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Extensive studies associate processed meat products with a higher risk of colorectal cancer, while con-

sumption of plant nutraceuticals has the opposite effect, via the reduction of oxidative stress and mucosal

inflammation, gut microbiota modification, and direct effects upon tumor cells. In this work, five different

processed meat products have been formulated, containing two carotenoids, two omega-3 fatty acids,

catechins, carnosic acid, propyl propane thiosulfonate (PTSO), a postbiotic from Lactiplantibacillus plan-

tarum, and the vitamins a-tocopherol, and ascorbyl palmitate. These functional meat products have been

tested in @ murine model of colorectal cancer. Tumor development, inflammatory biomarkers, and the

impact upon the gut microbiota were quantified. PTSO plus the L. plantarum postbiotic exerted an anti-

inflammatory effect. The carotenoids exhibited a potent prebiotic-like effect. The functional meat
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1. Introduction

Colorectal cancer (CRC) is one of the most common types of
neoplasia worldwide. Specifically, it is the third most common
cancer for both men and women, with 1.8 million new cases
in 2018. It is also the second leading cause of cancer related
mortality, with 880 000 deaths in 2018." While hereditary risk
factors for CRC exist, most cases are sporadic and associated
with environmental and lifestyle patterns.> Amongst these life-
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product containing all nutraceutical compounds used in this study reduced the development of macro-
scopic colorectal tumors, indicating that a synergy between all these compounds is necessary to achieve
potent antitumor effects. These results demonstrate that functional meat products can function as an
effective system to deliver nutraceutical compounds to the host and promote disease prevention.

style patterns, dietary consumption has been found to be par-
ticularly important, as several studies have highlighted the
protective effects of healthy dietary patterns,®* emphasizing
the consumption of fruits and vegetables, dietary fiber,
calcium, and vitamins.’

Among the lifestyle factors that promote CRC, the evidence
around processed and red meat consumption have been
declared convincing and probable, respectively.” Similarly, the
International Agency for Research on Cancer (IARC) has
declared processed meats as a group 1 carcinogen. Processed
meats are classified as meats that are transformed through
salting, smoking, curing, or fermentation." Numerous mecha-
nisms have been proposed to explain the associations of red
and processed meats with CRC, including the formation of
N-nitroso compounds and heterocyclic aromatic amines, as
well as the high abundance of heme iron.® Both red and pro-
cessed meat are major ingredients in the Western style diet,
but also in numerous traditional local diets.” It has even been
proposed that increasing rates of meat consumption in non-
Western countries may partially explain the parallel increases
in CRC rates in these countries.

While the ideal strategy to reduce the rising number of CRC
cases globally could be to shift dietary habits away from high
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meat consumption and towards non-processed and plant-
based diets, initiatives to promote this switch have been poorly
accepted by the public, as evidenced by an increasing meat
consumption worldwide.® An alternative approach may be to
reformulate processed meat products into more healthy
alternatives, such as functional meat products. Studies by our
research group have demonstrated that the addition of plant
compounds such as prebiotic fibers® and polyphenols'® to pro-
cessed meat products is a highly effective strategy to reduce
CRC development in murine models for this disease. The
effectiveness of these previous functional meat products was
due, at least in part, to their gut microbiota-modulating and
anti-inflammatory properties.

The gut microbiota has been found to play a central role in
CRC development.'" A dysbiotic gut microbiota can reduce the
intestinal mucus lining, damage the colon’s epithelial integ-
rity, promote the passage of bacterial antigens and lipopolysac-
charides through the intestinal epithelium, and induce
chronic mucosal inflammation.'® In severe cases, this inflam-
mation can develop into irritable bowel syndrome (IBS) and
promote the development of CRC."? In contrast, a healthy gut
microbiota is better adapted to the fermentation of dietary
plant derived carbohydrates (prebiotic fibers) rather than host
mucins. This healthy gut microbiota fermentation of prebiotic
fibers produces short chain fatty acids (SCFAs) such as acetate,
propionate, and butyrate, in greater quantities, promoting
intestinal integrity (higher expression of tight junctions pro-
teins) and reducing inflammation."

In addition to the previous work done by our group,
research has demonstrated the excellent capacity of sausage-
like formulations to retain highly diverse compounds. The
mixture of lipids, water, starches, fibers, and salts in sausages
results in a highly complex mixture with affinities for a poten-
tially wide variety of compounds. The presence of saturated
lipids from the meat itself and unsaturated lipids from the
addition of vegetable oils creates an environment that could
be highly capable of retaining hydrophobic compounds.
Similarly, the water content, and the ability of the starches and
fibers to retain this water, create an environment that could be
highly capable of retaining hydrophilic compounds. It has
been demonstrated that the mixture of these ingredients
forms gel-like matrixes that are highly capable of retaining
exogenous lipids and polyphenols.'> 2

In this study, we have formulated five different functional
meat products and tested them in a chemically induced
murine model of CRC (Rattus norvegicus). These meat products
were formulated as cooked sausages and contained various
mixtures of B-carotene, astaxanthin, o-linolenic acid (ALA),
docosahexaenoic acid (DHA), catechins, carnosic acid, propyl
propane thiosulfonate (PTSO), a heat inactivated postbiotic
strain of Lactiplantibacillus plantarum DMC-26, o-tocopherol
(vitamin E), and ascorbyl palmitate (a lipophilic version of
vitamin C).

p-Carotene and astaxanthin are both carotenoids that are
readily found in the human diet. p-Carotene is present in
orange vegetables such as carrots, pumpkin, oranges and

2458 | Food Funct, 2026, 17, 2457-2475

View Article Online

Food & Function

squash.'® Astaxanthin is primarily found in seafood such as
salmon and shrimp.?® Both are regarded as potent lipophilic
antioxidants, although astaxanthin is superior to f-carotene in
free radical scavenging activity. In addition to their antioxidant
properties, p-carotene has also been found to reduce the
capacity for self-renewal in CRC stem cells,> inhibit the polar-
ization of macrophages, and inhibit the activation of fibro-
blasts in the tumor microenvironment.>” Similarly, astax-
anthin has been found to inhibit colorectal carcinogenesis due
to anti-proliferative,>*>* anti-metastatic,”® antioxidant,*® and
anti-inflammatory®” activities.

