and Eicosapentaenoate metabolism and increased Carnitine shuttle
and w-3 fatty acid, 3-Alanine, and Glutathione metabolism also was detected in tumors. In
SPI and SPI3d groups, tumors had a lower relative abundance of Butanoate metabolism
(Figure 3B, blue square). In the Pirc scrape SPI dataset there was increased Butanoate,
Purine, Pyrimidine, and Selenoamino acid metabolism (Figure 3B, red square). We inferred
that butanoate and other metabolites were increased by chronic SPI but not SPI3d in the
zone closest to the colonic crypts, captured by colonic scraping.

Low linoleate metabolism in colon tumors of Pirc AIN controls (Figure 3A, blue square)
was taken for further analyses (Figure 4, top left, blue square). Groups from our prior
work [6] are reproduced here as the first four bars in each dataset, with additional compar-
isons not reported previously. From the y—axis ranges in Figure 4, linoleate was present at
~3—4—fold higher levels than its 15-lipoxygenase—1/15-LOX-1 metabolites. Linoleate and
its 15-LOX-1 metabolites had a lower relative abundance in Pirc T AIN controls (red bars),
which was reversed or ‘normalized” in the SPI and SPI3d groups. Exceptions were noted,
however, including higher relative metabolite abundances in Pirc normal colon (third bar
in each dataset). In Pirc tissues, the highest 15-LOX-1 metabolite levels were detected in
SPI3d normal colon scrapings, as exemplified by 13(S)-HODE (Figure 4, *** p < 0.001). In
general, the highest 15-LOX-1 metabolite abundances were for WT rats in SPI and SPI3d
groups (Figure 4, datasets at right side). For example, 13(S)-HODE in WT N SPI3d scrape
was significantly higher than in WT N AIN scrape (** p < 0.001), as well as Pirc T AIN. We
concluded that SPI treatment for 3 days or 26 weeks markedly increased linoleate and its
15-LOX-1 pathway intermediates in Pirc and WT colon tissues, including 13(S)-HODE.
These observations are noteworthy given the proapoptotic antitumor activity reported for
13(S)-HODE in colorectal cancer [18-24].
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Figure 2. Compound categories prioritized from metabolomic analyses in Pirc and WT rats. (A) Mum-
michog coupled to KEGG Compound library identified eight categories of small molecules. Data
are shown as mean + SD. One-way ANOVA was used to compare the mean of each column with

the mean of every other column in the dataset, with Tukey correction for multiple comparisons
(GraphPad Prism 9.0); ** p < 0.01; *** p < 0.001. (B) Enriched metabolic pathways for the group
comparisons indicated; mummichog cutoff at 0.2, p < 0.05 significance level. N, normal; T, tumor.
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Figure 3. Heatmaps of enriched metabolomic pathways. (A) In the absence of SPI treatment, a Pirc
tumor signature had reduced relative abundance of Linoleate metabolism, among other changes.
(B) In SPI-treated rats, but not SPI3d, Pirc colonic scrapings had increased Butanoate metabolism,
whereas tumors had a low corresponding abundance, among other changes. Each column represents
the metabolomic profile of an individual animal in the corresponding group (n = 4-7 rats).
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Figure 4. Linoleate and metabolites in rat colon tissues. Datapoints represent individual rats as
biological replicates (n = 4-7). One-way ANOVA with Tukey correction; * p < 0.05; ** p < 0.01;
*** p < 0.001; ***p <0.0001. 13-HPODE, 13-hydroperoxy-9Z,11E-octadecadienoic acid; 13(S)-HODE,
(13S)-hydroxyoctadecadienoic acid; 13—oxoODE, (9Z,11E)-13-oxooctadeca—9,11-dienoic acid.

3.3. Butanoate Metabolites and 13(S)-HODE Inhibited HDAC Activity

A metabolite linked to butanoate metabolism also was identified (Figure 5A), namely,
(S)-2—aceto—2-hydroxybutanoate ((5)-2A2HB). Long—term SPI consumption increased (5)-
2A2HB levels significantly in colon tumors compared to adenomatous polyps from AIN
controls, and compared to Pirc normal tissues = SPI intake (*** p < 0.001). Interestingly,
SPI3d had no such effect (Figure 5A, green square). These trends were recapitulated in WT
N SPI and WT N SPI scraping samples vs. SPI3d and the corresponding WT AIN controls
(Figure 5A). The findings hinted at insufficient time for reshaping of the gut microbiome by
SPI3d in order to fully enhance butyrate-producing bacteria. Using reported methodologies
in the Pirc model [6], a time—course study revealed that increased x-diversity required
7-14 days of dietary SPI intake, and plateaued thereafter (Figure 5B).
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Figure 5. Butanoate metabolites exhibit favorable HDAC interactions. (A) Relative abundance of
(S)-2-aceto—2-hydroxybutanoate from metabolomic analyses of colon tissues from Pirc and WT rats.
One-way ANOVA with Tukey correction; *** p < 0.001; * p < 0.05. Also shown is the hypothetical
generation of (5)-2-hydroxybutanoate ((S)-2HB) via cellular deacetylases. (B) Time—course of gut
microbiome «-diversity following SPI intake. (C) Docking of butanoate metabolites and 13(S)-HODE
with HDAC1 and HDAC3 complexes in silico. (D) Typical docking scores from n = 3 tests.

A limitation of the current investigation was the inability to secure (S)-2A2HB from
reputable commercial sources, to validate target tissue concentrations. However, we
hypothesized that cellular deacetylases might generate localized (S)-2-hydroxybutanoate
((S)-2HB) from (S)-2A2HB (Figure 5A), akin to the mechanism-based HDAC inhibition
by sulforaphane metabolites [8]. Using reported methodologies for molecular docking
in silico [10,14], favorable interactions were predicted for (S5)-2A2HB, (S)-2HB and the
enantiomeric metabolite (R)-2HB with allosteric sites in HDAC1- and HDAC3—containing
corepressor complexes (Figure 5C). 13(S)-HODE interacted with both allosteric sites in
HDACS3 and with the zinc-containing catalytic site of HDAC1, resembling the known
HDAC1/HDACS3 inhibitor butyrate [25-28]. Docking scores were in the range —4.2 to
-5.4 kcal/mol (Figure 5D), synonymous with reversible inhibition.

