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Simple Summary: The supplement of TNuF, a total nutrition formula, before cancer diagnosis
significantly enhanced the anticancer effect of radiotherapy against primary tumor and lung metastasis
in tumor-bearing mice. Meanwhile, TNuF improved cancer related sarcopenia. We supposed that
these benefits are related to the regulations of cell proliferation, angiogenesis, and immunity in
tumor microenvironment.

Abstract: (1) Background: Radiotherapy (RT) is one of the major treatments for non-small cell lung
cancer, but RT-associated toxicities usually impede its anticancer effect. Nutrient supplementation
has been applied for cancer prevention or a complementary measure to anticancer therapy. Here,
we explored the influence of total nutrition supplementation before and after cancer occurrence on
the anticancer benefit and side effects of RT. (2) Methods: C57BL/6]Narl mice were inoculated with
Lewis lung carcinoma cells and then treated with radiotherapy. TNuF, a total nutrition formula, was
prescribed by oral gavage. In the preventive groups, TNuF supplementation started from seven days
before tumor inoculation. In the complementary groups, TNuF supplementation began after tumor
inoculation. (3) Results: TNuF successfully enhanced the anticancer effect of RT against primary
tumor and lung metastasis. Additionally, the complementary supplement improved the high serum
TNEF-o level and the wasting of sartorius muscle in mice receiving RT. In histologic and molecular
analysis, TNuF was observed to modulate EGFR, apoptosis, and VEGF and PD-1/PD-L1 pathways.
Furthermore, the anticancer benefit of the preventive supplement was comparable to that of the
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complementary administration. (4) Conclusions: Our results demonstrated that the prescription of
the TNuF total nutrition formula before and after cancer diagnosis attains similar benefits in testing
subjects with typical anticancer RT. TNuF is also a potential sensitizer to anti-PD-1 immune therapy:.

Keywords: nutrition; preventive supplement; radiotherapy; lung cancer; sarcopenia; inflammation;
EGFR; Bcl-2; VEGF; PD-L1

1. Introduction

Radiotherapy (RT) is one of the major therapies for patients with non-small cell lung cancer (NSCLC).
According to the National Comprehensive Cancer Network (NCCN) guideline, RT is a potential option
for all stages of NSCLC, as either palliative or curative treatment [1]. Modern RT uses ionizing radiation
to stimulate abundant free radicals surrounding tumor tissue, and hence damages cancer cell DNA by
these highly reactive chemicals. Although RT contains an unquestionable benefit to cancer treatment,
owing to the destructive effect of free radicals on normal tissues, it also brings patients lots of adverse
effects such as anorexia, muscle wasting, suppression of hematopoiesis, and hence influences treatment
response and patient survival [2,3]. On the other hand, if a treatment enhances the RT injury to the tumor
cell, but not the normal cell, it can magnify the application of RT in NSCLC patients.

The supplementation of natural health products such as coenzyme Q10 (Q10), omega-3
polyunsaturated fatty acid (n-3 PUFA), and selenium plays positive roles in RT and NSCLC. For example,
n-3 PUFA has been reported to enhance the cytotoxic effect of RT to colorectal cancer cells through the
modulation of inflammatory and apoptotic responses [4]. The pro-oxidant property of the selenium
compound is responsible for reactive oxygen species (ROS) generation and cytotoxicity in cancer
cells [5]. In an analysis of sixteen clinical studies, selenium supplementation decreased the adverse
events rather than the treatment response in patients receiving RT [6]. Meanwhile, the combination
of selenium and n-3 PUFA was also found to strengthen antitumor immunity and reduce splenic
immunosuppressive cells [7]. Q10 is an endogenous antioxidant, and it can inhibit tumor-associated
cytokines [8]. In a clinical case—control study, serum Q10 concentration was reported to be inversely
related to the risk of NSCLC [9]. Due to these benefits, many cancer patients have used these healthy
products before or after diagnosis. However, there is a lack of research to evaluate the impact of the
timing of nutrient uptake to the response of anticancer therapy and the outcome of patients.

TNuF is a total nutrition formula enriched with energy, protein, n-3 PUFA eicosapentanenoic
acid (EPA) and docosahexaenoic acid (DHA), Q10, selenium, vitamins, and other micronutrients.
TNuF was reported to be able to stabilize body weight, serum albumin, and prealbumin levels in
patients undergoing RT [10]. We previously reported that the prescription of TNuF after tumor
inoculation significantly enhances the antitumor efficacy of RT, and the combination of TNuF and
RT downregulates both epidermal growth factor (EGFR) and vascular endothelial growth factor
(VEGF) pathways in tumors of NSCLC-bearing mice [11]. In contrast, the influence of early nutrition
supplementation on patients who have not yet been diagnosed with cancer or contracted cancer and
are not yet receiving anticancer treatment is rarely studied or discussed. In this paper, we report
how the prescription of TNuF before tumor inoculation in mice affects the growth of cancer and the
anticancer efficacy of RT. Since the PD-1/PD-L1 pathway is an important route for cancer cells to escape
immune surveillance and suppress the antitumor immune reaction [12], we also wanted to know the
correlation between the nutrition supplements and tumoral expression of PD-L1.

2. Results

2.1. Effect of TNuF Combined with Radiotherapy on Tumor Growth

We used tumor-bearing mice to investigate whether the preventive and complementary treatments
of TNuF acquire the ability to strengthen the antitumor efficacy of RT. The 5- to 6-week-old C57BL/6]Narl
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mice were divided equally into seven groups: C group, not receiving tumor inoculation or any treatment;
T group, only receiving tumor inoculation; TR group, receiving RT after tumor inoculation; PTN group,
receiving TNuF before tumor inoculation; PTRN group, receiving TNuF before tumor inoculation
and RT after tumor inoculation; TN group, receiving TNuF after tumor inoculation; and TRN group,
receiving the combination treatment of TNuF and RT after tumor inoculation (Figure 1A). Lewis lung
carcinoma (LLC) cells were inoculated into the flanks of mice on Day 0. RT was prescribed on Days
8, 10, and 12 after tumor inoculation. The daily prescription of TNuF started on Day -7 (PTN and
PTRN groups), Day 0 (TN group), or Day 8 (TRN group) before sacrifice (Figure 1A). We observed the
appearance of tumors in all mice seven days after the injection of 3 x 10° cells (Figure 1B). The mean
tumor volume achieved 2941 mm? only in T group mice on Day 21. The supplementation of TNuF
for both PTRN and TRN groups (before or after tumor inoculation with RT) effectively suppressed
cancer growth, and the end-point tumor volume was 497 mm? in the PTRN group and 459 mm? in
the TRN groups (both p < 0.01 to the T or TR group). When compared to the single treatment with
RT or TNuF, the combination treatment of TNuF and RT (PTRN and TRN groups) provides a better
inhibitory effect on tumor growth. Next, we resected and weighed the inoculated tumors during
sacrifice (Figure 1C,D). The mean tumor weight was 1.0 g in mice of the T group. Single RT (TR group)
and the combined TNuF and RT treatment both decreased the tumor weight, where the weight was
0.47 g in the TR group, 0.16 g in the PTRN group, and 0.06 g in the TRN groups (all p < 0.05 to the
T group). Furthermore, the combination provided a greater reduction than single RT (p < 0.05), while
the preventive and complementary supplements of TNuF have similar efficacy.
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Figure 1. Total nutrition formula enhances anticancer effect and inhibits cell proliferation in tumors
receiving radiotherapy. (A) Each group of mice was composed of six male C57BL/6]Narl mice. Here,
3 x 10° Lewis lung carcinoma (LLC) cells were inoculated into the right posterior flank region of
C57BL/6]Narl mice on Day 0, except for mice of the C group, which received subcutaneous injection
of normal saline instead. The TNuF total nutrition formula, 1 g/mice/day, was prescribed orally (PO)
from Day -7 in the PTN and PTNR groups, from Day 0 in the TN group, and from Day 8 in the TRN
group. In contrast, mice of the C, T, and TR groups were fed with regular rodent diet. In the TR,
PTRN, and TRN groups, mice received external beam radiation (RT) to the right posterior flank tumor
at 300 cGy/fraction, one fraction per day on Days 8, 10, and 12. All mice were sacrificed on day 21.
(B) Tumor volume growth curve of various treatment (n = 6). (C) Representative inoculated tumors
at sacrifice. (D) The inoculated tumor weight of each group measured at sacrifice (n = 6). Data are
expressed as means + SD. *, p < 0.05 as compared to the T group. **, p < 0.01 as compared to the
T group. #, p < 0.05 as compared to the TR group. ##, p < 0.01 as compared to the TR group.
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2.2. Effect of TNuF on Hematologic and Physiologic Parameters in Irradiated Mouse