ALA and DHA are both essential omega-3 fatty acids. ALA is
primarily found in seeds such as flax and chia,”® while DHA is
primarily found in seafood.”® Both compounds have been
found to have CRC preventing activities,**® with proposed
mechanism including a reduction in inflammation and
increased oxidative stress in tumor tissues.** ALA has been
found to promote apoptosis due to mitochondrial stress.*®
DHA has been found to increase tumor TNF-a secretion,®®
increase p53 expression, and decrease survivin expression in
stem cell-like CRC cells.””

Green tea derived catechins (a class of flavonoids) and ros-
marin derived carnosic acid (a diterpenoid) exhibit a wide
range of bioactivities. Several studies have demonstrated that
treatment with flavonoids reduces colitis-associated inflam-
mation®® and CRC tumors development,®® while similar
results have also been found for green tea catechins®®™** and
carnosic acid.**** The mechanisms by which flavonoids can
reduce CRC development include depletion of reactive oxygen
species, reduction of intestinal inflammation, and inhibition
of  tumor  associated  epigenetic =~ modifications.*?
(-)-Epigallocatechin gallate (EGCG), which is the most studied
catechin from green tea, has been shown to inhibit the DNA
methyltransferase activity and therefore reverse the silencing
of genes in cancer cells,*® inhibit the JAK/STAT pathway,*” and
reduce the expression of insulin like growth factor-1 (IGF-1).*®

PTSO is a relatively poorly studied organosulfur compound
derived from onion.*® Organosulfur compounds are a diverse
set of compounds that are primarily produced by vegetables in
the Allium genus and in the Brassicaceae family which have
well demonstrated activities against colorectal tumors.>®
Although CRC preventing activities have been found for
numerous organosulfur compounds, to our knowledge, the
impact of PTSO has never directly been investigated. Until
now, PTSO has been found to be non-toxic,’* antioxidant, anti-
microbial,®> anti-inflammatory,>*>®> and broadly antitu-
moral,’® where it has been shown to be highly toxic to tumor
cells while being largely harmless to healthy immune cells.
PTSO is a chemically stable, saturated thiosulfonate compound
biosynthesized from S-propyl cysteine sulfoxide (propiin), a
sulfur-containing cysteine sulfoxide that accumulates in Allium
cepa. Although structurally distinct from allicin (diallyl thiosul-
finate), the major bioactive compound in Allium sativum, PTSO
exhibits comparable bioactivities. Allicin has been reported to
alleviate colitis symptoms, increase intratumor oxidative stress
and inhibit the JAK/STAT pathway in CRC studies.

This journal is © The Royal Society of Chemistry 2026
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Lactiplantibacillus plantarum (previously Lactobacillus plan-
tarum), is a very well described probiotic bacterial species
known for its production of lactic acid.”” Its use as a live pro-
biotic has been shown to reduce CRC development by indu-
cing apoptosis and reducing angiogenesis.”® In this study,
L. plantarum DMC-26 cells have been cooked along with the
rest of the meat product and thus will be present as a postbio-
tic rather than as a live probiotic in the final functional meat
product. L. plantarum exopolysaccharides alone are sufficient
to induce apoptosis in CRC cells®® and potentiate the antitu-
mor immune response.®® Unpublished data from the manufac-
turer confirms that Lactiplantibacillus plantarum DMC-26 pro-
duces bioactive exopolysaccharides.

a-Tocopherol is a common form of vitamin E and ascorbyl
palmitate is a liposoluble form of vitamin C. Both are liposolu-
ble antioxidants, but neither has been found to have effects
against CRC on their own.*"*> However, o-tocopherol is known
to prevent lipid peroxidation of cell membranes and promote
endothelial integrity,*® while ascorbyl palmitate is used in the
food industry to preserve lipids, but its pharmaceutical activi-
ties are poorly investigated.®*

Thus, our previous studies have demonstrated, on a pre-
clinical scale, the feasibility of functional meat products to
retain nutraceutical compounds, deliver them to the host, and
induce health promoting effects. In this study, we set out to
demonstrate this feasibility on a broader preclinical scale,
using a wide range of nutraceutical compounds with diverse
chemical and physiological properties. Furthermore, we tested
the potential of mixing numerous compounds into the same
functional meat product to maximize their synergistic effects.

2. Methods

2.1. Generation of functional meat products

Seven dietary groups were generated in the rats cohorts. Group
control (C), which consumed only standard rat feed, was for-
mulated to have no dietary prebiotic fiber. For this, a formula
with 14.6% protein, 53.6% carbohydrate, 6% lipid, 20% cell-
ulose (0% prebiotic fiber), and 3.26 keal g~* (18% from pro-
teins, 66% from carbohydrates, 16% from lipids) was
designed, based on the 2014 Teklad Global 14% standard diet
(Research Diets, New Jersey, USA).

Group control meat (CM) consumed a mixture of 50%
modified rat feed (50% daily intake; with 10.8% protein,
58.2% carbohydrate, 4.2% lipid and 20.6% cellulose (0% pre-
biotic fiber)) and 50% control meat product with no added
nutraceuticals (18.22% protein, 6.48% carbohydrate, 7.4%
lipid, 5.69% non-prebiotic fiber, and 1.56 kcal g~ ). This modi-
fied feed was formulated to provide, together with the control
meat, the same macro- and micro-nutrients as the control
feed, to ensure that all the rats had similar intakes of these
nutrients.

Group functional meat 1 (FM1) consumed the modified rat
feed along with a functional meat product containing a caro-
tenoid mixture consisting of p-carotene and astaxanthin, an

This journal is © The Royal Society of Chemistry 2026
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omega-3 fatty acid mixture consisting of ALA and DHA, plus
catechins, carnosic acid, an antioxidant mixture consisting of
a-tocopherol and ascorbyl palmitate, PTSO, and L. plantarum
DMC-26 (pasteurized during the meat manufacturing, there-
fore as a postbiotic).

Group functional meat 2 (FM2) consumed the modified rat
feed along with a functional meat product containing PTSO,
L. plantarum DMC-26, catechins, and carnosic acid.

Group functional meat 3 (FM3) consumed the modified rat
feed along with a functional meet product containing PTSO,
L. plantarum DMC-26, and the carotenoid mixture.