Butyrate can attain millimolar concentrations in the gut [25-28], but information
often is lacking for its metabolites. Test compounds were screened using a reported
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HDAC activity assay [8-10], with Trichostatin A (TSA) as a positive control in some
experiments. In a cell-free assay with whole cell lysates from HCT116 human colon cancer
cells, concentration—dependent inhibition of HDAC activity was observed by (5)-2HB and
sodium butyrate (NaB) at 62.5, 125, 250, 500 and 1000 uM (Figure 6A), and by 0.625, 1.25,
2.5 and 5 uM 13(S)-HODE (Figure 6B). Cytoplasmic and nuclear lysates from HCT116 cells
also were treated with selected inhibitor doses. Compared to vehicle control, 2.5 uM 13(S)-
HODE alone or in combination with 100 uM (S)-2HB inhibited HDAC activity significantly,
similar to 1 mM NaB (Figure 6C). Thus, deacetylase activities in nuclear and non—-nuclear
compartments were susceptible to inhibitor treatments. Analogous results were obtained
when HCT116 cells were incubated with test agents for 48 h and the whole cell lysates were
added to HDAC activity assays (Figure 6D).

HCT116 whole cell lysate (cell-free assay)
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Figure 6. (5)-2HB and 13(S)-HODE are HDAC inhibitors. (A) Inhibition of HDAC activity in HCT116
whole cell lysates incubated with (S5)-2HB or sodium butyrate (NaB); wedge symbol, 62.5, 125, 250,
500 and 1000 puM; Trichostatin A (TSA) (0.1 uM). (B) HDAC inhibition in HCT116 whole cell lysates
incubated with 0.625, 1.25, 2.5 and 5 uM 13(S)-HODE. (C) HDAC inhibition in cytoplasmic and
nuclear extracts from HCT116 cells treated with 100 uM (S)-2HB, 2.5 uM 13(S)-HODE, 100 uM
(S)-2HB + 2.5 uM 13(S)-HODE (Combo), or 1 mM NaB. (D) HCT116 cells were treated for 48 h
with agents at concentrations used in (C), and whole cell lysates were tested for HDAC activity.
Mean £ SD, n =3, * p < 0.05; ** p < 0.01; *** p < 0.001; **** p < 0.0001. Y-axis, relative fluorescence

units x 10%.
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3.4. Apoptosis Induction Was Observed by 13(S)-HODE =+ (S)-2HB

Based on published reports for 13(S)-HODE concentrations in cell-based assays [18-24]
and for (5)-2HB from the HDAC activity experiments (Section 3.3, above), HCT116 cells
were treated with (S)-2HB, 13(S)-HODE, or the combination. At 48 h, phenotypic read-
outs included cell rounding/detachment, decreased cell viability, and cleaved PARP and
Caspase-3 (Figure 7A-C). The threshold concentration for apoptosis induction in HCT116
cells at 48 h was 100 uM for (S)-2HB and 2.5 uM for 13(S)-HODE. Combined at these
concentrations, 13(S)-HODE+(S)-2HB were comparable to 1 mM NaB in terms of apoptosis
induction and loss of 3-catenin or c-Myc protein expression (Figure 7C). Similar obser-
vations were made with aqueous and organic extracts of spinach added to human colon
cancer cells (data not shown).

A
Vehicle (S)-2-Hydroxybutyrate 13(S)-HODE  * Combo
200 um 200 um L - 200pm 2004 m
HCT116 cells, 48 h post-treatment
K\
NP
&P
B C QQ g\ @\
NN S
HCT116 cells, 48 h post-treatment ¢ X \,Q‘ & NS
— S X L
8 0.5 N QY NP
¢ 0.4 — - . B-catenin
";E 03 - e c-Myc
i 0.2 [ ———— | PARP
] 0.1 4
2 9 . | 4—
0 0 0.15 0.3 0.65 1.25 2.5 5uM " * cc3
5 M 13(S)-HODE concentration L
© O 13(S)-HODE+(S)-2HB (100 uM) - e - (-actin
< >
N N D N N oP
D PN Q}r.ﬁl S E \v\% & L
© € &€ ¢ & & E
N S & &S <
AR Y A O] & o <& &
SR AR AR R N & <
| i "‘--|B—catenin o - - " W == = (-catenin
| - -"‘|CY°"”'31 s sEsssamcca
it S Parp 3 E z
- i ——]— B SR S Mmp7

|————————-—"|B—actin |w- IB—actin

Figure 7. Apoptosis induction is observed by 13(S)-HODE, (S)-2HB, and spinach. (A) Morphology,
(B) viability (mean £ SD, n = 3, * p < 0.05 by Student’s t-test) and (C) apoptosis endpoints in HCT116
cells treated for 48 h with 100 uM (S)-2HB, 2.5 uM 13(S)-HODE, or 100 uM (5)-2HB plus 2.5 uM
13(S)-HODE (Combo). (D,E) Immunoblotting of Pirc and WT tissues, with (3-actin as loading control.
Each lane represents an individual tumor or normal tissue. Representative of findings from two or

more independent experiments. CC3, cleaved (active) Caspase-3; arrow, cleaved PARP.

In vivo, 3-catenin, Cyclin D1 and Mmp7 clearly designated tumor from normal colon;
however, no downregulation of Wnt/3-catenin targets was observed with dietary SPI
intake (Figure 7D,E). Interestingly, SPI but not SPI3d increased cleaved PARP and Caspase—
3 levels markedly in Pirc colon tumors. Thus, apoptosis induction could be uncoupled
from B-catenin downregulation in vivo, and other mechanisms were pursued.