Patients with lung cancer frequently manifest in a plunging decrease in body weight, body
contents, and blood cells, which may cause poor response to RT and overall survival in patients [13].
To find out whether TNuF could improve these adverse effects in tumor-bearing mice, we measured
the murine blood cell counts, lean body weight, skeletal muscles, and fat tissue, together with serum
levels of tumor necrosis factor alpha (TNF-«), interleukin 1 beta (IL-13), and interleukin 6 (IL-6) during
sacrifice (Table 1). We found RT (TR group) did not decrease the lean body weight in LLC-inoculated
mice, but it attenuated the wasting of sartorius muscle and the elevation of the serum TNF-« level.

Table 1. Effect of the TNuF total nutrition formula on hematologic and physiologic parameters.

Hematologic Parameters

Treatment RBC Hgb PLT WBC GRAN LYM
(10%/mm3) (g/dL) (10*/mm?) 10%/mm3)  (10°*/mm?®  (103/mm3)
C 107 +1.0*  167+15* 267 +134 14.4 + 3.0 29+09 106+24*
T 92+0.9 143 +1.3 35.2 +15.5 12.1+45 24+09 84+34
TR 9.0+0.8 144+ 1.1 223+58 10.1 £ 1.9 25+09 6.6 +1.1
PIN 93+0.7 144+12 28.8 +12.6 134 +3.2 28+1.1 94+20
PTRN 97+1.1 155+ 1.7 22.2 + 8.4 99+2.1 21+0.8 70+13
TN 10.0 £ 0.6 15.5 + 0.9 258 +9.1 13.6 £ 2.4 2.6 +0.7 99+ 16
TRN 9.1+0.6 147 + 1.0 199 +4.6 91+17 20+07 64+1.0
Physiologic Parameters
Treatment Lean BW Sartorius M WAT TNF-x IL-1B3 IL-6
(g) (mg) (mg) (pg/mL) (pg/mL) (pg/mL)
C 222+15%* 62+08* 272+35**  05+02*  48+05 22+02
T 21.1+1.6 39+13% 222+27  116+17% 48+04 28+0.8
TR 202 +13 54+09* 224+37 85+08* 43+0.1 26+05
PIN 19.8 + 1.0 45+0.9 20.1 +45 63+14* 41+01* 25+04
PTRN 192 +0.7* 52+ 0.6 19.1 +5.3 57+12*  47+0.1 25+04
N 193 +1.1* 59+0.7* 171+32+  68+07*% 43+02 24+04
TRN 20.3 + 0.4 62+09* 171 +23* 53+07*  48+02 24+05

n = 6 in each group. C, control. T, tumor inoculation. TR, tumor inoculation + radiotherapy. PTN, TNuF before
tumor inoculation. PTRN, TNuF before tumor inoculation + radiotherapy. TN, TNuF after tumor inoculation. TRN,
TNuF + radiotherapy after tumor inoculation. RBC, red blood cell. Hgb, hemoglobin. PLT, platelet. WBC, white
blood cell. GRAN, granulocyte. LYM, lymphocyte. Lean BW, lean body weight. Sartorius M, sartorius muscle.
WAT, white adipose tissue. *, p < 0.05 as compared to the T group. #, p < 0.05 as compared to the TR group.

The weight of white adipose tissue, the blood cell counts, and serum IL-1(3 and IL-6 levels were not
interfered with by RT. The blood cell counts and hemoglobin in mice receiving tumor inoculation and/or
RT were not interfered with by the TNuF supplement either (Table 1). Furthermore, the preventive
TNuF supplement (PTN and PTRN groups) was not helpful to alter those cachectic parameters in
RT-treated mice, but it did lower down the serum TNF-« level. In contrast, the complementary
supplement of TNuF (TN and TRN groups) did not increase the lean body weight, but it effectively
attenuated the muscle wasting and the TNF-« level as compared to the no treatment (T) or single
RT (TR) group. Interestingly, the complementary TNuF supplement caused a reduction in the white
adipose tissue in mice receiving RT. Added together, these results suggested that both TNuF and RT
can improve cancer-induced sarcopenia.

2.3. Effect of TNuF on Epidermal Growth Factor Receptor Pathway and Mitosis

Given the early studies that the activation of the epidermal growth factor receptor (EGFR) pathway
is associated with tumor proliferation and radioresistance in patients [14], we examined the expressions
of EGFR, phosphatase and tensin homolog (PTEN), signal transducer and activator of transcription
3 (STAT3), and heat shock protein 90 (HSP90) to evaluate the influence of RT and TNuF (Figure 2).
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The fluorescence intensity of EGFR in tumor cells was notably reduced by the treatment with RT,
TNuF, or the combination (Figure 2A). By contrast, RT, TNuF, and the combination all upregulated the
mRNA level of the inhibitor PTEN in tumor cells (Figure 2B). TNuF, RT, and the combination also
downregulated the mRNA level of the downstream effector STAT3 (Figure 2C). We did not observe the
alternation of the chaperon protein HSP70 in mice receiving TNuF, RT, or their combination (Figure 2D).
In addition, the fluorescence intensity of Ki-67 in tumor cells was suppressed in mice receiving these
treatments (Figure 2E). Meanwhile, we noticed that the combined TNuF and RT treatments resulted in a
stronger inhibition to the EGFR pathway than either single treatment. The preventive supplementation
of TNuF induced a higher expression of PTEN than the prescription after tumor inoculation. Added
together, these results indicated that the preventive TNuF supplement has an additive effect on RT to
modulate tumor mitosis and the EGFR pathway:.
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Figure 2. Total nutrition formula downregulates the expression of the epidermal growth factor receptor
pathway in tumors receiving radiotherapy. (A) Immunofluorescence analysis for epidermal growth
factor receptor (EGFR) in inoculated tumor tissues. Scale bar = 200 um. The relative expression of levels
of (B) PTEN, (C) STAT3, and (D) HSP90 were measured by RT-PCR. (E) Inmunofluorescence analysis
for Ki-67 in inoculated tumor tissues. Scale bar =200 um. Six tissue sections of each group were selected
for immunofluorescence, RT-PCR, and statistical analysis. Data are expressed as means + SD. *, p < 0.05
as compared to the T group. **, p < 0.01 as compared to the T group. ***, p < 0.001 as compared to the
T group. #, p < 0.05 as compared between two groups. ##, p < 0.01 as compared between two groups.
###,p < 0.001 as compared between two groups.
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2.4. Effect of TNuF on Apoptosis in Tumor Cell