Group functional meat 4 (FM4) consumed the modified rat
feed along with a functional meat product containing PTSO,
L. plantarum DMC-26, and the omega-3 fatty acid mixture.

Group functional meat 5 (FM5) consumed the modified rat
feed along with a functional meat product containing PTSO
and L. plantarum DMC-26.

The target concentration for each nutraceutical was the follow-
ing: 200 mg kg~" of p-carotene and astaxanthin, 5 g kg™ of ALA
and DHA, 100 mg kg™ catechins, 200 mg kg™ carnosic acid,
100 mg kg™ artocopherol, 500 mg kg™' ascorbyl palmitate,
200 mg kg™' PTSO, and 10° CFU g~ " of L. plantarum DMC-26
(pasteurized). The nutraceuticals used in each group, as well as
their empirical concentrations, are summarized in Table 1. The
concentrations of each nutraceutical were selected based on
demonstrated bioactivities in the literature,>?273%:40:44,51,61,65-67 iy
consultation with the European Food Safety Authority (EFSA)
dietary guidelines and including technological and organoleptic
limitations during the elaboration of the meat products (thermal
stability, color, taste, etc.).

The meat products were elaborated by the research center
FUDin (Alesén, Spain) using the manufacturers standard pro-
tocol for mixture and pasteurization. They were supplied in a
sausage-like consistency, and contained 79.2% pork loin, 3.5%
whole wheat flour, 7.1% water, 3.5% starch, 2.0% fiber, 3.0%
vegetable oil, and 1.6% salt. The concentration of each nutra-
ceutical was confirmed by high performance liquid chromato-
graphy (HPLC) or gas chromatography (GC). Pork meat was
supplied by ARGAL S.A. (Miralcamp, Spain) and Hijo de
Martinez Somalo (Bafios de Rio Tobia, Spain). The f-carotene
and astaxanthin were supplied by Neoalgae (Gijén, Spain). The
ALA, DHA, a-tocopherol, ascorbyl palmitate, catechins, and
carnosic acid were supplied by BTSA S.L. (Alcald de Henares,
Spain). The PTSO and L. plantarum DMC-26 were supplied by
DMC Research Center (Alhendin, Spain).

2.2. Murine model for CRC

All animal experiments were conducted in the Animal
Facilities at the University of Oviedo (authorized facility no.
ES330440003591) in accordance with relevant guidelines and
regulations (Federation of European Laboratory Animal
Science Associations, FELASA). All experiments were approved
by the Ethics Committee of the Principality of Asturias (author-
ization code PROAE 14/2022).

The murine model for CRC was conducted using previously
established protocols.”*%*%%877%A total of 70 males 4 weeks old

Food Funct, 2026, 17, 2457-2475 | 2459
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Fischer 344 rats were purchased from Charles River
Laboratories (Lyon, France). The rats were given a 1 week adap-
tation period before beginning with their respective diets. The
rats were then split into 7 groups of 10 rats each, separated
into individual cages, and given 1 week to adapt to their new
diets. Group C was fed 100% feed ad libitum. All the meat-
eating groups (CM, FM1, FM2, FM3, FM4, FM5) were given
20 g of 50% adjusted feed and 50% their respective meat
product per day. We checked daily to ensure that the majority
of the food was being eaten each day to ensure that there were
no differences in dietary consumption between the groups.
The meat products were well tolerated and even preferred to
the feed. These respective diets were maintained during the
whole study (20 weeks).

After the dietary adaptation period, the CRC induction
began. In week one, 8 rats from each group were assigned to
cancer induction and given an intraperitoneal injection of
azoxymethane (Merck, Madrid, Spain) dissolved in sterile
saline (0.9% NaCl) at a concentration of 2 mg mL™" (Braun,
Barcelona, Spain), corresponding to a dose of 10 mg kg™ of
rat body weight. This injection was repeated in week 2. In week
3, dextran sodium sulphate (DSS) with a molecular weight of
40000 g mol™' (VWR, Barcelona, Spain) was added to the
drinking water at a 3% concentration, ad libitum during that
week. This process was repeated in week 13, but the DSS was
then administered at 2% concentration. Two rats in each
group were used as absolute healthy controls (no CRC induc-
tion), receiving injections of sterile saline and receiving no
DSS treatment.

At the end of 20 weeks, the rats were anesthetized with
vaporized isoflurane (Zoetis, NJ, USA) and then euthanized via
pneumothorax. During euthanasia, blood samples were col-
lected, Peyer’s patches in the small intestine were visually
quantified, the cecum was removed and weighed fresh, and
the colon was removed, opened longitudinally, and fixed in
4% paraformaldehyde (Thermo Scientific, Madrid, Spain). The
number of macroscopic tumors in the fixed colons was visually
quantified, and the -circumference of each tumor was
measured with a caliper (Bricody, Madrid, Spain). The tumors
were classified as either flat, rounded, peduncular, or fully
spherical. The area of each tumor was calculated based on its
shape (L x W for flat, nr* for rounded, 2> for peduncular, and
4nr® for fully spherical). The area of each tumor was then
summed to calculate the total tumoral area for each rat.

2.3. Metataxonomic analysis

200 mg of cecal matter was removed from the center of each
cecum to ensure spatial homogeneity, and then, genomic DNA
was extracted and purified using the E.Z.N.A.® DNA Stool Kit
(ref. D4015-02, VWR, Madrid, Spain). The DNA was quantified
using a Qubit fluorometer (Thermo Fisher Scientific, Madrid,
Spain). 16S rRNA gene amplification and sequencing was done
by Novogene (Shanghai, China). The V3/V4 regions of the 16S
rRNA gene were amplified by PCR using the standard
515F-806R primers. The PCR products were purified by mag-
netic beads and agarose gel electrophoresis. PCR products

This journal is © The Royal Society of Chemistry 2026
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from each sample were pooled, end-repaired, A-tailed, and
further ligated with Illumina adapters. DNA concentrations
were normalized by quantitative PCR and the libraries were
sequenced on a paired-end Illumina Novaseq platform.