3.5. 13(5)-HODE and (S)-2HB Targeted the IFN-y Signaling Axis

Transcriptomics previously identified IFN-y signaling as a priority in the SPI-treated
rat [6]. As a working hypothesis, HDAC inhibition by linoleate and butanoate metabolites
might activate components of the IFN-y signaling axis, including epigenetically—silenced
major histocompatibility complex class I (MHC-I) factors [29-32]. Immunoblots (Figure 8A)
confirmed upregulation of 32m and IFN-y in Pirc colon tumors following chronic SPI
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intake, as compared to WT normal AIN, Pirc tumor AIN, and Pirc tumor SPI3d groups. No
corresponding changes were noted for Nlrc5, a master transcriptional regulator of MHC-
I signaling [29], or endoplasmic reticulum transporters such as Tapl. Calnexin (Canx),
a chaperone protein involved in the folding of MHC-I molecules [33], was markedly
downregulated in Pirc colon tumors, and chronic SPI intake partially reversed this trend
(Figure 8A, dashed red box)—although not to the levels observed in WT normal AIN
controls. Compared to Pirc tumor AIN and Pirc tumor SPI3d groups, Pirc tumor SPI
samples had reduced Foxp3, Ikba, and Survivin expression (Figure 8A).
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Figure 8. 13(S)-HODE and (S)-2HB target the IFN-y signaling axis. (A) Immunoblotting of Pirc
and WT tissues. Each lane represents an individual tumor or normal tissue. (B) Immunoblotting of
HCT116 and MC38 cells 7 d after treatment with 100 uM (S)-2HB, 2.5 uM 13(S)-HODE, or 100 uM
(5)-2HB plus 2.5 uM 13(S)-HODE, with 1 mM NaB as a control. (C) B2M and IFNG mRNA expression
in HCT116 cells following 7-d treatments as in ‘B’, RT-qPCR data normalized to GAPDH; mean + SD,
n = 3. (D) FACS-based analysis of 32m cell suface occupancy in MC38 cells 7 d after treatment with
test agents as in ‘B’, or with IFN-y (10 ng/mL) for 20 h. (E) Immunoassay-based assessment [17] of
ovalbumin (OVA) antagonistic peptide-driven IL-2 secretion from murine OVA-specific B3Z T cell
hybridoma co-incubated with MC38-OVA cells [16], treated as in panel ‘C". Mean £ SD, n = 3. Bars
with different superscripts differed significantly based on group comparisons via one-way ANOVA.
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Human HCT116 and murine MC38 colon carcinoma cells were incubated for 7 days
with (5)-2HB=£13(S)-HODE or NaB at concentrations used previously (Figure 7C), and
immune-related targets were assessed via immunoblotting. In HCT116 cells (Figure 8B,
top) increased expression of 32M and NLRC5 coincided with decreased FOXP3, IkBo
and Survivin, especially for NaB and (S)-2HB+13(5)-HODE combination treatment. Sim-
ilar observations were made for these molecular targets in MC38 cells, and for Tap1 in-
duction (Figure 8B, bottom). After 7 days of treatment, RT-qPCR data in HCT116 cells
revealed increased mRNA expression for targets such as B2M and IFNG in the relative
order: (5)-2HB < 13(S)-HODE < (5)-2HB+13(S)-HODE (Combo) < NaB (Figure 8C). A
similar order of efficacy was detected in FACS-based experiments that assessed cell surface
occupancy of 32m in MC38 cells, i.e., vehicle 26%, (5)-2HB 41%, 13(S)-HODE 40%, (S)—
2HB+13(S)-HODE 54%, NaB 58% and IFN-y 62% (Figure 8D). Finally, immunoassay—based
assessment of ovalbumin (OVA) antagonistic peptide (SIINFEKL)-driven IL-2 secretion
from murine OVA-specific B3Z T cell hybridoma co-incubated with MC38-OVA cells
corroborated the functionality of MHC-I complexes at the cell surface, in the relative
order: (S)-2HB < 13(S)-HODE < (5)-2HB+13(S)-HODE < NaB < IFN-y (Figure 8E). Thus,
components of the IFN-y signaling axis were confirmed as mechanistic targets of linoleate
and butanoate metabolites in cell-based assays, and in the colon tumors from rats fed SPI
on a chronic basis, but not SPI3d.

4. Discussion

Recent human clinical intervention trials have assessed diverse aspects of SPI intake,
including anthropometric measures, muscle fitness, metabolic profiles, arterial stiffness,
and urinary biomarkers [5,34-36], extending prior research on the health benefits of green
leafy vegetables and the functional properties of spinach—derived phytochemicals and
bioactives [37-41]. We reported that long—term feeding of freeze—dried SPI at 10% w/w in
the diet for 26 weeks exhibited significant antitumor efficacy in the Pirc model, resulting
in >60% reduced tumor multiplicity in the colon and small intestine [6]. In Apc-mutant and
WT rats, increased gut microbiome diversity after SPI consumption coincided with reversal
of taxonomic composition. Metagenomic prediction implicated linoleate and butanoate
metabolism, tricarboxylic acid cycle, and pathways in cancer, which was supported by
transcriptomics and metabolomics. Thus, tumor suppression by SPI involved marked
reshaping of the gut microbiome and changes in host RNA-miRNA networks. When
colon polyps were compared with matched normal-looking tissues via metabolomics,
anticancer outcomes were linked to SPI-derived linoleate bioactives with known anti—
inflammatory / proapoptotic mechanisms in colorectal cancer [18-24].