Apoptosis is the major cell death modality observed in irradiated tumor cells [15]. Our previous
studies also found that the supplementation of n-3 PUFA and selenium can upregulate apoptosis-related
proteins in tumor cells [7]. Therefore, we measured the mRNA levels of Bcl-2, Bax, caspase 3, caspase
8, and the chaperon protein HSP70 to follow up the influence of TNuF on cell apoptosis (Figure 3).
We observed that a decrease in Bcl-2 mRNA and an increase in caspase 3 mRNA appeared in mice
treated with TNuFE, RT, or the combination (Figure 3A,D). Within these treatments, the combination with
TNuF and RT provided the most effective modulation to tumor Bcl-2 mRNA (Figure 3A). The single
supplementation of TNuF was able to upregulate the expressions of Bax and caspase 8 mRNAs
(Figure 3B,C). In contrast, the level of HSP70 mRNA was not affected by any treatment (Figure 3E).
Taken together, TNuF and RT provided a joint enhancement of tumor cell apoptosis through their
modulation on Bcl-2 and caspase 3. In addition, the regulatory function of the preventive TNuF
supplement is similar to that of the complementary prescription.
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Figure 3. Total nutrition formula upregulates apoptosis in tumors receiving radiotherapy. Relative
expression levels of (A) Bcl-2, (B) Bax, (C) caspase 8, (D) caspase 3, and (E) HSP70 RNAs in the
inoculated tumor were measured by RT-PCR (n = 6). Data are expressed as means + SD. *, p < 0.05 as
compared to the T group. **, p < 0.01 as compared to the T group. ***, p < 0.001 as compared to the
T group. #, p < 0.05 as compared between two groups. ###, p < 0.001 as compared between two groups.

2.5. Effect of TNuF on Angiogenic Pathway in Tumor Cell

Tumor angiogenesis is an important predictive factor for RT. The hyperactivation of the angiogenic
pathway in tumor cells can trigger a regeneration of tumoral vessels during fractional irradiation,
resulting in the failure of RT [16]. In our previous study, the single treatment of TNuF was shown to
downregulate the angiogenic pathway in LLC tumor cells [11]. Therefore, we detected the expression of
hypoxia-inducible factor 1o (HIF-1c), tyrosine-protein kinase receptor UFO (AXL) mRNA, and vascular
endothelial growth factor (VEGF) mRNA to observe the effect of TNuF on the angiogenic pathway in
tumor cells (Figure 4). In the IF assay, the fluorescence intensity of tumor HIF-1« was decreased more
than 50% in mice treated with RT, TNuF, or the combination (Figure 4A). The complementary TNuF
and RT treatment (TRN group) provided a better inhibition of HIF-1« expression as compared to that
of the single TNuF supplement (TN group). The mRNA levels of AXL and VEGF were also reduced
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more than 40% by RT, TNuF, or the combination (Figure 4B). We noticed that TNuF enhanced the
inhibitory functions of RT on the expression of VEGF mRNA (Figure 4C). Regarding the timing of the
TNuF supplement, the preventive supplement had better inhibition on VEGF mRNA than that of the
complementary supplement. Taken together, these phenomena indicated that TNuF has an additive
effect on RT to downregulate the tumoral angiogenic pathway.
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Figure 4. Total nutrition formula suppresses angiogenesis in inoculated tumor tissue receiving
radiotherapy. (A) Immunofluorescence analysis for hypoxia-inducible factor 1o (HIF-1¢) in inoculated
tumor tissues. Scale bar = 200 um. The relative mRNA expression levels of (B) tyrosine-protein kinase
receptor UFO (AXL) and (C) vascular endothelial growth factor (VEGF) were measured by RT-PCR
(n = 6). Six tissue sections of each group were selected for immunofluorescence analysis and statistical
analysis. Data are expressed as means + SD. **, p < 0.01 as compared to the T group. ***, p < 0.001
as compared to the T group. #, p < 0.05 as compared between two groups. ##, p < 0.01 as compared
between two groups. ###, p < 0.001 as compared between two groups.

2.6. Effect of TNuF on Immune Response in Non-Irradiated Metastatic Tumor

Several lines of evidence represented that RT not only shrinks the targeted tumor but also results
in the shrinkage of non-irradiated tumors elsewhere in the body, and this phenomenon was called the
“abscopal effect” [17]. The abscopal effect is related to the RT-induced cell death, the release of tumor
antigen, and the activation of tumor-specific CD8+ T cells [18]. Hence, we observed the conditions
of tumor metastasis and the expression of T cells within tumor tissues, to evaluate the influence of
TNuF on the abscopal effect (Figure 5). In histopathological examination, the tumor load of lung was
decreased in mice treated with RT, TNuF or the combination (Figure 5A). Within these treatments,
the combination in the PTRN and TRN groups provided the most suppression of lung metastasis. In the
IF assay, the fluorescence intensities of CD4 and CD8 were altered and the ratio of CD4+/CD8+ cell was
increased in lung tissue after LLC inoculation (Figure 5C). The supplementation of TNuF decreased
the expression of CD4+ T cells, increased the infiltration of CD8+ T cells, and therefore downregulated
the CD4+/CD8+ ratio in both primary and metastatic lung tumors (Figure 5B,C). In contrast, RT did
not have a significant influence on the tumor-infiltrating T cells. Compared to the single treatment and
the complementary supplement of TNuF, the preventive TNuF supplement with RT (PTRN group)
provided the greatest restoration of the CD4+/CD8+ ratio in tumor tissues (Figure 5C).
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Figure 5. Total nutrition formula enhances the anticancer immunity of radiotherapy. (A) Hematoxylin
and eosin (H&E) staining of lung tissues. Spots indicate metastatic tumors. Scale bar = 200 pm.
(B) Immunofluorescence analysis for CD4+ (green) and CD8+ (red) T cells in inoculated tumor tissues.
Scale bar = 200 pm. (C) Immunofluorescence analysis for CD4+ (green) and CD8+ (red) T cells in
lung tissues. Scale bar = 200 um. (D) The relative expression level of PD-L1 mRNA in the inoculated
tumor. (E) The relative expression level of PD-L1 mRNA in the lung metastatic tumor. Six tissue
sections of each group were selected for immunofluorescence analysis and statistical analysis. Data are
expressed as means + SD. ***, p < 0.001 as compared to the T group. ###, p < 0.001 as compared between
two groups.

Since the upregulation of programmed death-ligand 1 (PD-L1) on the cancer surface can impair
the antitumor efficacy of CD8+ T cells [19], we measured the level of PD-L1 mRNA to assess the
influence of RT, TNuF, or the combination on the PD-L1 expression (Figure 5D,E). The level of PD-L1
mRNA was downregulated in primary tumors after a treatment with RT or TNuF (Figure 5D). In the
lung tissue, RT and TNuF also effectively suppressed the PD-L1 expression of tumor cells (Figure 5E).
Further, the inhibitory ability was similar among RT, TNuF, and the combination. Added together,
these results point out that the TNuF supplement can enhance the infiltration of CD8+ T cells into
primary and metastatic tumors, and therefore it can enhance the abscopal effect of RT.
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3. Discussion

Natural healthy products, such as n-3 PUFA and vitamins, are believed to have abilities to prevent
many diseases from occurring. Many nutrients, such as dietary fiber, fish oils, carotenoids, vitamins,
calcium, zinc, and selenium are considered to have abilities to lower cancer risk [20]. This information
leads to more and more people intaking healthy products for the prevention of cancer. However,
there are few studies of the influence of nutrient uptake on the outcome of cancer patients. In this
experiment, we found that the preventive supplementation of nutrients is beneficial to the hosts even
after contracting cancer. The mice starting the TNuF supplement before LLC inoculation (PTN and
PTRN groups) had smaller primary tumors and milder lung metastasis as compared to the no treatment
(T) and single RT (TR) groups. The combination with RT and the preventive TNuF supplement
(PTRN group) showed the addictive efficacy by inhibiting tumor growth and metastasis. Meanwhile,
the anticancer efficacy of the preventive TNuF supplement (PTN and PTRN groups) was similar to that
of the supplement after tumor inoculation (TN and TRN groups). Therefore, the early intake of TNuF
before tumor inoculation impairs tumor growth but enhances the efficacy of radiotherapy. Meanwhile,
the anticancer benefits were comparable to those in mice receiving TNuF after tumor inoculation.
These findings also suggested that cancer patients who had used the nutrient supplement before
diagnosis may have a better response than anticancer therapy. Further clinical research is needed to
ascertain the positive influence of earlier nutrient intake on cancer patients.