After obtaining the raw sequences, the barcodes and
primers were removed in silico, and the forward and reverse
sequences were merged using FLASH (version 1.2.1).”" Raw
sequences without primers and barcodes were uploaded to
NCBI SRA under BioProject ID: PRJNA1338236. Merged reads
underwent quality control using fastp (version 0.23),”> and
high-quality sequences were compared to the SILVA database
using V-Search (version 2.16.0)”% to remove known chimeras.
Finally, the remaining sequences were trimmed to 400 bp, and
amplicon sequence variants (ASVs) were called using DADA2.”*

Within the Qiime2 environment (version amplicon-
2023.9)>7° the generated ASVs were then searched against the
Greengenes2 2024.09 database’” using the g2-vsearch script”® to
generate taxonomy and phylogenetic placements. Alpha diversity
was calculated as Shannon entropy’® and beta diversity distances
were calculated based on Bray Curtis dissimilarity.”® Beta diver-
sity was visualized using principal coordinate analysis,** and the
emperor visualizer.*' The significance between group distances
was calculated by PERMANOVA.** The significance of alpha diver-
sity differences was tested using the Kruskal-Wallis nonpara-
metric test. For alpha and beta diversity analysis, the data was rar-
efied to a sampling depth of 38 781.

Differential abundance of taxa between groups was calcu-
lated using the lowest possible taxonomic assignment for each
ASV. Differential taxa were identified using Maaslin2.** Count
data was normalized to relative abundance by total sum
scaling (TSS) followed by log 2 transformation. Metadata were
converted into Z scores and differential abundance was tested
using linear models (LM) with a 0.05% false discovery rate
(FDR) cutoff, which was calculated with the Benjamini-
Hochberg method. Prevalence filter was set up as 10% of rats.
Groups were used as fixed effects, and no random effects were
considered.

2.4. Other statistics

All other statistics not described in section 2.3 were conducted
in the GraphPad Prism software. Outliers were identified using
the ROUT test with a 1% Q-value. Each variable was tested for
normality using the Shapiro-Wilk test. Changes in body
weight due to the two transient colitis episodes were tested
using nonparametric Kruskal-Wallis tests. Differences in final
body weight were tested by Brown-Forsythe ANOVA. Tumor
numbers and total tumoral areas were tested by ordinary
ANOVA. Differences in Payer’s patches were tested by ordinary
ANOVA. Relative cecal weight was tested by Brown-Forsythe
ANOVA. Tukey’s test was used for multiple hypothesis correc-
tion of parametric tests, while Dunn’s test was used for non-
parametric tests. Adjusted p-values below 0.05 were considered
significant. In all figures, only significant differences are
labeled. A summary of all significant differences, with mean
differences, p values, and 95% confidence intervals can be
found in SI Table S1.

This journal is © The Royal Society of Chemistry 2026
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3. Results

3.1 Integration of nutraceutical compounds into the
functional meat products

An initial assessment was done to assess the stability of the
nutraceutical compounds in the functional meat products after
cooking. The retention rates for f-carotene, astaxanthin, and
DHA were 25%, 68%, and 50% respectively. All the remaining
nutraceutical compounds experienced only minor losses below
10%. By adjusting for these losses, the target concentrations were
reached for each nutraceutical compound except for p-carotene.
Because of its poor retention, the maximum concentration of
B-carotene that could be achieved was approximately 0.5 mg kg™
of functional meat product. The target concentration for each
nutraceutical compound is shown in the methods section, while
the actual concentrations are shown in Table 1.

3.2. Effect of meat food products on colitis and death

The first parameter analyzed was the changes in body weight
due to each colitis period. During the first colitis period (week
3) tumors have yet to develop, but 3% dextran sodium sulfate
is sufficient to induce severe colitis symptoms at this time-
point. We observed that group C, and to a lesser extent group
FM2, continued to gain weight during this period, while
groups FM1, FM3, FM4, and FM5 lost weight (Fig. 1A). Group
CM appears to have maintained the same weight, but this
result is likely biased. 4 of the 8 rats in group CM developed
such severe colitis that they had to be sacrificed before the end
of that week. Thus, the results of the weight change for group
CM only represent the 4 rats that were least affected. The
differences in body weight changes were significantly different
when comparing group C and groups FM1, FM3, FM4, and
FMS5, and when comparing groups FM2 and FM4.

In the second colitis period, during week 13, tumors have
already begun to develop. Thus, although a lower concen-
tration of dextran sodium sulfate was used (only 2%), symp-
toms can vary depending on the level of tumor development.
During this period, we observed significant weight loss in all
the groups except for FM1 and FM2 (Fig. 1B). Significant
differences in body weight changes were seen when comparing
group FM to groups C, FM3, and FM4, and comparing group
FM3 to groups C, FM3, FM4, and FM5.

All the rats that were sacrificed prior to the end of the
experiment were sacrificed due to the development of exces-
sively severe colitis symptoms. Group C lost one rat during the
second colitis period. Group CM lost 4 rats during the first
colitis period. Groups FM1, FM3, and FM4 all lost 1 rat during
the second colitis period. Group FM2 lost one rat during the
first colitis period, and group FM5 lost 2 rats during the
second colitis period (Fig. 1C). Thus, the numbers of rats in
each group at the end of the study were C: 7, CM: 4, FM1: 7,
FM2: 7, FM3: 7, FM4: 7, FM5: 6.

3.3. Effect on body weight for cancer and control animals

We next compared the body weight of each surviving animal at
the end of the experiment, at week 20. We observed no signifi-
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different.

cant differences in body weight between the groups, either for
the cancer induced rats (Fig. 2A), or for the healthy control rats
(Fig. 2B). There was a general reduction in body weight of
more than 50 g, on average for each group, when comparing
the cancer-induced rats to their healthy controls. This pattern
was the same for all the groups.

3.4. Tumor reduction

At the time of euthanasia, we collected the colon of each rat,
fixed it, and then quantified both the number of macroscopic
tumors as well as the total tumoral area. 100% of the CRC
induced rats in all the groups developed colorectal tumors.
Comparing the average number of tumors in each group, we
see that there are no significant differences between groups C,
CM, FM2, FM3, FM4, and FM5. FM1 has fewer tumors than all
the other groups, although this reduction only reaches signifi-
cance when comparing with FM2, FM3, and FM4 (Fig. 3A). As

A
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200

150-
(¢} N OO OO
Group

Fig. 2
controls for each group at week 20. Error bars represent standard error.
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it was expected, the average total tumoral area of each group
follows the same trend, with no significant differences
between groups C, CM, FM2, FM3, FM4, and FM5. FM1 has
less total tumoral area than the other groups, although this
reduction only reaches significance when compared with
group CM (Fig. 3B).

