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Abstract

Consumption of walnuts has slowed breast cancer growth and/or reduced the risk of mammary
cancer in mice. The benefit against cancer was associated with altered expression of genes for
cancer growth and survival. We hypothesized that walnut consumption would alter gene
expression in pathologically confirmed breast cancers of women in a direction that would be
expected to decrease breast cancer growth and survival, as was seen in mice. The study was a
nonplacebo, 2-arm, clinical trial. Women with breast lumps large enough for research and
pathology biopsies were recruited and randomized to walnut consuming or control groups.
Immediately after biopsy collection, women in the walnut group began to consume 2 oz of walnuts
per day until follow-up surgery. Pathological studies confirmed that lumps were breast cancer in
all women who remained in the trial. At surgery, about 2 weeks after biopsy, additional specimens
were taken from the breast cancers. Changes in gene expression in the surgical specimen
compared to baseline were determined in each individual woman in walnut-consuming (n = 5) and
control (n = 5) groups. RNA sequencing expression profiling revealed that expression of 456
identified genes was significantly changed in the tumor due to walnut consumption. Ingenuity
Pathway Analysis showed activation of pathways that promote apoptosis and cell adhesion, and
inhibition of pathways that promote cell proliferation and migration. These results support the
hypothesis that, in humans, walnut consumption could suppress growth and survival of breast
cancers.
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Introduction

Diet is thought to make a large contribution to risk for developing cancer [1,2], with some
dietary components increasing and some components decreasing risk. Many research studies
involving cancer prevention strategies have used isolated food components to ascertain that
the component had cancer preventive properties. Although it is scientifically desirable to use
individual components to be able to define the cancer prevention properties of the specific
component, people routinely consume whole foods. When combined, the multiple
components of whole foods could synergize or antagonize, either increasing or decreasing
the effects of the individual components [3]; thus, it is important to test the effects of whole
foods on cancer.

Cell culture studies can provide potential mechanisms for slowed tumor growth of individual
food components. One cell culture study used extracts from walnuts, and the authors
reported that components of walnuts, especially alpha-linolenic acid and beta-sitosterol, are
absorbed and either directly or indirectly decreased proliferation of MCF-7 cells [4].
Another cell culture study reported that a potent antioxidant, ellagic acid, present in high
amounts in walnuts and many fruits, can inhibit cell proliferation and induce apoptosis [5].
Oxidative stress and the inflammation induced by oxidative stress have been proposed as key
promoters of cancer [6]. The abundant and varied forms of antioxidants in walnuts [5,7-14]
are likely to be critical to the cancer growth suppression and apoptosis inducing mechanisms
of walnuts. However, cell culture studies are not usually designed to test the effects of
interactions of components of whole foods.

Preclinical studies can provide tumor development and growth data and might better assess
the potential effects of a whole food. We conducted 2 preclinical studies to determine
whether consumption of walnuts might affect cancer growth and development. In study 1,
we found that addition of a small amount of walnuts (the human equivalent of 2 o0z/d,
calculated as a fraction of total calories) to the diet of mice significantly slowed the growth
of implanted MDA-MB 231 human breast cancers [15]. Because we used the whole walnut
meat rather than an isolated component, we could not identify the specific component(s) of
the walnut that was (were) effective at slowing cancer growth. Components of walnuts that
have individually been shown to slow cancer growth include a-linolenic acid (an 18C omega
3 fatty acid)[16], beta-sitosterol [17], vitamin E [18], and melatonin [19]. We also could not
identify a specific mechanism(s) for the slower tumor growth, but proliferation was
significantly decreased and apoptosis and antioxidative capacity were slightly increased
[15].