Cancer-related sarcopenia can be induced by cancer itself or anticancer therapy, and it is a negative
predictive and prognostic factor to anticancer treatment and cancer patients [20,21]. TNF-alpha is a
pro-inflammatory cytokine, and its overexpression is related to sarcopenia and cachexia in lung cancer
patients [22]. In this experiment, we first observed that the serum TNF-o level is inversely correlated
with the weight of sartorius muscle (p = 0.004) but positively related to the lean body weight (p = 0.04)
and white adipose tissue (p = 0.02) in LLC-inoculated mice. Second, the administration of TNuF
enhanced the alleviating efficacy of RT on skeletal muscle and circulating TNF-«, but deteriorated the
loss of lean body weight and white adipose tissue. Since we did not find any correlation between serum
IL-B, IL-6, and these physiologic parameters, circulating TNF-a was supposed to be related to skeletal
muscle wasting via promoting tissue proteolysis [23]. The cause and influence of progressive weight
loss and lipolysis in TNuF-treated mice were undetermined, which are worthy of further investigation.
Although RT has been reported to induce some adverse effects such as muscle wasting in patients of
lung cancer [24], RT was shown to improve cancer-induced sarcopenia in this experiment. We propose
this controversial effect can be attributed to a short course of RT that turns out to be a good anticancer
response to LLC cells.

Although we found that TNuF can downregulate tumoral expressions of caspase 3, Bcl-2, EGFR,
VEGE, and HIF-« in our previous research [11], its effect on other pro-tumoral markers, such as STAT3,
Ki-67, and AXL, was not evaluated. STAT3 is closely related to the cell proliferation induced by EGFR
activation [25]. The proliferation marker Ki-67 is associated with poor response to anticancer treatment
and poor outcome in lung cancer patients [26]. In LLC cells, high expressions of Ki-67 and EGFR have
been mentioned in the literature [27]. In our experiments, the supplementation of TNuF inhibited
EGFR, the downstream signaling protein STAT3, and the mitosis marker Ki-67, and upregulated
the inhibitor PTEN, but did not influence chaperon protein HSP90 in LLC tumor cells. Among the
components of TNuF, n-3 PUFA has been proven to decrease the phosphorylation of EGFR in human
breast cancer cells [28]. 1,25(OH); vitamin Dj3, the active form of vitamin D, is also shown to upregulate
PTEN expression in gastric cancer cell lines [29]. These findings indicate that TNuF can inhibit the
EGEFR pathway and cell proliferation through modulating EGFR and PTEN proteins.

The conventional RT has been correlated with angiogenesis in the tumor microenvironment.
During the fractionated and prolonged exposure of radiation, hypoxic cancer cells release master
switch HIF-1« to upregulate expressions of pro-angiogenic factors AXL and VEGF [30,31]. HIF-1x
is usually expressed in tumor cells in lung cancer tissues [32]. AXL is an angiogenetic marker and
associated with the invasion and progression of lung cancer [33]. HIF-1x also plays a role in the
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modulation of PD-1/PD-L1, and therefore it provokes cancer resistance to RT and immunotherapy [34].
Some nutrient components of TNuF have been known to be capable of modulating HIF-1cc. For example,
n-3 PUFA can modulate HIF-1x expression in human cells [35]. The selenium-containing protein
Se-methylselenocysteine can inhibit HIF-1, HIF-2«, and VEGF in clear cell renal carcinoma [36].
The supplementation of TNuF is shown to inhibit HIF-1x and its downstream proteins AXL and VEGF
in this study, indicating TNuF has an extra functionality on anti-angiogenesis. By means of blocking
tumor HIF-1x expression, TNuF can effectively enhance the anticancer response of RT.

Yokouchi, H. et al. and Chamoto, K. et al. had reported an increase in tumor-specific CD8+
T cells in LLC-bearing mice under radiotherapy [37,38]. In our experiments, we observed that the
ratio of CD4+/CD8+ T cells and the expression of PD-L1 in primary and metastatic tumors were all
suppressed by the TNuF supplement, which are correlated with the influence of TNuF on the abscopal
effect of RT. The insufficiency of nutrients, such as Q10, n-3 PUFA, selenium, and vitamins, has also
been correlated to some immunodeficiency diseases and cancers in men [39,40]. Selenium and PUFA
were shown to activate anticancer cytotoxic T cells and inhibit pro-cancer regulatory T (Treg) cells and
myeloid-derived suppressor cells (MDSCs) in cancer hosts [7]. Since the abscopal effect is related to
the release of tumor antigen and the infiltration of CD8+ cytotoxic T cells in tumor tissues after RT [41],
the overall anticancer immune response can thus be attributed to the additive effect of TNuF and RT.

The mRNA levels of PD-L1 in primary and metastatic tumors were suppressed by RT or TNuF in
our experiments. This result seems to be contradictory to the perception that RT upregulates PD-L1
through activating the EGFR signaling pathway [42]. In the literature, the upregulation of PD-L1 in
tumor cells is correlated with two mechanisms—the extrinsic pathway which depends on interferon
gamma produced by NK and CD8+ T cells, and the intrinsic pathway which relies on the EGFR/JAK2
signaling pathway [42,43]. Hence, the contradictory conclusion may be due to differences in cell line
selection (LLC in this study) and study design (animal versus the supplementation) to those in the
literature (e.g., using glioma or head and neck cancer cell lines under given experimental conditions).
Nevertheless, the activation of programmed cell death protein-1 (PD-1) and PD-L1 in cancer cells
has been linked to the suppression of tumor antigen-specific T cells and disease progression [41].
Although RT may decrease the PD-L1 expression in tumor tissues by directly killing cancer cells,
the prolonged exposure of irradiation is linked to the upregulation of PD-L1, thus leading to treatment
failure [44]. Therefore, the TNuF supplement is conducive to lessen the tumor resistance to RT by its
inhibition of PD-L1. Further experiments are needed to elucidate the effect of TNuF on EGFR and
PD-L1 expressions in glioma or head and neck cancer cells in the context of the same animal system.

The supplementation of TNuF was found to affect the apoptosis of tumor cells. The impact of
TNuF was presented to upregulate Bcl-2, the inhibitor of the intrinsic pathway, and to inhibit caspase 3,
the downstream signaling activated by both intrinsic and extrinsic pathways. The upregulation of Bcl-2
is one of the predominant ways for cancer cells to evade apoptosis [45]. Since TNuF did not steadily
modulate the expressions of Bax, caspase 8, and HSP70, the major impact of TNuF is considered as an
inhibiter against Bcl-2. Of the components of TNuF, 1,25(0OH), vitamin D3 has been proven to induce a
caspase-independent apoptosis in breast cancer cells through inhibition of Bcl-2 [46]. Selenium was
shown to induce downregulation of Bcl-2 and Ki-67 expressions in many cancer cell lines [5]. n-3 PUFA
also appeared to suppress Bcl-2 but upregulate p53, caspase 3, and caspase 7 in Walker 256 cancer
cells [47]. Taken together, our results converge on one fact that TNuF can induce apoptosis of cancer
cells through suppressing Bcl-2-related proteins.