3.5. Reduction in number of Peyer’s patches

At the time of sacrifice, we extracted the small intestine from
each rat and quantified the number of hyperplastic Peyer’s
patches. In the cancer-induced rats we observed that all the
FM groups had fewer Peyer’s patches than both C and CM,
while no difference was observed between C and CM. The
reduction in Peyer’s patches reached significance between C
and all the FM groups, while the differences between CM and
the FM groups only reached significance between CM and
FM1, FM2, FM4, and FM5. The lowest numbers of Peyer’s
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(A) Average body weight of the CRC induced rats for each group at week 20 (only surviving animals). (B) Average body weight of the healthy
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patches were achieved at FM4 and FM5, while FM3 had signifi-
cantly more Peyer’s patches than both (Fig. 4A). Each group of
healthy rats had on average less than 5 Peyer’s patches, less
than any of the cancer-induced groups (Fig. 4B).

3.6. Effects on cecum weight and gut microbiota

At the time of euthanasia, we recorded the wet weight of each
rat’s cecum. We observed that groups FM1 and FM3 had on
average, heavier cecum than the other groups. This difference
was significant compared to C, CM, FM3, and FM5. FM4 had
an intermediate cecum weight which was not significantly
different from any of the other groups (Fig. 5A).

The cecal microbiota composition of each rat was then
characterized. An observation of the Bray Curtis dissimilarity
between each rat showed that the different diets significantly
modulated the cecal microbiota (Fig. 5B). The shift from control
feed (C) to feed with control meat (CM) had only a minimal
impact, with the distance between the two groups not reaching
significance. In contrast, all the FM groups were significantly
different from both control groups. FM5 was the most similar
FM group to the controls, with a pseudo-F value of 2.11 and 2.09
from C and CM respectively. The next most distant from the con-

This journal is © The Royal Society of Chemistry 2026

trols was FM2, with pseudo-F scores of 2.64 and 2.24 from C and
CM, respectively. Next was group FM4, with pseudo-F scores of
2.63 and 2.61 from C and CM, respectively. Next was FM1, with
pseudo-F scores of 3.46 and 3.16 from C and CM, respectively.
Finally, the most distant group from the controls was group FM3,
with pseudo-F scores of 4.44 and 4.46 from C and CM, respect-
ively. Amongst the FM groups, FM1 was significantly different
from groups FM3 and FMS5, with pseudo F scores of 4.221 and
3.007 respectively, and FM3 was significantly different from all
the other FM groups. Thus, FM3 was not only the most distant
from the controls, but also highly unique from all the other FM
groups. The pseudo-F scores and significance values between
each group are shown in Table 2.

Alpha diversity was measured as Shannon entropy scores,
in which a higher score represents greater diversity. Despite
the significant differences in cecal weight and the significant
shifts in microbiota composition, no significant differences
were observed in Shannon entropy (Fig. 5C).

3.7. Effects of each nutraceutical on microbiota composition

Once establishing that the different functional meats signifi-
cantly altered the cecal microbiota composition, we next com-
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Table 2 Pseudo-F distances and significance values between each group based on Bray—Curtis dissimilarity

Group 1 Group 2 Sample size Permutations Pseudo-F p-Value g-Value
C CM 11 999 1.149 0.261 0.274
C M1 14 999 3.456 0.002 0.008
C FM2 14 999 2.635 0.004 0.012
C FM3 14 999 4.439 0.001 0.008
C FM4 14 999 2.627 0.019 0.031
C FM5 13 999 2.111 0.027 0.041
CM FM1 11 999 3.160 0.007 0.018
CM FM2 11 999 2.242 0.004 0.012
CM FM3 11 999 4.462 0.002 0.008
CcM FM4 11 999 2.610 0.013 0.025
CcM FM5 10 999 2.091 0.041 0.054
FM1 FM2 14 999 1.340 0.198 0.223
FM1 FM3 14 999 4.221 0.012 0.025
FM1 FM4 14 999 0.654 0.774 0.774
FM1 FM5 13 999 3.007 0.016 0.028
FM2 FM3 14 999 5.092 0.002 0.008
FM2 FM4 14 999 1.269 0.202 0.223
FM2 FM5 13 999 1.352 0.173 0.214
FM3 FM4 14 999 4.211 0.009 0.021
FM3 FM5 13 999 4.061 0.001 0.008
FM4 FM5 13 999 2.158 0.038 0.053
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pared the relative abundance of ASVs grouped at the lowest
possible taxonomy. The study was started by comparing
groups C and CM to identify the impact of meat consumption.
In this case, 9 taxa were identified as being significantly
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addition of 50% meat to the diet were decreases in
Clostridia_258483 bacterium TANB77 CAG.508 UMGS1994
sp900553945, Lachnospiraceae bacterium MD308 sp000403475,
and Parasutterella excrementihominis, as well as increases in
the species Longicatena caecimuris, Massiliimalia timonensis,
Turicibacter  bilis, Lactobacillus johnsonii, Anaerotruncus
sp000403395, and Suilimivivens sp000403495.

Then, the impact of the PTSO/L. plantarum mixture was
studied by comparing the groups CM and FMS5. Three taxa
were identified as being significantly different between the two
groups with an FDR cutoff of 0.05%. The differential taxa are
shown in Fig. 6B, while all the significantly differential taxa
with an FDR cutoff of 0.25 can be found in SI Table S3. The
most significant changes due to the addition of PTSO/L. plan-
tarum  included  decreases in  Dielma  fastidiosa,
Clostridia_258483 bacterium TANB77 CAG.508, and Emergencia
timonensis.

The impact of the addition of the catechin and
carnosic acid mixture was studied by comparing the groups
FM5 and FM2. Three taxa were identified as being significantly
different between the two groups with an FDR cutoff of 0.05%.
All the differential taxa are shown in Fig. 6C and all differential
taxa with an FDR cutoff of 0.25 are shown in SI Table S4.
The significant changes due to the addition of
catechins and carnosic acid included increase in Oliverpabstia
tarda, Blautia A_141781 and Brotaphodocola
sp003481825.