In our second study (study 2), we used C(3)1TAg transgenic mice [20] that are genetically
programmed to develop mammary gland cancer. We found that, compared to a diet without
walnut, consumption of the walnut-containing diet significantly reduced tumor incidence
(fraction of mice with at least 1 tumor at 145 days) by about 50%, multiplicity (number of
glands with tumor/mouse), and tumor size [21]. Expression analyses of about 80 cancer-
associated genes indicated that consumption of the walnut diet altered the expression of
multiple genes associated with proliferation and differentiation of mammary epithelial cells
and of a few genes associated with cell death. Thus, study 2 results, in a different model,
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agreed with the results of study 1 that dietary walnut slowed tumor cell proliferation and
increased tumor cell death. A comparison with another dietary intervention (canola oil [22])
indicated that the omega 3 content of the walnut alone did not account for the extent of
tumor suppression due to the walnut-containing diet, indicating synergism against cancer
among the walnut components. The signaling pathways and proteins that were altered by
dietary walnut in mammary glands of the mice have been identified as important in the
development of human breast cancer; therefore, the mouse study should be relevant to
humans. Thus, cell culture and animal studies support the notion that walnut consumption
may be beneficial against cancer in humans. However, neither cell culture nor mouse studies
can exactly model walnut digestion and metabolism in humans, showing the need for
clinical trials to illustrate the potential effects of walnuts on breast cancer.

An important question might be: Can short-term consumption of walnuts change gene
expression in humans? Cortes and colleagues reported changes in serum proteins, indicating
changes in gene expression, after a single meal containing 40 g (1.4 0z) of walnuts [23].
Given the information that, in humans, a single meal containing walnut can change gene
expression and the mouse data that gene expression was changed by walnut consumption, it
seems reasonable that consumption of 2 oz of walnuts per day for about 2 weeks could
change gene expression in human breast cancer.

We hypothesized that walnut consumption would alter gene expression in the pathologically
confirmed breast cancers of women in a direction that would be expected to decrease breast
cancer growth and survival, as was seen in mice. If the molecular changes in humans and
mice were similar, it seemed reasonable to conclude that the effects on breast cancer in
humans should be similar to those seen in mice (ie, slowed cancer cell growth or increased
cancer cell death) and that consumption of walnuts could be beneficial to combat occurrence
or recurrence of breast cancer in humans.

2. Methods and materials

2.1. Institutional Review Board approval

The Marshall University Office of Research Integrity has an Institutional Review Board,
which reviews and monitors all human subject research conducted at Marshall University, St
Mary’s Medical Center, Cabell Huntington Hospital, and the Edwards Cancer Center. The
research protocol and participant informed consent were approved by the Institutional
Review Board (protocol number 339384-3). This study was not listed at ClinicalTrials.gov.
Potential study participants were identified from records review by the Research Study
Nurse prior to their appointment for a diagnostic biopsy. At the appointment time, the
potential participant was interviewed by the study nurse, the study was explained, and
informed consent was obtained. The physician obtained 1 or 2 additional biopsies for
research use when the biopsy was obtained for pathology studies.

2.1.1. Inclusion criteria—All subjects (1) were female and with a breast mass that,
according to standard of care, was to be biopsied for diagnosis and was large enough to
obtain the needed biopsies for pathology and research; (2) understood and were willing to
sign the informed consent form; (3) had an Eastern Cooperative Oncology Group
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performance status of 0 or 1 (O: fully active, able to carry on all predisease performance
without restriction; 1: restricted in physically strenuous activity but ambulatory and able to
carry out work of a light or sedentary nature, eg, light housework, office work); (4) were
between 18 and 90 years of age; and (5) were recruited as available without regard to race or
ethnicity.

2.1.2. Exclusion criteria—Excluded persons were (1) those who do not like or who
were allergic to walnuts or other tree nuts; (2) those with any metabolic disease that could be
affected by walnut consumption; (3) those with a life expectancy less than 6 months; and (4)
those who were pregnant (to prevent confounding due to pregnancy hormonal factors).

2.2. Clinical protocol

Subjects were consented at their first visit and were randomized into treated (consume
walnut) or control (no added walnuts) groups. Routine clinical data were recorded (age,
weight, height, family history, etc). A 5-mL blood specimen in ethylenediaminetetraacetic
acid was collected for the research laboratory. After the initial biopsy, the subject was asked
to continue to consume the usual diet and to not change consumption of any medication or
supplements. If she was randomized to the walnut group, the subject was given thirty 1-oz
packages of walnuts and was asked to consume 2 packages (2 0z) of walnuts daily and to
return remaining packages for counting. If needed, due to extended time for the clinical
workup, the subject was given additional packages of walnuts to allow for continued
consumption of 2 oz of walnuts per day until surgery (about 2 to 3 weeks). Control group
subjects were asked to not intentionally consume walnuts. At the conclusion of the study,
each subject was asked to identify whether any changes were made to the usual diet
especially in the areas of fruits, vegetables, nuts, or supplement consumption and fats used
in cooking and whether walnuts were consumed (walnut group) or not (control group).