Selenium and n-3 PUFA have been considered as important regulators for cell death and
intracellular signaling in tumor cells. Husbeck et al. and Fico et al. reported that selenium
administration can induce selective cytotoxicity in adenocarcinoma cell lines, but not in normal
cells [48,49]. Additionally, n-3 PUFA has been proven to cause selective cytotoxicity against multiple
cancer cell lines but no significant toxicity against normal cells [50]. These findings indicate that
selenium and n-3 PUFA, two major components of TNuF, exhibit cell-specific toxicity on cancer cells
rather than normal cells. Schley et al. noted that n-3 PUFA can decrease the phosphorylation of



Cancers 2020, 12, 2445 11 of 17

both EGFR and p38 MAPK in cancer cells [28]. Chen et al. stated that selenium can decrease EGFR
expression in tumor cells and cancer metastasis [51]. Nair et al. reported that methylselenic acid and
selenite can decrease PD-L1 and VEGF expressions in cancer cells [52]. Given lung cancer cells which
are resistant to EGFR tyrosine kinase inhibitors, Liao et al. discovered that the combination of selenium
and n-3 PUFA was able to reverse the acquired resistance in cancer cells [53]. Therefore, we propose
that selenium and n-3 PUFA are two major components involved in the TNuF-induced intracellular
signaling and growth inhibition in LLC cells. In future experiments, we will continue to explore the
regulations of critical intracellular signaling molecules and growth inhibition in LLC cells treated with
selenium and n-3 PUFA.

Despite that taking nutrients is now highly prevalent, most reports remain focused on their usage
after cancer diagnosis. The general benefits of nutrition supplements after cancer diagnosis include the
cooperative effects with anticancer RT, the activation of tumor apoptosis, the downregulation of EGFR
and VEGF pathways in cancer cells, and the attenuation of cancer-induced sarcopenia [4,6,10,11,13].
By contrast, we found that the preventive supplementation of TNuF acquires similar benefits as
administration after tumor inoculation. On top of that, if the nutrients can be kept at a sufficient level
in blood or tumor tissues, the nutrients may exert a beneficial early intervention effect for both cancer
prevention and treatment.

There are some limitations and weaknesses in this experiment. For example, we only used
one line of lung cancer cells to assess the effects of nutrition intake, which may not represent the
whole subtypes of non-small cell lung cancer. Although Western blot (WB) and quantitative real-time
polymerase chain reaction (RT-qPCR) are standard ways to quantify protein expressions in some fields,
the immunofluorescence method may have met the general qualitative description for the current study.
Concerning the evaluation of signaling proteins, we did not discuss the influence of the treatment on
the post-translational regulation level because these issues are better to be addressed in depth as a
separate study.

In summary, TNuF, a total nutrition formula including n-3 PUFA, selenium, coenzyme Q10, and
other micronutrients, is an effective radiosensitizer to inhibit tumor growth and distant metastasis.
The addictive ability of TNuF may be a consequence of a net positive modulation of EGFR, apoptosis,
VEGEF, and PD-1/PD-L1 in tumors. TNuF also reduces cancer-associated sarcopenia via the suppression
of the serum TNF-« level. Importantly, the benefits of the preventive TNuF administration are no less
than the supplementation given after contracting cancer. These results demonstrated that the benefits
of long-term nutrient uptake are in relation to positive treatment response and outcome for cancer
patients. Given that TNuF is a potential PD-L1 inhibitor, we plan to examine the effects of TNuF plus
immune checkpoint inhibitors on cancer cells in our next studies.

4. Materials and Methods

4.1. Cell Line and Culture

In this manuscript, we want to describe the synergic effect of radiotherapy and our total nutrition
formula to lung cancer-bearing mice. Since we had confirmed the anticancer effect of this nutrition
regimen on many lung cancer cell lines in the previous experiments [7,11], we only used the Lewis lung
carcinoma (LLC) cell line in this animal experiment. LLC cells were purchased from the Bioresource
Collection and Research Center (BCRC, Hsinchu, Taiwan). Cells were maintained according to the
BCRC instructions. In brief, LLC cells were cultured in Dulbecco’s modified Eagle’s medium (DMEM,
Sigma-Aldrich, St. Louise, MI, USA) supplemented with 10% fetal bovine serum (FBS, Sigma-Aldrich),
2 mmol/L L-glutamine, 100 U/mL penicillin, and 100 mg/mL streptomycin at 37 °C in a humified
incubator containing 5% CO,.
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4.2. Animal Tumor Model

Male C57BL/6]Narl mice at age of 5-6 weeks were purchased from the National Laboratory Animal
Center (NLAC, Taipei, Taiwan). Mice were housed in a climate-controlled room with a 12:12 dark-light
cycle and a constant room temperature of 21 + 1 °C. Mice adapted themselves to a new environment
and diet at least 4 days before starting experiments. All experiments were approved by the Institutional
Animal Care and Use Committee (IACUC) at National Taiwan Ocean University (NTOU), and the
experiments conformed to the protocol IACUC-105020 approved by the IACUC ethics committee
of NTOU.

In the experiments, mice were divided into seven weight-matched groups (n = 6 per group,
Figure 1A): (1) C group: control receiving normal saline; (2) T group: LLC-inoculated mice receiving
normal saline; (3) TR group: LLC-inoculated mice treated with RT; (4) PTN group: mice receiving
TNuF from 7 days before LLC inoculation; (5) PTRN group: mice receiving TNuF from 7 days before
LLC inoculation and treated with RT after tumor inoculation; (6) TN group: LLC-inoculated mice
receiving TNuF administration; (7) TRN group: LLC-inoculated mice treated with TNuF and RT.
Here, 3 x 105 LLC cells in 100 pL normal saline were inoculated into the right posterior flank of each
C57BL/6]Narl mouse on Day 0. TNuF powder, at the dose of 1 g in 5 mL normal saline, was prescribed
every day via oral gavage from either Day -7 (PTN and PTRN groups), Day 0 (TN group), or Day 8
(TRN group) until sacrifice. Tumor volume [V = L (longest diameter) x W? (shortest diameter) x 0.5]
was measured once every two days after LLC inoculation. On Day 21, mice were anesthetized and
sacrificed. Following sacrifice, murine tumors, lungs, gonadal white adipose tissues, and blood were
collected and stored for further analysis. The condition of lung metastasis was inspected visually after
sacrifice, and the visible tumors were dissected for the following experiments. Lean body weight on
Day 21 was measured by the following equation: [Lean body weight = Murine body weight-Inoculated
tumor weight].

4.3. Components of the TNuF

TNuF powder is an energy-dense and protein-rich oral nutrition formula. It is a commercially
available product (tradename: NUTRAWELL®) manufactured by DoWell Laboratories (Tustin, CA,
USA) and providd by New Health Enterprise, Inc. (Irvine, CA, USA). Each gram of TNuF powder
contains 3.95 Kcal of energy, 51 mg of carbohydrate, 23 mg of protein, 3.6 mg of eicosapentanenoic acid
(EPA), 2.4 mg of docosahexaenoic acid (DHA), and multiple micronutrients such as vitamins, selenium,
and Q10. Table 2 shows the compositions of the TNuF powder.

Table 2. Major components of the TNuF total nutrition formula.