The impact of the omega-3 fatty acid mixture of ALA and
DHA was analyzed by comparing groups FM5 and FM4. Four
taxa were identified as being significantly different between
the two groups with an FDR cutoff of 0.05%. All the differential
taxa are shown in Fig. 6D and all differential taxa with an FDR
cutoff of 0.25 are shown in SI Table S5. The significant
changes due to the addition of ALA and DHA included
increases in Streptococcus gallolyticus and Turicibacter bilis, as
well as decreases in Massilioclostridium methylpentosum and
Eubacterium_R sp000436835.

Finally, the impact of the carotenoid mixture of p-carotene
and astaxanthin was analyzed by comparing the groups FM5
and FM3. Here, 17 taxa were identified as being significantly
different between the two groups with an FDR cutoff of 0.05%.
The differential taxa in each direction are shown in Fig. 6E,
while all the significantly differential taxa with an FDR cutoff
of 0.25 can be found in SI Table S6. The most significant
changes due to the addition of p-carotene and astaxanthin
included increases in Ruminococcaceae bacterium, Streptococcus
gallolyticus,  Oscillospirales  bacterium CAG.272 RUG13077,
Bacteroides H 857956  faecichinchillae, Pseudomonas E_647464
paraversuta, and Bacteroides H 857956 cellulosilyticus, as well as
decreases in Massilioclostridium methylpentosum, Lachnospiraceae
bacterium, Bilophila wadsworthia, Enterocloster clostridioformis,
Anaerotruncus  colihominis, = Hungatella A 128155  efflwii,
Lawsonibacter bacterium, Romboutsia_B maritimum, Luxibacter
massiliensis, Ruthenibacterium lactatiformans, and Otoolea sym-
biosa. The relative abundance of all the significantly different
taxa across each group can be seen in Fig. 7.

caecimuris,
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3.8. Gut microbiota taxons possibly involved in tumor
reduction

Since group FM1 was the only group to experience a significant
reduction in tumor development, and this group had a highly
dissimilar gut microbiota composition compared to the C and
CM controls, we set out to identify differential taxa that could
make FM1 unique. After comparing FM1 to CM, 13 differential
taxa were identified between the two groups with an FDR
cutoff of 0.05%. The differential taxa are shown in Fig. 8A,
while all the significantly differential taxa with an FDR cutoff
of 0.25 can be found in SI Table S7. The significant changes
due to the addition of the complete nutraceutical mixture
included increases in Streptococcus gallolyticus,
Bacteroides H 857956  faecichinchillae, Bifidobacterium ani-
malis, Roseburia_A_166204 intestinalis, Oscillospirales bacterium
CAG.272 RUG13077, and Phocaeicola A vulgatus, as well as
decreases in Dielma fastidiosa, Emergencia timonensis,
Anaerotruncus ~ sp000403395,  Clostridia_258483  bacterium
TANB77 CAG.508, Massiliimalia timonensis, Lachnospiraceae bac-
terium MD308 sp000403475, and Suilimivivens sp000403495.

The relative abundances across groups for species that have
previously been shown to be involved in physiological pro-
cesses that could be related to CRC development were tracked.
First, the relative abundance of Emergencia timonensis was
tracked (Fig. 8B). This species existed at relatively high relative
abundance in group and CM and was significantly reduced in
groups FM1 and FM5 compared to CM. It was largely absent
from groups FM1-FM5, while the statistical differences
between group CM and groups FM2, FM3, and FM4 were not
assessed. Dielma Fastidiosa (Fig. 8C) was almost exclusively
observed in groups C and CM, while being significantly
reduced in groups FM1 and FM5 compared to CM. This taxon
was also largely absent from groups FM1-FM5, while the stat-
istical differences between group CM and groups FM2, FM3,
and FM4 were not assessed. Streptococcus gallolyticus (Fig. 8D)
was largely absent from groups C, CM, FM2, and FMS5, and
was significantly more abundant when comparing group FM1
to CM and group FM4 to FM5. Roseburia intestinalis (Fig. 8E)
was practically absent from both groups C and CM, and was
significantly more abundant in group FM1 compared to group
CM. Bifidobacterium animalis (Fig. 8F), existed in very low
abundance in all of the groups except for FM1, and was signifi-
cantly more abundant in group FM1 compared to group CM.
Bacteroides faecichinchillae (Fig. 8G) was significantly more
abundant in group FM1 compared to CM, and in group FM3
compared to group FM5. Phocaeicola vulgatus (Fig. 8H) was sig-
nificantly more abundant in group FM1 compared to group
CM only.

4. Discussion

Since a reduction in tumor development was only seen in
group FM1, it is clear that the synergistic effects of all the
nutraceutical compounds together are required to achieve this
reduction. These findings indicate that tumor suppression

This journal is © The Royal Society of Chemistry 2026
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requires the simultaneous engagement of multiple biological
mechanisms, which is only achieved by the complete func-
tional meat formulation. Throughout this study, anti-inflam-
matory, prebiotic, and microbiota modulating effects are
observed. Other mechanisms may also contribute to these
effects, although they were not directly assessed in this study.
Since processed meat consumption is associated with a
greater incidence of CRC, we hypothesized that meat con-
sumption in our rat model would increase tumor develop-
ment. Our results indicate that this is not the case, but it is
possible that our model is so effective in inducing tumor
development that we are already at the upper limit of what the
rat subjects are able to tolerate. The fact that 50% of the rats in
group CM did not make it past the first period of ulcerative
colitis indicates that meat consumption not only worsened
colitis symptoms but also pushed those symptoms beyond the
limit that was intended (inflammation as a triggering factor
for tumor development) as part of a CRC development model.
Also, since group CM lost the 50% of subjects that were most
negatively affected, it is highly likely that the results of this
group are biased toward those of healthier rats (the survivors).
Still, our data clearly indicates that meat consumption sig-
nificantly worsened colitis-associated weight loss during the
early period induced with 3% DSS since all the groups except
for C and FM2 lost weight (Fig. 1A and B). The second colitis
period was less extreme, with only 2% DSS used, but since

This journal is © The Royal Society of Chemistry 2026

tumor development has likely already begun by this point, the
colitis associated weight loss is likely more representative of
early tumor load. During this second colitis period we clearly
see that all the groups are affected except for groups FM1 and
FM2. FM2 seems to be protected from colitis-associated weight
loss during both periods, indicating a protective effect from
the catechin/carnosic acid mixture. FM1 is only protected from
colitis associated weight loss during the second period, which
could be due to a lower tumor load by that point in just these
animals. It should be noted that this model is not intended to
be an in-depth study into colitis development. A true study
into colitis development would require collection of numerous
specific parameters and histopathological diagnosis of ulcera-
tive colitis, as has been done in numerous studies.®** still,
weight loss during the colitis period may serve as a proxy for
colitis symptoms.