At the time that ultrasound-guided core needle biopsies of the breast mass were obtained for
diagnosis, 1 or 2 extra cores were taken for research use. In the procedure room,
immediately upon removal, the biopsies for research were placed in Qiagen, Germantown,
MD, USA All-Protect tissue reagent (Qiagen.com) to preserve RNA, DNA, and protein for
up to 7 days at room temperature. Biopsies were delivered to the research laboratory for
initial processing within 2 hours.

If the pathology report indicated that the lump was not cancer, no further tissue was
collected and the subject was no longer part of the study. If the biopsied tissue was breast
cancer and surgery was scheduled without intervening radiation or chemotherapy, another
specimen of tumor tissue and blood was collected at surgery. A small section of
macroscopically viable tumor, away from the clean margin, was excised then immediately
placed in Qiagen All-Protect tissue reagent, as before. Any patient who, according to the
clinical care plan, was to receive either chemotherapy or radiation prior to surgery was no
longer part of the study so as to not confound analyses.

A total of 38 subjects consented to the trial. Of these, 24 were removed because the lump
was benign or the cancer was to receive chemotherapy or radiation prior to surgery. The
remaining 14 subjects completed the trial. Of these 14, data from four subjects had to be
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deleted because RNA from at least 1 sample of the pair of specimens did not pass quality
control tests. Thus, as shown in Fig. 1, 5 subjects remained in the group that consumed
walnuts and 5 subjects remained in the control group.

2.3. Laboratory protocols

Total RNA was extracted using RNeasy, Lipid Tissue kit (Qiagen.com). This microkit is
suitable for less than 5 mg of tissue and for extracting up to 45 pug of total MRNA. mMRNA
was checked for quantity and sent to the Marshall University Genomics Core Facility for
further processing. The Genomics Core is a full-service facility and provided RNA quality
assessment, RNA sequencing (RNA-Seq) analysis on each specimen, and DESeq?2
expression profiling analyses of the data.

2.4. Fatty acid identification by gas chromatography

Gas chromatography was used to determine changes in the lipid composition of red blood
cells (RBCs) membranes between the initial biopsy and surgery. RBCs and plasma were
separated. About 50 zL_ of packed RBCs were homogenized in 0.1% BHT buffer to prevent
fatty acid oxidation. Lipids were extracted with chloroform/methanol, and the fatty acids
were methylated followed by separation and identification using gas chromatography, as
previously described [21]. Gas chromatography was done using a Perkin-Elmer Clarus 500
Gas Chromatograph (Shelton, CT, USA) under the following conditions: initial temperature
of 150°C, ramp 1 at 175°C for 15 minutes, ramp 2 at 225°C for 50 minutes, ramp 3 at 250°C
for 10 minutes, helium carrier gas flow rate of 1.60 mL/min. A GLC Reference Standard
Custom Preparation was used for peak identification of 10 fatty acids of interest: sterate
(18:0), oleate (18:1n-9), linoleate(18:2n-6), gamma linolenate (18:3n-6), alpha linolenate
(18:3n-3), homogamma linolenate (20:3n-6), arachidonate (20:4n-6), eicosapentanoate
(20:5n-3), docosapentaenoate (22:5n-3), and docasahexanoate (22:6n-3). The fatty acid
methyl esters were reported as the percent of the total methylated fatty acids (area under the
curve) of the 10 identified fatty acids.

2.5. RNA sequencing: next-generation sequencing

RNA sample quality was assessed on RNA Pico chips in using an Agilent 2100 Bioanalyzer
(Agilent, Santa Clara, CA, USA). RNA samples had RNA Integrity Numbers ranging from
2.6 t0 9.4. One microgram of total RNA was used to construct RNASeq libraries using a
TruSeq stranded total RNA library prep kit with RiboZero(H\M\R) ribosomal RNA
reduction (Illumina Inc., San Diego, CA, USA) according to the kit’s instructions. RNA
fragmentation times were modified based on RNA samples’ RNA Integrity Number value to
generate inserts of equal size across all libraries.