Component (Unit) Amount per 100 g TNuF Powder
Total calories (Kcal) 395
Total carbohydrate (mg) 5100
Total protein (mg) 2300
Total fat (mg) 1200
Eicosapentaenoic acid (mg) 360
Docosahexaenoic acid (mg) 240
Cholesterol (mg) 0
Retinyl acetate (IU) 1067
3-Carotene (IU) 1067
Vitamin C (mg) 133
Vitamin D (IU) 133
Vitamin E (mg) 40
Vitamin K (mcg) 67
Vitamin B1 (mg) 2
Riboflavin (mg) 1.6

Niacin (mg) 16
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Table 2. Cont.

Component (Unit) Amount per 100 g TNuF Powder
Vitamin B6 (mg) 2
Folate (ug) 223
Vitamin B12 (ug) 44
Biotin (ug) 67
Choline (mg) 27
Sodium (mg) 453
Calcium (mg) 467
Iron (mg) 6
Phosphorous (mg) 267
Iodine (ug) 80
Magnesium (mg) 120
Zinc (mg) 11
Selenium (pg) 80
Copper (1g) 333
Manganese (mg) 24
Chromium (ug) 120
Molybdenum (pg) 73
Potassium (mg) 733
Coenzyme Q10 (mg) 40

4.4. Radiotherapy

Mice of the TR, PTRN, and TRN groups received RT with 3 Gy per fraction, one fraction per day
on Days 8§, 10, and 12 (Figure 1A). The RT field encircled the gross tumor and a 3-5 mm margin at
the right posterior flank of the mouse. A 10 MeV photon beam was delivered by a linear accelerator
(Clinac 2100C; Varian Associates, CA, USA). The dose rate was 2.4 Gy per minute. Full electron
equilibrium was ensured for each fraction using a parallel-plate ionization chamber (PR-60C; Capintel,
NJ, USA).

4.5. Blood Sample Preparation and Analysis

A total of 0.5 mL blood for each mouse was collected during sacrifice. The complete blood
cell counts and leukocyte differential counts (CBC/DC) were calculated by an automated analyzer
(Symex K-1000; Sysmex American, IL, USA). Serum albumin level was measured by a dry chemical
system (SPOTCHEMEZ SP-4430; Arkray, Japan). Serum levels of TNF-a and IL-13 were determined
by ELISA (Quantikine ELISA Kit; R&D system, MN, USA) and a spectrophotometer (mQuant; Bio-Tek,
VT, USA). All assays were performed following the protocols provided by the manufacturers.

4.6. Immunofluorescence Assay

Tissue presentations of Ki-67, CD4, CD8, EGFR, and HIF-1 were measured by immunofluorescence (IF)
assay. Sections were prepared and blocked using a blocking buffer solution for 1 h at room temperature
and then incubated by a staining buffer solution containing the primary antibody at 1:200 dilution for
24 h. The extra primary antibody was washed away by PBS. Sections were stained by a staining buffer
solution containing the secondary antibody at 1:100 dilution for 24 h at room temperature and then
washed with PBS. The primary antibodies were used as follows: anti-mouse Ki-67 (Cat # MA5-14520;
Thermo Fisher, MA, USA), anti-mouse CD4 (Cat # 14-0042-82; Thermo Fisher, MA, USA), anti-mouse
CDS8 (Cat # MA1-145; Thermo Fisher, MA, USA), anti-mouse EGFR (Cat # RM-2111; Thermo Fisher,
MA, USA), and anti-mouse HIF-1«x (Cat # bs-0737R; Bios, MA, USA). The secondary antibody was
anti-rabbit IgG FITC conjugated (Cat # A120-100F; Bethyl Laboratories, TX, USA). The blocking buffer
solution contained 1x PBS, 5% normal serum, and 0.3% Triton X-100. The antibody dilution buffer
solution contained 1x PBS, 1% BSA, and 0.3% Triton X-100. Relative quantification was performed
using Image] software (NIH, MD, USA).
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4.7. RNA Extraction and Real-Time PCR

The RNeasy Mini Kit (Cat # 74104; Qiagen, MD, USA) was applied to extract RNA from inoculated
or lung tumors, while the M-MLV Reverse Transcriptase (Cat # M1701; Promega, WI, USA) and
Oligo(dT)15 Primer (Cat#C1101; Promega, WI, USA) were used to synthesize cDNA. Real-time PCR was
performed using the iCycler iQ System (Bio-Rad, CA, USA). Quantitative real-time PCA analysis was
carried outin a 25-pL reaction consisting of 12.5 uLiQ SYBR Green Supermix (Cat # 1708880; Bio-Rad, CA,
USA), 5 uL ¢cDNA, RNase-free water, and 100 uM of each primer. Values were normalized to GAPDH
mRNA amount. The oligonucleotide primers for mouse AXL (5’-GGTGTTTGAGCCAACCGTGGAA-3’
and 5-GCCACCTTATGCCGATCTACCA-3"), mouse Bax (5-TGCTACAGGGTTTCATCCAG-3’
and 5-GTCCAGTTCATCTCCAATTCG-3’), mouse Bcl-2 (5-CCTCACCAGCCTCCTCAC-3" and
5-ACTACCTGCGTTCTCCTCTC-3" and 5-ACTACCTGCGTTCTCCTCTC-3’), mouse caspase 3
(5’-GGAGATGGCTTGCCAGAAGA-3" and 5-ATTCCGTTGCCACCTTCCT-3’), mouse caspase 8
(5-ATGGCTACGGTGAAGAACTGCG-3 and 5-TAGTTCACGCCAGTCAGGATGC-3’), mouse
HSP70 (5'-CAGCGAGGCTGACAAGAAGAA-3" and 5'-GGAGATGACCTCCTGGCACT-3"), mouse
HSP90 (5"-CCTGAAGGTCATCCGCAAGAAC-3" and 5'-GGCGTCGGTTAGTGGAATCTTC-3’), mouse
PD-L1 (5’-GCTGAAAGTCAATGCCCCATA-3" and 5-TCCACGGAAATTCTCTGGTTG-3’), mouse
PTEN (5'-CATTGCCTGTGTGTGGTGATA-3" and 5-AGGTTTCCTCTGGTCCTGGTA-3’), mouse
STAT3 (5'-AGGAGTCTAACAACGGCAGCCT-3’ and 5 -GTGGTACACCTCAGTCTCGAAG-3’), and
mouse VEGF (5'-GATGTATCTCTCGCTCTCTC-3" and 5'-CTTCTCAGGACAAGCTAGTG-3’) were
used according to previously published sequences.

4.8. Statistical Analysis

All experiments were performed three times, each time in triplicate. Data were expressed as
means + standard deviation (SD). Data were analyzed by Student’s t-test as compared between two
groups. A p value < 0.05 is considered statistically significant.

5. Conclusions

TNuF, a total nutrition formula, has antitumor and anti-proliferative effects on lung cancer cells.
In addition, it may be associated with the regulation of angiogenesis and immunity in the tumor
microenvironment. No matter when the prescription is provided, either before or after the onset of
cancer, the benefits are similar. These results suggest that patients who received adequate and sufficient
nutrition before cancer diagnosis bode a good prognosis and treatment response. In addition, TNuF
enhances the anticancer efficacy of RT, downregulates the immunosuppressive pathway of cancer cells,
and attenuates cancer-related sarcopenia. This information indicates TNuF is a potential sensitizer in
anti-PD-1 immunotherapy.

Author Contributions: Conceptualization, S.H., Y.-L.C., and C.-].W.; methodology, Y.-M.L., T-HW.,, Y.-H.C. and
H.W,; formal analysis, Y.-M.L., T-H.W.,, and C.-].W.; writing—original draft preparation, Y.-M.L., and T.-H.W.;
writing—review and editing, T.-L.L.; supervision, Y.-L.C., and C.-].W. All authors have read and agreed to the
published version of the manuscript.