Previous studies have found that both green tea (Camellia
sinensis) derived catechins®*™®® and rosmarin (Salvia rosmari-
nus) derived carnosic acid®**™®' can exhibit significant protec-
tive effects against models of ulcerative colitis due to their anti-
oxidant and anti-inflammatory properties. Numerous epide-
miological and case control studies have found associations
between meat consumption and ulcerative colitis,”>°°> while a
murine model of DSS induced colitis found that high meat
consumption worsened colitis symptoms and impaired intesti-
nal barrier integrity.”® Thus, both the anti-colitis effects of the
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catechin/carnosic acid mixture, and pro-colitis effects of meat The fact that the number of Peyer’s patches was signifi-
consumption that we observe in this study are supported by cantly reduced in all the FM groups indicates that this effect is
the literature. likely due to the PTSO and L. plantarum mixture, which are the
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only two nutraceuticals present in all FM animal groups (Fig. 4
and Table 1). PTSO has been shown to have immune modulation
activity. Treating Caco-2 colon epithelial adenocarcinoma cells
with PTSO significantly reduced the secretion of IL-8, while treat-
ing lipopolysaccharide activated THP-1 monocytes with PTSO
reduced the secretion of IL-1f, IL-6, and TNF-o.°” IL-8 is known
to stimulate the migration of immune cells from circulation to
the colon mucosa.”® Similarly, the inhibitory effects upon mono-
cyte cytokine secretion may indicate that PTSO inhibits these
cells from being activated by lipopolysaccharides. Furthermore, it
has been shown that PTSO supplementation in murine models
of metabolic syndrome restores healthy immune cell profiles in
adipose and hepatic tissues.”® Studies on the use of inactivated
L. plantarum indicate similar results, such as reductions in IL-18
secretion,'® and the inhibition of NF-kB.'%' Thus, the literature
has identified strong immune modulating properties for both
PTSO and L. plantarum postbiotics, supporting our findings.

In addition to the demonstrated directly anti-inflammatory
activities of both nutraceuticals, our data also proposes that
their observed impacts may be in part due to their Emergencia
timonensis-modulating effects. E. timonensis is known to be
involved in trimethylamine oxide (TMAO) biosynthesis.
Numerous studies have demonstrated the mechanisms by
which dietary r-carnitine is converted to y-butyrobetaine by
members of the human gut microbiota, which is then con-
verted to trimethylamine (TMA) by E. timonensis via a unique
set of anaerobic enzymes.'®>'** TMA from the gut microbiota
is then transported to the liver, where it is oxidized to TMAO
by flavin-containing monooxygenase 3 (FMO3), a liver
cytochrome.'®'%  Association studies have shown that
E. timonensis is central to predicting blood TMAO concen-
trations from an oral r-carnitine challenge.'®” TMAO is com-
monly associated with numerous aspects of cardiovascular
disease,'® but studies have also identified a role for TMAO in
CRC development.'®® Mechanistically, TMAO has been pro-
posed to promote tumor cell proliferation and tumor angio-
genesis.'” 1-Carnitine is abundant in meat products and
studies have found that the abundance of genes involved in
TMA biosynthesis from y-butyrobetaine are significantly more
abundant in people who eat diets rich in red meat.'*> Our data
indicates that the relative abundance of E. timonensis is less
than 1% in group C, rises to almost 2% in group CM, and
decreases to less than 0.1% in all the FM groups. Thus,
E. timonensis reaches its highest relative abundance in control
meat eating rats, in corroboration with these previous studies,
while the PTSO/L. plantarum mixture seems to reduce its
abundance.

Since groups FM1 and FM3 had significantly enlarged
cecum compared to the rest of the groups, we concluded that
this was due to the presence of p-carotene and astaxanthin in
these groups, as these two groups share the presence of these
carotenoids (Fig. 5A and Table 1). Cecum weight is usually
associated with greater bacterial biomass or greater crypt
depth, and it is thus a marker of cecum health. Numerous
studies have demonstrated that dietary supplementation with
prebiotic fibers significantly increases cecal weight, intestinal

This journal is © The Royal Society of Chemistry 2026
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mucus secretion, and bacterial SCFA biosynthesis.®®!'7113
Previous studies have shown that dietary supplementation
with both p-carotene and astaxanthin modulate the compo-
sition of the murine gut microbiome,"***'® with astaxanthin
even being shown to promote intestinal mucus secretion.
Furthermore, in vitro fermentation studies have shown that the
addition of both f-carotene and astaxanthin increases SCFA
biosynthesis and shifts the community composition towards
greater abundance of the genera Roseburia and Ruminococcus,
in line with our results,"*® while also increasing alpha diversity
and acetic acid biosynthesis."*® Our results indicate that
dietary supplementation with the carotenoid mixture yields
similar effects to what has been observed in the literature.
Thus, we may be able to attribute prebiotic-like effects to these
two compounds.

Adding further weight to the prebiotic properties of our
carotenoid mixture is the significant shift in cecal microbiota
composition that it induced. Of all the nutraceutical combi-
nations that were studied, the addition of our carotenoid
mixture caused the largest shift in microbiota composition.
This is confirmed by group FM3 having the greatest pseudo-F
value from the controls (Fig. 5B and Table 2).