Twenty RNA-Seq libraries were clustered on an Illumina cBot and sequenced on a HiSeq
1500 platform, in a 2 x 50 base paired end design yielding a minimum of 50 million reads
per sample. Five matched pairs of samples (initial biopsy and subsequent surgery) were
collected from each of the walnut-consuming and control groups.

Reads were trimmed using Trimmomatic v 0.36 [24] to remove low-quality base calls and
adapter sequences, and then aligned to the human reference genome GRCh38 using HISAT
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v2.1.0 [25]. Resulting bam files were sorted and indexed with SamTools v1.3.1 [26], and
PCR and optical duplicate reads marked using Picard tools v2.6.0. The numbers of reads
mapping to each gene for each sample were counted using the R/Bioconductor package
GenomicAlignments, v1.12.2 [27] and the Ensembl gene database for GRCh38, build 84
[28]. Differential gene expression was computed using DESeqg2 version 1.10.0 [29], with a
statistical model comparing the ratio of expression between surgery and biopsy specimens
for the walnut-consuming group to the ratio of expression between surgery and biopsy
specimens for the control group, as described in “statistical analyses” below.

2.6. Statistical analyses

Differences between groups (walnut or control) in fractions of individual fatty acids as
determined by gas chromatography or in clinical parameters were determined by ¢test with a
significance level of A< .05.

It was expected that there would be large interpatient heterogeneity; thus, the baseline
MRNA expression of individual genes would be highly variable between patients. The
analyses of biopsy and surgical specimens allowed each patient to serve as her own control.
Gene expressions for the sample collected at initial biopsy and the sample collected at
surgery were determined, and the ratios of these expressions were calculated for each
patient. Then, the means of the ratio of expressions were compared between the walnut-
consuming group and the control group. The comparison was performed using DESeqz2,
which models the read count per gene using a negative binomial distribution and moderates
the estimated expression changes to account for the dependence on overall read count [29].
Each patient was assigned a unique 1D within their treatment (walnut or control) group, and
the statistical model Eq. (1):

extraction+treatment + patient . group + extraction: treatment @

was passed to DESeq?2, with extraction taking values “biopsy” or “surgery” and treatment
taking values “walnut” or “control.” Genes that were significant for the extraction: treatment
interaction parameter at a Benjamini-Hochberg (B-H) controlled false discovery rate of 10%
were considered to be differentially expressed. The corresponding moderated fold change
computed by DESeq? is an estimate of this parameter and can thus be considered to be an
estimate of the quantities:

gw’ S/gw,b

-7 @
8. s/g
c,b

In Eq. (2), ‘g’ represents the expression level of gene ‘g’, the subscripts ‘w’ and ‘c’ represent
samples in the walnut and control groups, respectively, and the subscripts ‘s’ and ‘b’
represent samples from surgery and biopsy, respectively. Thus, the ratio of expression of
gene ‘g’ from surgical specimens verses biopsy specimens of walnut patients was divided by
the ratio of expression of gene ‘g’ from surgical specimens verses biopsy specimens of
control patients. These analyses determined whether, across the group, there were significant
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and consistent changes in the mRNA expression of specific genes due to walnut
consumption and provide the input for subsequent Ingenuity Pathway Analyses (IPAs).

2.7. Ingenuity Pathway Analyses

The complex data resulting from RNA seq expression profiling requires complex analyses.
Data were further analyzed by use of IPA [30]. Final downstream phenotypic effects are due
to the balance of positive and negative influences on expression of genes in a pathway. The
goal of the IPA Downstream Effects Analysis is to identify genes and the resulting functions
that are expected to increase or decrease given the observed gene expression changes in the
experimental dataset [30]. Downstream Effects Analysis is based on expected causal effects
between genes and functions; the expected causal effects are derived from the literature
compiled in the Ingenuity Knowledge Base [30]. The analysis examines genes in the dataset
that are known to affect functions, compares the genes’ direction of change to expectations
derived from the literature, and then issues a prediction for each function based on the
direction of changes in the dataset [30]. IPA uses a z-score algorithm to make predictions
which is designed to reduce the chance that random data will generate significant predictions
[30]. A publication further describing Downstream Effects Analyses can be found at [31].