The current investigation confirmed and extended these observations, and sought to
compare long—term vs. acute (26-week vs. 3d) SPI consumption in the rat, incorporating
colonic mucosa scrapings and tissues from WT animals. Partial least squares discriminant
analyses of 17,243 metabolomic features aligned SPI3d with AIN controls, or distributed
SPI3d midway between AIN and SPI groups. These findings hinted at SPI3d starting to
reshape metabolomic features towards the more marked changes observed after 26 weeks
of SPI intake. Heatmaps revealed a distinct Pirc colon tumor metabolomic signature, with
SPI (but not SPI3d) increasing lipids and fatty acids, organic acids, carbohydrates, and
phytochemicals. Based on our prior report [6], we focused initially on linoleate and its
downstream metabolites. Interestingly, 13-HPODE, 13(5)-HODE and 13-0xoODE had
some of the highest relative abundance levels in WT tissues, especially from colon scrape
samples in SPI and SPI3d groups (Figure 4). This implicated SPI-derived (rather than
tumor—specific) linoleate metabolites, consistent with their detection in the freeze—dried
baby SPI incorporated into AIN basal diet, using unbiased metabolomic analyses [6].

Interestingly, among the 700+ metabolomic features in baby SPI, no (5)-2A2HB was
detected [6]. The significant increase in (S)-2A2HB in Pirc colon tumors by SPI and its
absence following SPI3d treatment (Figure 5A, green square) suggested the necessity for
reshaping of the gut microbiome over several weeks, to increase a—diversity and enhance
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butyrate-producing bacteria. This was confirmed in a time—course investigation, in which
a—diversity increased in the Pirc model after approximately 7-14 days of dietary SPI intake,
and plateaued thereafter for up to 60 days (Figure 5B).

As noted above, (5)-2A2HB was not available commercially, but the presumed deacety-
lated metabolite (S)-2HB was viewed as a possible mechanism-based HDAC inhibitor,
analogous to sulforaphane metabolites [8,34]. Using molecular docking in silico, favor-
able interactions were predicted for (S)-2A2HB, (5)-2HB and the enantiomeric metabolite
(R)-2HB with allosteric sites in HDAC1- and HDAC3—containing corepressor complexes
(Figure 5C). Notably, 13(S)-HODE also had favorable interactions with HDACS3 allosteric
sites and with the catalytic pocket of HDAC1. Docking scores were in the range —4.2 to
-5.4 kcal/mol (Figure 5D), synonymous with the degree of HDAC inhibition detected in
cell-free and cell-based HDAC activity assays, relative to 0.1 uM TSA. Tissues in the Pirc
model were prioritized for metabolomics, but future work should examine changes in
selected HDACs and histone acetylation or methylation marks following SPI and SPI3d
intake.

In human colon cancer cells, a threshold was observed for apoptosis induction at
48 h using 100 uM (S)-2HB and 2.5 uM 13(S)-HODE. When combined, these metabolites
caused marked induction of cleaved PARP and Caspase-3, comparable to 1 mM NaB.
Decreased viability in cell-based assays coincided with loss of 3-catenin, but this was
not recapitulated in vivo. Thus, expression of (3-catenin, Cyclin D1, and Mmp7 remained
high in adenomatous polyps compared to normal colon, and was unaffected by SPI3d or
SPI treatment, although SPI increased cleaved PARP and Caspase-3 in Pirc colon tumors,
indicative of apoptosis induction. Quantifying nuclear ‘active’ 3-catenin might yield greater
insights, as described in recent studies that provided genetic and molecular corroboration
for specific LOX enzymes and linoleic metabolites in suppressing LPR5 recycling, Wnt/ 3-
catenin signaling, and colon carcinogenesis [24].

The IFN-y signaling axis was defined as a top priority in Pirc SPI colon tumors at
30 weeks [6]. In the current investigation, Pirc tumor SPI samples had increased expression
of 32m, interferon-y and Canx as compared to Pirc tumor SPI3d and Pirc tumor AIN
groups, and decreased levels of Foxp3, Ikba and Survivin, implicating NF«kB signaling
and apoptosis induction. Several of the immune biomarkers were similarly altered in
cell-based assays involving human and murine colon carcinoma cells incubated with (S)-
2HB=+13(S)-HODE. Notably, increased cell surface occupancy of 32m was confirmed in
FACS-based analyses, and the functionality of MHC-I complexes was corroborated in
MC38-OVA+B3Z co—culture experiments. Downregulation of MHC-I components is a
potential oncogenic driver [29-33], and the targeting of epigenetic ‘readers’, ‘writers’ and
‘erasers’ might facilitate re—expression of cell surface MHC complexes to reengage host
immune pathways in cancer cells. These mechanisms also might be pertinent at earlier
stages, as in the case of adenomatous colon tumors from the Pirc model and in FAP or
Lynch Syndrome patients, which harbor predicted MHC neoantigens [42]. Llosa et al. [43]
noted that ‘an altered amino acid due to a coding mutation is only relevant as a tumor
neoantigen for T cells if it can be processed and presented on self-MHC ... individual
tumors with lower mutational load can nonetheless generate good T—cell neoepitopes
if the mutations are appropriately positioned’. A roadblock to appropriately positioned
neoepitopes involves epigenetic silencing of MHC components, and the ability of linoleate
and butanoate metabolites to inhibit HDAC activity and to re—express MHC functional
complexes at the surface of colon cancer cells is worthy of further investigation.

5. Conclusions

This investigation compared long—term vs. acute SPI intake in a preclinical model
of hereditary colon cancer, and corroborated our prior findings vis—a-vis SPI-derived
linoleate bioactives and butanoate metabolites linked to increased a-diversity of the gut mi-
crobiome. This is the first report to demonstrate HDAC inhibition, apoptosis induction, and
altered IFN-y signaling in colon cancer cells treated with specific butanoate and linoleate
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metabolites in combination. Future work should seek to corroborate the concentrations
of these metabolites in vivo in the context of apoptosis induction in colon tumors after
long-term dietary SPI intake, and phenotypic outcomes following treatment of FAP patient
organoids. Clinical translation of freeze—dried whole foods, such as SPI, to at-risk patients
might provide valuable quality—of-life benefits via inflammasome/immune mechanisms,
delaying colectomy and drug intervention [44-50].