The observation that some taxa, including Roseburia intesti-
nalis and Bifidobacterium animalis, were exclusively enriched in
group FM1 indicated that these taxa were enriched by the con-
sumption of the complex mixture of nutraceuticals, rather
than being responsive to any single nutraceutical group
(Fig. 7A). Furthermore, since this group was the only one to
achieve a significant reduction in tumor development
(Fig. 3A), the potential impacts of these taxa cannot be
ignored. R. intestinalis is a very well characterized butyrate pro-
ducing bacteria. It has been associated with improved intesti-
nal health and reduced inflammation."*" Association studies
have also found it to be significantly reduced in patients with
Crohn’s disease’® and CRC.'**'?* Mechanistic studies have
shown that R. intestinalis sensitizes colorectal tumors to radi-
ation stress,'>” activates CD8+ T cells, and improves intestinal
barrier integrity.'*® All these mechanisms are attributed to the
butyrate which R. intestinalis produces. B. animalis has been
shown to exhibit beneficial effects upon intestinal integrity
and inflammation."*” Metabolites from B. animalis have been
shown to induce apoptosis in CRC cells by modifying the
expression of genes involved in apoptosis regulation'*® while
rodent models have shown that B. animalis supplementation
has a protective effect against oxidative stress."*’

One result that seems contradictory is the pattern of abun-
dance of Streptococcus gallolyticus. It is an opportunistic patho-
gen that is heavily associated with CRC development.'*®
Studies have demonstrated that it can be a significant member
of the gut microbiome of herbivores due to its unusual ability
to metabolize tannins.'*! Our data indicates that it is enriched
in groups FM1 and FM4. This indicates that S. gallolyticus may
proliferate due to the addition of our omega-3 fatty acid
mixture (Fig. 6D and E). The role of S. gallolyticus in our study
and its impact upon the observed tumor development is not
abundantly clear.
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Although the concentrations of nutraceuticals that were
used in this study were under safe consumption limits, we
needed to make sure that the mixtures of compounds used in
this study did not induce negative effects upon the health of
the animals. For this reason, two animals from each group
were used as dietary controls with no cancer induction (absol-
ute healthy control animals). All the healthy control rats
reached comparable body weights, and none developed
tumors, elevated numbers of Peyer’s patches, or any other
signs of negative health impacts. Thus, we can confirm that
the nutraceutical combinations that were used in this study
had no observed negative effects on the health of the rodent
subjects, nor did they affect the parameters that were
measured in this study without the induction of CRC.

It should also be noted that since group FM1 is the only
group to contain a-tocopherol and ascorbyl palmitate, the roles
of these antioxidant compounds cannot be discounted.
a-Tocopherol has been proposed to have antitumoral effects due
to its antioxidant properties,"** but clinical trials have not sup-
ported this.®* Similarly, studies with ascorbyl palmitate have not
identified any protective activity against CRC.®" Thus, it seems
unlikely that the tumor reducing effects observed in group FM1
are directly due to the addition of a-tocopherol or ascorbyl palmi-
tate. On the other hand, it is known that omega-3 fatty acids can
become oxidized during the cooking process.** It is possible
that the addition of fat-soluble antioxidants, such as
a-tocopherol, ascorbyl palmitate, carotenoids, or even catechins,
could protect our omega-3 fatty acid mixture from oxidation and
improve its antitumoral properties in group FM1.

Taken together, our data supports a multifactorial mechanis-
tic model in which tumor suppression in group FM1 arises from
the convergence of microbiota modulation, inflammatory
control, and likely other uninvestigated pathways. The PTSO/L.
plantarum mixture appears to attenuate mucosal immune acti-
vation, potentially through both direct cytokine suppression and
reduced abundance of the TMAO-producing bacterium
E. timonensis, thereby limiting pro-tumorigenic inflammatory sig-
naling. In parallel, the carotenoid mixture induces prebiotic-like
effects, increasing cecal biomass and selectively enriching buty-
rate-producing taxa such as R. intestinalis, which are known to
enhance epithelial barrier integrity and exert anti-inflammatory
and anti-tumoral effects. In addition, the catechin/carnosic acid
mixture protects against the damage caused by ulcerative colitis.
These microbiota-driven changes likely reduce the inflammatory
and metabolic microenvironment that supports tumor initiation
and progression. Although each nutraceutical mixture exerts
measurable biological effects in isolation, only their combined
action simultaneously modulates inflammation, microbial com-
position, and colitis symptoms, resulting in a significant
reduction in colorectal tumor burden.

It is important to note that this study was conducted in a
murine model of chemically induced colorectal cancer.
Precautions should always be taken when extrapolating results
from animal models to humans without further investigation.
Furthermore, while the method for chemical induction of
colitis associated colorectal cancer that was used in this study
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is well established, the etiology that is induced is highly
specific and may not accurately model other diverse types of
colorectal cancer. The microbiota associations that are dis-
cussed in this study are hypothesis generating, but association
cannot confirm causation without further investigation.
Finally, the metagenomics analysis that was conducted in this
study utilized 16S rRNA gene sequencing, amplicon sequence
variant calling, and taxonomic assignment to the lowest confi-
dent level. This method is not 100% accurate in calling species
level taxonomy, and thus any species level assignments that
are discussed in this study should be considered putative.

5. Conclusions

In our animal model, meat consumption did not significantly
increase tumor development, but it did worsen colitis-associ-
ated weight loss, indicating that it may have increased intesti-
nal inflammation. The addition of PTSO, L. plantarum,
B-carotene, astaxanthin, ALA, DHA, catechins, carnosic acid,
a-tocopherol, and ascorbyl palmitate protected against this
colitis-associated weight loss, reduced inflammation, modified
the gut microbiota, and reduced tumor development. The mix-
tures in which the ingredients were not all used together,
showed no reduction in tumor development. Thus, it is likely
that the reduction in tumor development comes from synergis-
tic effects amongst the different nutraceuticals, the observed
modulation of the gut microbiota, and a potential prevention
of omega-3 fatty acids oxidation in the functional meat matrix.
Our previous studies have demonstrated the feasibility of func-
tional meat products to retain specific nutraceutical com-
pounds, deliver them to the host, and achieve a health promot-
ing physiological response. This current study confirms this
viability with a wide range of nutraceutical compounds and
indicates that mixing diverse compounds within the same
functional meat product may be a particularly interesting
strategy.
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