The Pvalues for networks were calculated using a Fisher exact test with B-H multiple
testing corrections. The networks were generated through the use of IPA [30].

3. Results

3.1. Subiject profiles

Data presented in Tables 1 and 2 show that there were no significant differences between the
walnut and control groups in mean ages, initial body weight, body weight at surgery, tumor
size, or menopausal status. All subjects were post-menopausal. No subjects had received
either chemo- or radiation therapy for their tumors prior to entry into the study. The
molecular characteristics of each group were also similar. There were 1 estrogen receptor
(ER)—negative subject in the walnut group and 1 in the control group. Progesterone receptor
(PR)* and human epidermal growth factor receptor-2 (HER2)/Neu* ratios were similar in
each group.

3.2. Compliance with walnut consumption and diet

Candidate subjects who did not like or who were allergic to tree nuts, including walnuts,
were screened out prior to study consent. Of subjects who consented to the trial and received
walnuts, none reported difficulty with consuming 2 oz of walnuts per day. Bag counts and
patient reports indicated that 2 oz of walnuts were consumed daily. No patient reported
changes to the usual diet composition during the time of walnut consumption, except for the
walnuts. No subject in the control group reported intentional consumption of walnuts during
the 2 weeks of the trial.

3.3. RBC fatty acid composition

Gas chromatography results (data not shown) revealed no significant differences in the lipid
composition of RBC membranes due to walnut consumption for about 2 weeks. However,
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there was a not-significant trend toward increased total omega 3 lipids in the red blood cells
of walnut-consuming subjects, as would be expected in subjects who consumed walnuts.

3.4. RNA Seq Expression Profiling

Differential (between biopsy and surgery of walnut and control groups) expression analysis
of RNA-Seq results showed that the expression of 456 mapped genes was significantly and
consistently altered by incorporation of walnuts in the diet. The list of all 456 mapped gene
identifications, the expression log ratio, and the false discovery rate is included in the related
Data in Brief article, Table 1 [32]. A list of 281 unmapped identifications which were also
changed is included in the related Data in Brief article, Table 2 [32]. Files containing the raw
reads, along with a shell script describing the complete data analysis pipeline, were
deposited to the Gene Expression Omnibus at the National Center for Biotechnology
Information and can be obtained via accession number GSE111073 (https://
www.nchi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE111073).

3.5. Ingenuity Pathway Analyses

IPAs were critical for understanding the meaning of the 456 gene expression changes in this
experiment. Through IPAs, 25 gene networks were identified that were influenced by walnut
consumption. The Pathway Legend for Figs. 3, 4, and 5 is shown in Fig. 2. Note that the reds
and greens, which represent the measured change in mRNA expression, tend to be at the
outside of each network diagram. The blues and oranges, which represent the predicted
changes in activity, are downstream of the measured changes and tend to be toward the
center of the network. The 3 most significant networks, shown in Figs. 3, 4, and 5, with
network scores greater than 30, will be discussed below. Genes of all 25 networks are
included in the related Data in Brief article Table 3, [33]. The network score is based on the
hypergeometric distribution and is calculated with the right-tailed Fisher exact test with B-H
multiple testing corrections. For example, for a network with a A value of 1 x 10730, the
network’s score = [-log(Fisher exact test result)] =30. Thus, a score of 30 can be interpreted
as meaning that if there were no associations between walnut consumption and the gene
expression changes seen in the network, an overlap between the network and the
differentially expressed gene set would only occur 1 in 103 times in similar experiments.
The phenotypic changes expected due to significant changes in expression of genes at the
nodes are described in the discussion.