Author Contributions: Conceptualization, Y.-5.C. and R.D.; preclinical, Y.-5.C., WM.D., P.R; cell-
based assays, S.N., S.K., PR.,; docking in silico, S.W.; bioinformatics and statistics, Y.-S.C., J.L.,
K.Z.; metabolomics, R.M., A.J., K.L.; immune biomarkers, S.N., S.K,, J.ET.P, C.T., PR., KK, R.D,;
manuscript drafting and editing, R.D., P.R., S.N., S.K. All authors have read and agreed to the
published version of the manuscript.

Funding: This work was supported by grant CA122959 from the National Cancer Institute, by the
John S. Dunn Foundation, and by a Chancellor’s Research Initiative.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: Multi-omics data associated with this article were deposited in GEO
with accession number GSE180160.

Acknowledgments: We are grateful to Li Li and Gavin Johnson for assistance with Pirc breeding and
necropsies, and Nadim Ajami (The University of Texas MD Anderson Cancer Center) for consultation
on microbiome analyses.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

11.

Fan, Y.; Pedersen, O. Gut microbiota in human metabolic health and disease. Nat. Rev. Microbiol. 2021, 19, 55-71. [CrossRef]
[PubMed]

Mazier, W.; Le Corf, K.; Martinez, C.; Tudela, H.; Kissi, D.; Kropp, C.; Coubard, C.; Soto, M.; Elustondo, F.; Rawadi, G.; et al. A
new strain of Christensenella minuta as a potential biotherapy for obesity and associated metabolic diseases. Cells 2021, 10, 823.
[CrossRef] [PubMed]

Rivas-Dominguez, A.; Pastor, N.; Martinez-Lopez, L.; Colon-Perez, J.; Bermudez, B.; Orta, M.L. The role of DNA damage
response in dysbiosis—induced colorectal cancer. Cells 2021, 10, 1934. [CrossRef] [PubMed]

Ahluwalia, B.; Iribarren, C.; Magnusson, M.K.; Sundin, J.; Clevers, E.; Savolainen, O.; Ross, A.B.; Tornblom, H.; Simren, M.;
Ohman, L. A distinct faecal microbiota and metabolite profile linked to bowel habits in patients with irritable bowel syndrome.
Cells 2021, 10, 1459. [CrossRef]

Xi, M.; La Barbera, G.; Eriksen, ].N.; Prahm, A.P.; Jeppesen, P.B.; Dragsted, L.O. Discovery of urinary biomarkers of spinach
consumption using untargeted LC-MS metabolomics in a human intervention trial. Mol. Nutr. Food Res. 2022, 66, 202100260.
[CrossRef]

Chen, Y.-S.; Li, ].; Menon, R; Jayaraman, A.; Lee, K.; Huang, Y.; Dashwood, W.D.; Zhang, K.; Sun, D.; Dashwood, R.H. Dietary
spinach reshapes the gut microbiome in an Apc-mutant genetic background: Mechanistic insights from integrated multi—omics.
Gut Microbes 2021, 13, 1972756. [CrossRef] [PubMed]

Amos-Landgraf, J.A.; Kwong, L.N.; Kendziorski, C.M.; Reicheldefer, M.; Torrealba, J.; Weichert, J.; Haag, ].D.; Chen, K.S.; Waller,
J.L.; Gould, M.N; et al. A target-selected Apc-mutant rat kindred enhances the modeling of familial human colon cancer. Proc.
Natl. Acad. Sci. USA 2007, 104, 4036-4041. [CrossRef]

Myzak, M.C.; Karplus, P.A.; Chung, FL.; Dashwood, R.H. A novel mechanism of chemoprotection by sulforaphane: Inhibition of
histone deacetylase. Cancer Res. 2004, 64, 5767-5774. [CrossRef]

Rajendran, P; Delage, B.; Dashwood, W.D.; Yu, TW.; Wuth, B.; Williams, D.E.; Ho, E.; Dashwood, R.H. Histone deacetylase
turnover and recovery in sulforaphane-treated colon cancer cells: Competing actions of 14-3-3 and Pinl in HDAC/SMRT
corepressor complex dissociation/reassembly. Mol. Cancer 2011, 10, 68. [CrossRef]

Rajendran, P; Kidane, A.IL; Yu, TW.; Dashwood, W.M.; Bisson, W.H.; Lohr, C.V.; Ho, E.; Williams, D.E.; Dashwood, R.H. HDAC
turnover, CtIP acetylation and dysregulated DNA damage signaling in colon cancer cells treated with sulforaphane and related
dietary isothiocyanates. Epigenetics 2013, 8, 612—623. [CrossRef]

Kang, Y.; Nian, H.; Rajendran, P.; Kim, E.; Dashwood, W.M.; Pinto, ].T.; Boardman, L.A.; Thibodeau, S.N.; Limburg, PJ.; Lohr, C.V,;
et al. HDACS and STAT3 repress BMF gene activity in colon cancer cells. Cell Death Dis. 2014, 5, e1476. [CrossRef]


http://doi.org/10.1038/s41579-020-0433-9
http://www.ncbi.nlm.nih.gov/pubmed/32887946
http://doi.org/10.3390/cells10040823
http://www.ncbi.nlm.nih.gov/pubmed/33917566
http://doi.org/10.3390/cells10081934
http://www.ncbi.nlm.nih.gov/pubmed/34440703
http://doi.org/10.3390/cells10061459
http://doi.org/10.1002/mnfr.202100260
http://doi.org/10.1080/19490976.2021.1972756
http://www.ncbi.nlm.nih.gov/pubmed/34494932
http://doi.org/10.1073/pnas.0611690104
http://doi.org/10.1158/0008-5472.CAN-04-1326
http://doi.org/10.1186/1476-4598-10-68
http://doi.org/10.4161/epi.24710
http://doi.org/10.1038/cddis.2014.422