Funding: This study was supported by a Grant from the Ministry of Science and Technology
(MOST105-2320-B-019-005-MY3 and NSC102-2628-B-019-001-MY3) and partially supported by a Grant from
Chang Gung Medical Research Program (CMRPG2G0321).

Acknowledgments: The authors acknowledge the special support of Ms. Hsin-Yin Miao, and the technical
support of New Health Enterprise Inc. (Tustin, CA, USA).

Conflicts of Interest: Simon Hsia is one of the founders of DoWell Laboratories and New Health Enterprise, Inc.
The other authors declare no conflict of interest.



Cancers 2020, 12, 2445 15 0f 17

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

Ettinger, D.S.; Aisner, D.L.; Wood, D.E.; Akerley, W.; Bauman, J.; Chang, ].Y.; Chirieac, L.R.; D’Amico, T.A,;
Dilling, T.J.; Dobelbower, M.; et al. NCCN Guidelines Insights: Non-Small Cell Lung Cancer, Version 5.2018.
J. Natl. Compr. Cancer Netw. 2018, 16, 807-821. [CrossRef] [PubMed]

Grossberg, A.J.; Chamchod, S.; Fuller, C.D.; Mohamed, A.S.; Heukelom, J.; Eichelberger, H.; Kantor, M.E.;
Hutcheson, K.A.; Gunn, G.B.; Garden, A.S.; et al. Association of Body Composition With Survival and
Locoregional Control of Radiotherapy-Treated Head and Neck Squamous Cell Carcinoma. JAMA Oncol.
2016, 2, 782-789. [CrossRef] [PubMed]

Chang, PH.; Wang, C.H.; Huang, ].S.; Lai, C.H.; Wu, TH.; Lan, Y.J.; Tsai, ].C.; Chen, E.Y; Yang, S.W.; Yeh, K.Y.
Low body mass index at 3 months following adjuvant chemoradiation affects survival of postoperative
locally advanced oral cavity cancer patients. Laryngoscope 2012, 122, 2193-2198. [CrossRef] [PubMed]

Cai, F; Sorg, O.; Granci, V.; Lecumberri, E.; Miralbell, R.; Dupertuis, Y.M.; Pichard, C. Interaction of omega-3
polyunsaturated fatty acids with radiation therapy in two different colorectal cancer cell lines. Clin. Nutr.
2014, 33, 164-170. [CrossRef]

Gandin, V,; Khalkar, P; Braude, J.; Fernandes, A.P. Organic selenium compounds as potential
chemotherapeutic agents for improved cancer treatment. Free Radic. Biol. Med. 2018, 127, 80-97. [CrossRef]
Puspitasari, LM.; Abdulah, R.; Yamazaki, C.; Kameo, S.; Nakano, T.; Koyama, H. Updates on clinical studies
of selenium supplementation in radiotherapy. Radiat Oncol. 2014, 9, €125. [CrossRef]

Wang, H.; Chan, Y.L.; Li, TL.; Bauer, B.A.; Hsia, S.; Wang, C.H.; Huang, ].S.; Wang, HM.; Yeh, K.Y,;
Huang, T.H.; et al. Reduction of splenic immunosuppressive cells and enhancement of anti-tumor immunity
by synergy of fish oil and selenium yeast. PLoS ONE 2013, 8, e52912. [CrossRef]

Hodges, S.; Hertz, N.; Lockwood, K.; Lister, R. CoQ10: Could it have a role in cancer management? BioFactors
1999, 9, 365-370. [CrossRef]

Shidal, C.; Yoon, H.-S.; Zheng, W.; Wu, ].; Franke, A.A.; Blot, W.].; Shu, X.-O.; Cai, Q. Abstract 595: Circulating
levels of coenzyme Q10 and lung cancer risk. Cancer Res. 2019, 79, €595. [CrossRef]

Yeh, K.Y,; Wang, H.M.; Chang, ].W.; Huang, J.S.; Lai, C.H.; Lan, Y.J.; Wu, T.H.; Chang, PH.; Wang, H.; Wu, C ] ;
et al. Omega-3 fatty acid-, micronutrient-, and probiotic-enriched nutrition helps body weight stabilization
in head and neck cancer cachexia. Oral Surg. Oral Med. Oral Pathol. Oral Radiol. 2013, 116, 41-48. [CrossRef]
Liu, Y.M.; Chan, Y.L.; Wu, T.H.; Li, T.L.; Hsia, S.; Chiu, Y.H.; Wu, C.J. Antitumor, inhibition of metastasis and
radiosensitizing effects of total nutrition formula on Lewis tumor-bearing mice. Nutrients 2019, 11, e1944.
[CrossRef] [PubMed]

Noguchi, T.; Ward, J.P.; Gubin, M.M.; Arthur, C.D.; Lee, S H.; Hundal, J.; Selby, M.].; Graziano, R.F;
Mardis, E.R.; Korman, A.J; et al. Temporally Distinct PD-L1 Expression by Tumor and Host Cells Contributes
to Immune Escape. Cancer Immunol. Res. 2017, 5, 106-117. [CrossRef]

Rabinovitch, R.; Grant, B.; Berkey, B.A.; Raben, D.; Ang, K.K; Fu, K.K.; Cooper, ].S.; Radiation Therapy
Oncology. Impact of nutrition support on treatment outcome in patients with locally advanced head and
neck squamous cell cancer treated with definitive radiotherapy: A secondary analysis of RTOG trial 90-03.
Head Neck 2006, 28, 287-296. [CrossRef] [PubMed]

Cuneo, K.C.; Nyati, M.K,; Ray, D.; Lawrence, T.S. EGFR targeted therapies and radiation: Optimizing efficacy
by appropriate drug scheduling and patient selection. Pharmacol. Ther. 2015, 154, 67-77. [CrossRef]
Eriksson, D.; Stigbrand, T. Radiation-induced cell death mechanisms. Tumour Biol. 2010, 31, 363-372.
[CrossRef] [PubMed]

Koukourakis, M.I. Tumour angiogenesis and response to radiotherapy. Anticancer Res. 2001, 21, 4285-4300.
[PubMed]

Mole, R.H. Whole body irradiation; radiobiology or medicine? Br. ]. Radiol. 1953, 23, 234-241. [CrossRef]
[PubMed]

Demaria, S.; Ng, B.; Devitt, M.L.; Babb, J.S.; Kawashima, N.; Liebes, L.; Formenti, S.C. Ionizing radiation
inhibition of distant untreated tumors (abscopal effect) is immune mediated. Int. J. Radiat Oncol. Biol. Phys.
2004, 58, 862-870. [CrossRef] [PubMed]