4. Discussion

RNA-Seq Expression Profiling analyses from a pilot clinical trial in which women with
breast cancer consumed 2 oz of walnuts per day for 2 to 3 weeks between the diagnostic
biopsy and subsequent surgery showed that gene expression in the tumor was modified in
ways expected to slow proliferation, reduce inflammation, reduce metastasis, and increase
cancer cell death. It seems likely that if gene expression was modified in the tumor due to
consumption of walnuts, then gene expression of any metastatic cells should also be
modified, thus decreasing risk for cancer recurrence.
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Gene expression modifications resulting from walnut consumption that influence breast

cancer suppression can be identified in the 3 illustrated gene networks with the 3 highest
network scores. Some of these expression changes will be highlighted below. Additional
modified pathways can be found in Data in Brief Table 3 [33].

In Network 1, suppression of the ER stands out as an action that is important for breast
cancer. Excess activity of ER driven by binding to estrogen is an important driver of breast
cancer initiation and progression [33] and promotes proliferation of breast epithelial cells
[33]. Importantly, basal ER activity, in the absence of estrogen binding, promotes
proliferation and must be blocked to prevent cell cycle progression [34]. Modulation of ER
activity or degradation of ER is recognized as important therapeutic strategies [35].

It has been reported that, in breast cancer, a change in the ratio of extracellular signal
regulated—kinase (ERK) to P38 (a mitogen-activated protein kinase) determines whether
these changes will promote tumor growth or tumor arrest. A higher p38/ERK ratio induces
tumor growth arrest compared to the lower ratio [36]. In Network 1, p38 activity was
predicted to increase and ERK activity to decrease; thus, the higher p38/ERK ratio should
lead to arrest of growth of breast cancer cells.

Network 1 and Network 3 both indicate that phosphatidylinositol 3-kinase/serine/threonine
kinase 1 (PI3K/Akt) is significantly suppressed by walnut consumption. PI3K/AKkt has been
reported to promote breast cancer cell survival and resistance to chemotherapy [37]. Because
PI3K and Akt were suppressed in the cancers of patients who consumed walnuts, it would be
expected that apoptosis in residual tumor cells might increase and that these patients might
also respond better to chemotherapy following surgery.

Bradykinin, which can be generated by inflammation, is active in migration and cell
proliferation and activates ERK [38]. Network 1 shows that the measured expression of
bradykinin receptor B1 (BDKRB1) mRNA was decreased by walnut. This decrease in
BDKRB1 may be one of the factors leading to the decrease in ERK expression. It has been
suggested that antagonism of BDKRB1 may be a useful treatment for breast cancer by
disrupting the BDKRB1/epidermal growth factor receptor cross talk that maintains tumor
growth [38].

The Whnt/planar cell polarity pathway is a highly conserved proliferative signaling cascade.
It is upregulated in breast cancer patients with shorter survival and can be inactivated in
patient-derived xenograft cells by suppression of c-Jun N-terminal kinase (JNK).
Interruption of this pathway by suppression of JINK has been proposed as a therapeutic
strategy [39]. Walnut consumption effectively suppressed INK mRNA.

Network 2 shows a predicted significant increase in caspase, a marker for active apoptosis in
cancer cells. Caspase has been shown to be induced in breast cancer cells by beta-sitosterol
[17], the highest phytosterol in walnuts at 87 mg/100 g [40]. An increase in cell death would
slow tumor growth, and the increase in factors required for cell death might allow
chemotherapy to be more effective.
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Network 2 also indicates that cyclin A is decreased, which would slow proliferation. Cyclin
E is expected to be activated. Cyclin E does promote proliferation, which would not seem to
be beneficial against breast cancer. However, increased activity of cyclin E also suppresses
invasion [41] by blocking a transcription factor (E2F). E2F is required for induction of
hypoxia inducible factor 1A (an initiator for angiogenesis) by cyclin E [42]. Because in
Network 2, E2F is predicted to be downregulated by high cyclin E, hypoxia inducible factor
1A would not be available to induce angiogenesis and invasion. Tumors must induce
angiogenesis to grow and suppression of invasion is important because it is usually the
cancer metastasis that kills, not a primary tumor. Sengupta et al further report that
dysregulation of cyclin E induces cellular senescence [42], thereby slowing proliferation.