Cells 2022, 11, 573 16 of 17

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Rajendran, P.; Dashwood, WM.; Li, L.; Kang, Y.; Kim, E.; Johnson, G.; Fischer, K.A ; Lohr, C.V.; Williams, D.E.; Ho, E.; et al. Nrf2
status affects tumor growth, HDAC3 promoter associations, and the response to sulforaphane in the colon. Clin. Epigenet. 2015, 7,
102. [CrossRef]

Okonkwo, A.; Mitra, J.; Johnson, G.S.; Li, L.; Dashwood, WM.; Hedge, M.L.; Yue, C.; Dashwood, R.H.; Rajendran, P. Heterocyclic
analogs of sulforaphane trigger DNA damage and impede DNA repair in colon cancer cells: Interplay of HATs and HDACs. Mol.
Nutr. Food Res. 2018, 62, €1800228. [CrossRef]

Rajendran, P; Johnson, G.; Li, L.; Chen, Y.S.; Dashwood, M.; Nguyen, N.; Ulusan, A.; Ertem, F.; Zhang, M.; Li, ].; et al. Acetylation
of CCAR2 establishes a BET/BRD9 acetyl switch in response to combined deacetylase and bromodomain inhibition. Carncer Res.
2019, 79, 918-927. [CrossRef]

Kapoor, S.; Gustafson, T.; Zhang, M.; Chen, Y.S.; Li, J.; Nguyen, N.; Perez, ].E.T.; Dashwood, W.M.; Rajendran, P.; Dashwood, R.H.
Deacetylase plus bromodomain inhibition downregulates ERCC2 and suppresses the growth of metastatic colon cancer cells.
Cancers 2021, 13, 1438. [CrossRef] [PubMed]

LaFleur, M.W.; Nguyen, T.H.; Coxe, M.A ; Miller, B.C.; Yates, K.B.; Gillis, ].E.; Sen, D.R.; Gaudiano, E.F.; Al Abosy, R.; Freeman,
G.J.; et al. PTPN2 regulates the generation of exhausted CD8" T cell subpopulations and restrains tumor immunity. Nat. Immunol.
2019, 20, 1335-1347. [CrossRef]

Sasaki, K.; Himeno, A.; Nakagawa, T.; Sasaki, Y.; Kiyonari, H.; Iwai, K. Modulation of autoimmune pathogenesis by T cell-
triggered inflammatory cell death. Nat. Commun. 2019, 10, 3878. [CrossRef]

Lee, S.I; Zuo, X.; Shureiqi, I. 15-lipoxygenase-1 as a tumor suppressor gene in colon cancer: Is the verdict in? Cancer Metastasis
Rev. 2011, 30, 481-491. [CrossRef] [PubMed]

Shureiqi, I.; Wonjo, K.J.; Poore, J.A.; Reddy, R.G.; Moussalli, M.].; Spindler, S.A.; Greenson, J.K.; Normolle, D.; Hasan, A.A;
Lawrence, T.S.; et al. Decreased 13-S-hydroxyoctadecadienoic acid levels and 15-lipoxygenase—1 expression in human colon
cancers. Carcinogenesis 1999, 20, 1985-1995. [CrossRef]

Shureiqi, I.; Chen, D.; Lee, J.].; Yang, P.; Newman, R.A.; Brenner, D.E.; Lotan, R.; Fischer, 5.M.; Lippman, S.M. 15-LOX-1: A novel
molecular target of nonsteroidal anti-inflammatory drug-induced apoptosis in colorectal cancer cells. J. Natl. Cancer Inst. 2000,
92,1136-1142. [CrossRef] [PubMed]

Shureiqi, I.; Chen, D.; Lotan, R.; Yang, P; Newman, R.A ; Fischer, S.M.; Lippman, S.M. 15-lipoxygenase-1 mediates nonsteroidal
anti-inflammatory drug—induced apoptosis independently of cyclooxygenase—2 in colon cancer cells. Cancer Res. 2000, 60,
6846-6850. [PubMed]

Shureiqi, I; Jiang, W.; Zuo, X.; Wu, Y.; Stimmel, ].B.; Leesnitzer, L.M.; Morris, ].S.; Fan, H.-Z.; Fischer, S.M.; Lippman, S.M. The
15-lipoxygenase-1 product 13-S-hydroxyoctadecadienoic acid down-regulates PPAR—delta to induce apoptosis in colorectal
cancer cells. Proc. Natl. Acad. Sci. USA 2003, 100, 9968-9973. [CrossRef] [PubMed]

Zuo, X.; Wu, Y.; Morris, ].S.; Stimmel, ].B.; Leesnitzer, L.M.; Fischer, S.M.; Lippman, S.M.; Shureiqi, I. Oxidative metabolism
of linoleic acid modulates PPAR-beta/delta suppression of PPAR-gamma activity. Oncogene 2006, 25, 1225-1241. [CrossRef]
[PubMed]

Liu, E; Zuo, X,; Liu, Y.; Deguchi, Y.; Moussalli, M.].; Chen, W.; Yang, P.; Wei, B.; Tan, L.; Lorenzi, P.L.; et al. Suppression of
membranous LPR5 recycling, Wnt/ 3—catenin signaling, and colon carcinogenesis by 15-LOX-1 peroxidation of linoleic acid in
PI3P. Cell Rep. 2020, 32, 108049. [CrossRef] [PubMed]

Thangaraju, M.; Carswell, K.N.; Prasad, P.D.; Ganapathy, V. Colon cancer cells maintain low levels of pyruvate to avoid cell death
caused by inhibition of HDAC1/HDACS3. Biochem. ]. 2009, 417, 379-389. [CrossRef]

Morrison, D.J.; Preston, T. Formation of short chain fatty acids by the gut microbiota and their impact on human metabolism. Gut
Microbes 2016, 7, 189-200. [CrossRef]