In Network 3, Vascular ENDOTHELIAL growth factor (MVegf), Akt, rat sarcoma virus (Ras),
protein kinase a (Pka), and cAMP responsive element binding protein (Creb) are especially
important for cancer initiation and progression. Vegf is critical for the formation of blood
vessels in a growing tumor and for cell migration and metastasis of breast cancer [43-45].
Increased AKT increases cell motility and expression of matrix metalloprotease 9 to increase
metastasis [46] and development of epithelial mesenchymal transition [47], and promotes
resistance to chemotherapy [37]. Hyperactivation of Ras is found in only about 5% of breast
cancers, yet there is much experimental evidence that activated Ras can promote breast
cancer growth and development [48]. Activation of Pka (protein kinase a) is required for the
growth factor stimulation of migration of cancer cells [49] and may lead to multiple drug
resistance via the PISBK/AKT pathway [50]. Downregulation of Creb and Pka has been
associated with increased apoptosis in breast cancer cell lines [51]. Consumption of walnut
was predicted to significantly suppress Vegf, AKT, Ras, Pka, and Creb for multiple benefits
against breast cancer.

Multiple in vitro studies have shown that walnuts may have benefit against cancer and have
described potential mechanisms, including suppression of proliferation, induction of
apoptosis, and decreasing oxidative damage [4—-6]. Walnuts are rich in the bioactive
molecules that have been shown to be active against cancer, as reviewed in [52]. Our animal
studies demonstrated that the human equivalent of 2 oz of walnut in the diet (1) slowed
growth of implanted human breast cancers [15] and (2) prevented cancer development in a
transgenic model [21]. The identified mechanisms in [15] included slowed proliferation,
increased apoptosis, and increased antioxidative capacity, in agreement with the in vitro
studies. In study 2 [21], the list of genes that were significantly altered by walnut
consumption included genes related to proliferation, inflammation, metastasis, and cell
death. Another study, from a different laboratory, shows that suppressing angiogenesis was a
mechanism by which walnut inhibited colon cancer [53]. These mechanisms are expected to
be altered in human breast cancer as indicated by the mRNA expression changes seen in this
pilot clinical trial. Additionally, the IPAs showed the alteration of several genes by walnut
consumption that are expected to decrease the development of chemoresistance in breast
cancer tumors. Thus, the results of multiple studies in multiple models indicate that
consumption of walnut should provide benefit against human breast cancer, strongly
supporting the results of the current study. The IPAs of the current study indicate alteration
of expression of multiple genes by walnut consumption, thus providing multiple and
overlapping targets for the effects of walnut against cancer.
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There is concern that the high fat content of walnuts would tend to increase the body weight
of persons who consumed them as part of the routine diet. In this study, persons in the
walnut-consuming group did not gain weight in the short term. That walnuts do not cause
weight gain is supported by studies in diabetic patients [54] and in over-weight men [55]. It
was shown that in a longer term, the walnuts displaced other foods in the diet [55]. The
current study did not show significant changes in RBC lipids due to walnut in the diet for
about 2 weeks. Other studies including our mouse studies [15,21] and longer-term (up to 6
months) human studies [56] have shown a change in RBC lipids due to walnut consumption.

A recent clinical trial indicates that walnuts, indeed, may modulate breast cancer growth or
development [57]. Secondary analyses of the PREDIMED study showed that the hazard
ratio for breast cancer for the Mediterranean diet with nuts group vs the control group
(Mediterranean diet only) was a not quite significant 0.53 (95% confidence interval, 0.23-
1.26) decrease [57]. Reasons for the “not quite significant” results in the PREDIMED study
could be because (1) there were very few incident cases of breast cancer in the PREDIMED
study and (2) the background diet was a Mediterranean diet, which in itself was likely to
suppress cancer development [58]. The current study had a “Western diet in West Virginia”
as a background diet; thus, benefit and gene expression changes due to the addition of
walnuts to the diet were likely to be more pronounced than if the background diet had been a
Mediterranean diet.

A recent meta-analysis [59] concluded that nut consumption, including peanuts, was
associated with reduced risk of cancer and reduced all-cause mortality, in agreement with
the results of this study. Many of the genes seen to be modified in the current study are
promotional to all types of cancers, not just breast cancer, indicating that there may be
benefit against many cancer types.