Wang, R.X.; Henen, M.A; Lee, ].S.; Vogeli, B.; Colgan, S.P. Microbiota-derived butyrate is an endogenous HIF prolyl hydroxylase
inhibitor. Gut Microbes 2021, 12, 1938380. [CrossRef]

Thangaraju, M.; Cresci, G.A,; Liu, K.; Anath, S.; Gnanaprakasam, ].P.; Browning, D.D.; Mellinger, ].D.; Smith, S.B.; Digby, G.J.;
Lambert, N.A.; et al. GPR109A is a G—protein—coupled receptor for the bacterial fermentation product butyrate and functions as a
tumor suppressor in colon. Cancer Res. 2009, 69, 2826-2832. [CrossRef]

Kobayashi, K.S.; van den Elsen, P.J. NLRC5: A key regulator of MHC class I-dependent immune responses. Nat. Rev. Immunol.
2012, 12, 813-820. [CrossRef] [PubMed]

Yoshihama, S.; Roszik, J.; Downs, I.; Meissner, T.B.; Vijayan, S.; Chapuy, B.; Sidiq, T.; Shipp, M.A.; Lizee, G.A.; Kobayashi, K.S.
NLRC5/MHC class I transactivator is a target for immune evasion in cancer. Proc. Natl. Acad. Sci. USA 2016, 113, 5999-6004.
[CrossRef]

Cho, S.X.; Vijayan, S.; Yoo, ]J.-S.; Watanabe, T.; Ouda, R.; An, N.; Kobayashi, K.S. MHC class I transactivator NLRC5 in host
immunity, cancer and beyond. Immunology 2020, 163, 252-261. [CrossRef] [PubMed]

Cornel, A.M.; Mimpen, L.L.; Nierkens, S. MHC class I downregulation in cancer: Underlying mechanisms and potential targets
for cancer immunotherapy. Cancers 2020, 12, 1760. [CrossRef]

Zheng, ].; Yang, T.; Gao, S.; Cheng, M.; Shao, Y.; Xi, Y.; Guo, L.; Zhang, D.; Gao, W.; Zhang, G.; et al. miR-148-3p silences the
CANX/MHC-I pathway and impairs CD8+ T cell-mediated immune attack in colorectal cancer. FASEB ]. 2021, 35, e21776.
[CrossRef]


http://doi.org/10.1186/s13148-015-0132-y
http://doi.org/10.1002/mnfr.201800228
http://doi.org/10.1158/0008-5472.CAN-18-2003
http://doi.org/10.3390/cancers13061438
http://www.ncbi.nlm.nih.gov/pubmed/33809839
http://doi.org/10.1038/s41590-019-0480-4
http://doi.org/10.1038/s41467-019-11858-7
http://doi.org/10.1007/s10555-011-9321-0
http://www.ncbi.nlm.nih.gov/pubmed/22037943
http://doi.org/10.1093/carcin/20.10.1985
http://doi.org/10.1093/jnci/92.14.1136
http://www.ncbi.nlm.nih.gov/pubmed/10904086
http://www.ncbi.nlm.nih.gov/pubmed/11156377
http://doi.org/10.1073/pnas.1631086100
http://www.ncbi.nlm.nih.gov/pubmed/12909723
http://doi.org/10.1038/sj.onc.1209160
http://www.ncbi.nlm.nih.gov/pubmed/16288226
http://doi.org/10.1016/j.celrep.2020.108049
http://www.ncbi.nlm.nih.gov/pubmed/32814052
http://doi.org/10.1042/BJ20081132
http://doi.org/10.1080/19490976.2015.1134082
http://doi.org/10.1080/19490976.2021.1938380
http://doi.org/10.1158/0008-5472.CAN-08-4466
http://doi.org/10.1038/nri3339
http://www.ncbi.nlm.nih.gov/pubmed/23175229
http://doi.org/10.1073/pnas.1602069113
http://doi.org/10.1111/imm.13235
http://www.ncbi.nlm.nih.gov/pubmed/32633419
http://doi.org/10.3390/cancers12071760
http://doi.org/10.1096/fj.202100235R

Cells 2022, 11, 573 17 of 17

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Pérez-Pifiero, S.; Avila-Gandjia, V.; Rubio Arias, J.A.; Mufoz-Carrillo, ].C.; Losada-Zafrilla, P.; Lopez—-Romaén, FJ. A 12-week
randomized double-blind placebo-controlled clinical trial evaluating the effect of supplementation with a spinach extract on
skeletal muscle fitness in adults older than 50 years of age. Nutrients 2021, 13, 4373. [CrossRef] [PubMed]

Tabrizi, FP.F,; Farhangi, M.A ; Vaezi, M.; Hemmati, S. The effects of spinach-derived thylakoid supplementation in combination
with calorie restriction on anthropometric parameters and metabolic profiles in obese women with polycystic ovary syndrome: A
randomized, double-blind, placebo—controlled clinical trial. Nutr. J. 2020, 19, 82. [PubMed]

Jovanovski, E.; Bosco, L.; Khan, K.; Au-Yeung, F.; Ho, H.; Zurbau, A.; Jenkins, A.L.; Vuksan, V. Effect of spinach, a high dietary
nitrate source, on arterial stiffness and related hemodynamic measures: A randomized, controlled trial in healthy adults. Clin.
Nutr. Res. 2015, 4, 160-167. [CrossRef]

Roberts, J.L.; Moreau, R. Functional properties of spinach (Spinacia oleracea L.) phytochemicals and bioactives. Food Funct. 2016, 7,
3337-3353. [CrossRef]

Gutierrez, R M.P,; Velazquez, E.G.; Carrera, S.P.P. Spinacia oleracea Linn considered as one of the most perfect foods: A pharmaco-
logical and phytochemical review. Mini Rev. Med. Chem. 2019, 19, 1666-1680. [CrossRef]

Zheng, Y.; Xiang, S.; Zhang, H.; Ye, H.; Zhang, Y.; Ge, Y.; Feng, X.; Bao, X.; Chen, J.; Zhu, X. Vitamin B12 enriched in spinach and
its effects on gut microbiome. J. Agric. Food Chem. 2021, 69, 2204-2212. [CrossRef]

Parasramka, M.A.; Dashwood, W.M.; Wang, R.; Abdelli, A.; Bailey, G.S.; Williams, D.E.; Ho, E.; Dashwood, R.H. MicroRNA
profiling of carcinogen-induced rat colon tumors and the influence of dietary spinach. Mol. Nutr. Food Res. 2012, 56, 1259-1269.
[CrossRef]

Parasramka, M.A.; Ho, E.; Williams, D.E.; Dashwood, R.H. MicroRNAs, diet, and cancer: New mechanistic insights on the
epigenetic actions of phytochemicals. Mol. Carcinog. 2012, 51, 213-230. [CrossRef]

Chang, K.; Taggart, M.W.; Reyes—Uribe, L.; Borras, E.; Riquelme, E.; Barnett, R.M.; Leoni, G.; San Lucas, FA.; Catanese, M.T,;
Mori, F; et al. Immune profiling of premalignant lesions in patients with Lynch Syndrome. JAMA Oncol. 2018, 4, 1085-1092.
[CrossRef] [PubMed]

Llosa, N.J.; Cruise, M.; Tam, A.; Wicks, E.C.; Hechenbleikner, E.M.; Taube, ].M.; Blosser, R.L.; Fan, H.; Wang, H.; Luber, B.S,;
et al. The vigorous immune microenvironment of microsatellite instable colon cancer is balanced by multiple counter—inhibitory
checkpoints. Cancer Discov. 2015, 5, 43-51. [CrossRef]

Samadder, N.J.; Neklason, D.W.; Boucher, K.M.; Byrne, K.R.; Kanth, P.; Samowitz, W.; Jones, D.; Tavtigian, S.W.; Done, M.W.; Berry,
T.; et al. Effect of sulindac and erlotinib vs placebo on duodenal neoplasia in Familial Adenomatous Polyposis: A randomized
clinical trial. JAMA 2016, 315, 1266-1275. [CrossRef] [PubMed]

Samadder, N.J.; Kuwada, S.K.; Boucher, K.M.; Byrne, K.; Samowitz, W.; Jones, D.; Tavtigian, S.V.; Westover, M.; Berry, T.; Jasperson,
K.; et al. Association of sulindac and erlotinib vs placebo with colorectal neoplasia in Familial Adenomatous Polyposis: Secondary
analysis of a randomized clinical trial. JAMA Oncol. 2018, 4, 671-677. [CrossRef] [PubMed]

Ulusan, A.M.; Rajendran, P.; Dashwood, W.M.; Yavuz, O.F,; Kapoor, S.; Gustafson, T.A.; Savage, M.I.; Brown, PH.; Sei, S.;
Mohammed, A; et al. Optimization of erlotinib plus sulindac dosing regimens for intestinal cancer prevention in an Apc-mutant
model of Familial Adenomatous Polyposis (FAP). Cancer Prev. Res. 2021, 14, 325-336. [CrossRef]

Ricciardiello, L.; Ahnen, D.J.; Lynch, PM. Chemoprevention of hereditary colon cancers: Time for new strategies. Nat. Rev.
Gastroenterol. Hepatol. 2016, 13, 352-361. [CrossRef]

Shahbaz, S.K.; Koushki, K.; Ayati, S.H.; Bland, A R.; Bezsonov, E.E.; Sahebkar, E. Inflammasomes and colorectal cancer. Cells 2021,
10, 2172. [CrossRef]

Del Corno, M.; Vari, R.; Scazzocchio, B.; Varano, B.; Masella, R.; Conti, L. Dietary fatty acids at the crossroad between obesity and
colorectal cancer: Fine regulators of adipose tissue homoeostasis and immune response. Cells 2021, 10, 1738. [CrossRef]
Alvarez, M.D.; Quintana, I.; Terradas, M.; Mur, P,; Balaguer, F; Valle, L. The inherited and familial component of early-onset
colorectal cancer. Cells 2021, 10, 710. [CrossRef]


http://doi.org/10.3390/nu13124373
http://www.ncbi.nlm.nih.gov/pubmed/34959924
http://www.ncbi.nlm.nih.gov/pubmed/32782010
http://doi.org/10.7762/cnr.2015.4.3.160
http://doi.org/10.1039/C6FO00051G
http://doi.org/10.2174/1389557519666190603090347
http://doi.org/10.1021/acs.jafc.0c07597
http://doi.org/10.1002/mnfr.201200117
http://doi.org/10.1002/mc.20822
http://doi.org/10.1001/jamaoncol.2018.1482
http://www.ncbi.nlm.nih.gov/pubmed/29710228
http://doi.org/10.1158/2159-8290.CD-14-0863
http://doi.org/10.1001/jama.2016.2522
http://www.ncbi.nlm.nih.gov/pubmed/27002448
http://doi.org/10.1001/jamaoncol.2017.5431
http://www.ncbi.nlm.nih.gov/pubmed/29423501
http://doi.org/10.1158/1940-6207.CAPR-20-0262
http://doi.org/10.1038/nrgastro.2016.56
http://doi.org/10.3390/cells10092172
http://doi.org/10.3390/cells10071738
http://doi.org/10.3390/cells10030710

	Introduction 
	Materials and Methods 
	Results 
	Metabolomics Segregated Pirc and WT Rats According to Acute vs. Chronic SPI Intake 
	Fatty Acids and Other Compound Categories Were Altered by SPI Intake 
	Butanoate Metabolites and 13(S)–HODE Inhibited HDAC Activity 
	Apoptosis Induction Was Observed by 13(S)–HODE  (S)–2HB 
	13(S)–HODE and (S)–2HB Targeted the IFN- Signaling Axis 

	Discussion 
	Conclusions 
	References