Strengths of this study include mechanistic agreement with the previous cell culture and
animal studies on the effects of walnut against cancer. The in vitro studies have identified
specific molecular mechanisms for reduced cancer cell growth and increased cancer cell
death for various components of the walnut. The in vivo, animal studies have provided
phenotypic mechanisms demonstrating that consumption of walnut does slow cancer cell
proliferation, increase cancer cell death, and decrease oxidative stress in animals.
Furthermore, the animal studies provide measurable endpoints of decreased tumor size and
numbers due to walnut consumption that could not be determined in humans. Another
strength is that the human (and animal) subjects were able to consume the walnut without
detrimental side effects.

Limitations of this study include the small numbers of subjects in the clinical trial. More
human subjects would be desirable to increase confidence in the results. However, due to the
power of RNA-seq, even with the small number of individuals, large significant differences
in expression of multiple genes were shown. All the subjects were postmenopausal; it is not
known if the results would be the same for premenopausal women. No Western blots could
be done due to very small sample sizes. Assessment of differences in protein would increase
confidence in the meaning of the gene expression changes. A person who is allergic to
walnut would have detrimental side effects and could not benefit from walnut consumption.
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Consumption of a different background diet might result is a different degree of benefit
because the usual diet itself could have positive or negative effects on breast cancer.

A definitive clinical trial should be conducted to verify that these gene expression changes
actually translate to reduced tumor recurrence or slowed tumor growth. Due to good
agreement between the animal studies (with identified mechanisms and a tumor endpoint
showing suppression of tumor growth and/or development), the cell culture studies for
mechanistic data, the verified changes in RNA expression, and the mechanisms identified in
this pilot clinical trial, the results of this study support our hypothesis that walnut
consumption would alter gene expression in breast cancers of women in a direction that
would be expected to decrease breast cancer growth and survival. Because many of the
beneficial components of walnuts are also found in fruits and vegetables, incorporation of
walnuts in a healthy diet should provide additional and likely synergistic benefits by
increasing the total consumption of antioxidants, phytosterols, dietary fibers, and
polyunsaturated fats to reduce morbidity and mortality from breast cancer.
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ERK/P38 extracellular signal-regulated kinase/P38
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JINK c-Jun N-terminal kinase
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P38 a member of the mitogen activated protein kinase family
PI3K phosphatidylinositol 3-kinase
Pka protein kinase a
PR progesterone receptor
Ras rat sarcoma virus
RBC red blood cell
RNA-Seq RNA sequencing
Vegf Vascular endothelial growth factor
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Experimental design: graphical representation of the experimental design showing the
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recruitment of women, randomizing to experimental and control groups, reasons for dropout,
and the laboratory processing of tumor specimens. A total of 38 subjects consented to the
trial. After dropouts, 5 subjects remained in the group that consumed walnuts and 5 subjects

remained in the control group.
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Legend for IPA analyses (from the IPA Web site: www.ingenuity.com): Molecules are coded
by measured expression (reds for increased expression and greens for decreased expression)
or predicted activation (oranges for predicted gene activation and blues for predicted gene
inhibition). The intensity of green and red molecule colors indicates the degree of down or
upregulation, respectively. The intensity of the orange or blue colors indicates the strength of
confidence in activation or inhibition, respectively. The relationships between molecules are

indicated by the solid or broken lines. The shapes indicate the type of the molecule.
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Fig. 3—.

Ngtwork 1 with a score of 41 shows genes involved in reproductive system development and
function, carbohydrate metabolism, and lipid metabolism. Involved in breast cancer
development are the expected downregulation of the estrogen receptor; decreased ERK; and
increased P38/MAPK [35,45], JNK [45,57,58], and the PI3K complex.
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Fig. 4 -

Network 2 with a score of 39 includes genes important in cell-to-cell signaling and
interaction, cellular growth and proliferation, and cellular movement. Involved in breast
cancinogenesis are caspase, cyclin A and E, and E2f.
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Serine{Protease

Fig.5-.

Network 3 with a score of 32 contains genes important in embryonic development, nervous
system development and function, and organ development. Involved in breast
cancinogenesis are Vegf, Akt, Ras, Pka, and Creb.
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