Shi, F; Shi, M,; Zeng, Z.; Qi, R.Z.; Liu, Z.W.; Zhang, ].Y.; Yang, Y.P;; Tien, P.; Wang, ES. PD-1 and PD-L1
upregulation promotes CD8(+) T-cell apoptosis and postoperative recurrence in hepatocellular carcinoma
patients. Int. ]. Cancer 2011, 128, 887-896. [CrossRef]


http://dx.doi.org/10.6004/jnccn.2018.0062
http://www.ncbi.nlm.nih.gov/pubmed/30006423
http://dx.doi.org/10.1001/jamaoncol.2015.6339
http://www.ncbi.nlm.nih.gov/pubmed/26891703
http://dx.doi.org/10.1002/lary.23450
http://www.ncbi.nlm.nih.gov/pubmed/22886710
http://dx.doi.org/10.1016/j.clnu.2013.04.005
http://dx.doi.org/10.1016/j.freeradbiomed.2018.05.001
http://dx.doi.org/10.1186/1748-717X-9-125
http://dx.doi.org/10.1371/journal.pone.0052912
http://dx.doi.org/10.1002/biof.5520090237
http://dx.doi.org/10.1158/1538-7445.Am2019-595
http://dx.doi.org/10.1016/j.oooo.2013.01.015
http://dx.doi.org/10.3390/nu11081944
http://www.ncbi.nlm.nih.gov/pubmed/31426614
http://dx.doi.org/10.1158/2326-6066.CIR-16-0391
http://dx.doi.org/10.1002/hed.20335
http://www.ncbi.nlm.nih.gov/pubmed/16287132
http://dx.doi.org/10.1016/j.pharmthera.2015.07.002
http://dx.doi.org/10.1007/s13277-010-0042-8
http://www.ncbi.nlm.nih.gov/pubmed/20490962
http://www.ncbi.nlm.nih.gov/pubmed/11908683
http://dx.doi.org/10.1259/0007-1285-26-305-234
http://www.ncbi.nlm.nih.gov/pubmed/13042090
http://dx.doi.org/10.1016/j.ijrobp.2003.09.012
http://www.ncbi.nlm.nih.gov/pubmed/14967443
http://dx.doi.org/10.1002/ijc.25397

Cancers 2020, 12, 2445 16 of 17

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.
31.
32.

33.

34.

35.

36.

37.

38.

Kiss, N.; Isenring, E.; Gough, K.; Krishnasamy, M. The prevalence of weight loss during (chemo)radiotherapy
treatment for lung cancer and associated patient- and treatment-related factors. Clin. Nutr. 2014, 33,
1074-1080. [CrossRef]

Kimura, M.; Naito, T.; Kenmotsu, H.; Taira, T.; Wakuda, K.; Oyakawa, T.; Hisamatsu, Y.; Tokito, T.; Imai, H.;
Akamatsu, H.; et al. Prognostic impact of cancer cachexia in patients with advanced non-small cell lung
cancer. Support. Care Cancer 2015, 23, 1699-1708. [CrossRef] [PubMed]

Icard, P; Iannelli, A.; Lincet, H.; Alifano, M. Sarcopenia in resected non-small cell lung cancer: Let’s move to
patient-directed strategies. J. Thorac. Dis. 2018, 10, S3138-53142. [CrossRef] [PubMed]

Porporato, P.E. Understanding cachexia as a cancer metabolism syndrome. Oncogenesis 2016, 5, €200.
[CrossRef] [PubMed]

De van der Schueren, M.A.E.; Laviano, A.; Blanchard, H.; Jourdan, M.; Arends, J.; Baracos, V.E. Systematic
review and meta-analysis of the evidence for oral nutritional intervention on nutritional and clinical outcomes
during chemo(radio)therapy: Current evidence and guidance for design of future trials. Ann. Oncol. 2018,
29,1141-1153. [CrossRef]

Harada, D.; Takigawa, N.; Kiura, K. The Role of STAT3 in Non-Small Cell Lung Cancer. Cancers 2014, 6,
708-722. [CrossRef]

Warth, A.; Cortis, J.; Soltermann, A.; Meister, M.; Budczies, J.; Stenzinger, A.; Goeppert, B.; Thomas, M.;
Herth, EJ.; Schirmacher, P.; et al. Tumour cell proliferation (Ki-67) in non-small cell lung cancer: A critical
reappraisal of its prognostic role. Br. |. Cancer 2014, 111, 1222-1229. [CrossRef]

Lai, M.D.; Yen, M.C,; Lin, C.M.; Tu, C.E; Wang, C.C,; Lin, PS,; Yang, H.].; Lin, C.C. The effects of DNA
formulation and administration route on cancer therapeutic efficacy with xenogenic EGFR DNA vaccine in a
lung cancer animal model. Genet. Vaccines Ther. 2009, 7, e2. [CrossRef]

Schley, P.D.; Brindley, D.N.; Field, C.J. (n-3) PUFA alter raft lipid composition and decrease epidermal growth
factor receptor levels in lipid rafts of human breast cancer cells. J. Nutr. 2007, 137, 548-553. [CrossRef]

Pan, L.; Matloob, A.E; Du, J.; Pan, H.; Dong, Z.; Zhao, J.; Feng, Y.; Zhong, Y.; Huang, B.; Lu, J. Vitamin D
stimulates apoptosis in gastric cancer cells in synergy with trichostatin A /sodium butyrate-induced and
5-aza-2’-deoxycytidine-induced PTEN upregulation. FEBS |. 2010, 277, 989-999. [CrossRef]

Carmeliet, P; Jain, R.K. Angiogenesis in cancer and other diseases. Nature 2000, 407, 249-257. [CrossRef]
Moeller, B.J.; Dewhirst, M.W. HIF-1 and tumour radiosensitivity. Br. ]. Cancer 2006, 95, 1-5. [CrossRef]
Karetsi, E.; Ioannou, M.G.; Kerenidi, T.; Minas, M.; Molyvdas, P.A.; Gourgoulianis, K.I.; Paraskeva, E.
Differential expression of hypoxia-inducible factor lalpha in non-small cell lung cancer and small cell lung
cancer. Clinics 2012, 67, 1373-1378. [CrossRef]

Shieh, Y.S.; Lai, C.Y,; Kao, Y.R.; Shiah, S.G.; Chu, Y.W.; Lee, H.S.; Wu, C.W. Expression of axl in lung
adenocarcinoma and correlation with tumor progression. Neoplasia 2005, 7, 1058-1064. [CrossRef]

Koh, YW,; Lee, S.J.; Han, ].H.; Haam, S.; Jung, J.; Lee, H.W. PD-L1 protein expression in non-small-cell
lung cancer and its relationship with the hypoxia-related signaling pathways: A study based on
immunohistochemistry and RNA sequencing data. Lung Cancer 2019, 129, 41-47. [CrossRef] [PubMed]
Mejia-Barradas, C.M.; Del-Rio-Navarro, B.E.; Dominguez-Lopez, A.; Campos-Rodriguez, R.; Martinez-Godinez, M.;
Rojas-Hernandez, S.; Lara-Padilla, E.; Abarca-Rojano, E.; Miliar-Garcia, A. The consumption of n-3 polyunsaturated
fatty acids differentially modulates gene expression of peroxisome proliferator-activated receptor alpha and
gamma and hypoxia-inducible factor 1 alpha in subcutaneous adipose tissue of obese adolescents. Endocrine 2014,
45,98-105. [CrossRef] [PubMed]

Chintala, S.; Najrana, T.; Toth, K.; Cao, S.; Durrani, F.A.; Pili, R.; Rustum, Y.M. Prolyl hydroxylase 2 dependent
and Von-Hippel-Lindau independent degradation of Hypoxia-inducible factor 1 and 2 alpha by selenium in
clear cell renal cell carcinoma leads to tumor growth inhibition. BMC Cancer 2012, 12, €293. [CrossRef]
Yokouchi, H.; Yamazaki, K.; Chamoto, K.; Kikuchi, E.; Shinagawa, N.; Oizumi, S.; Hommura, F; Nishimura, T.;
Nishimura, M. Anti-OX40 monoclonal antibody therapy in combination with radiotherapy results in
therapeutic antitumor immunity to murine lung cancer. Cancer Sci. 2008, 99, 361-367. [CrossRef]
Chamoto, K.; Takeshima, T.; Wakita, D.; Ohkuri, T.; Ashino, S.; Omatsu, T.; Shirato, H.; Kitamura, H.;
Togashi, Y.; Nishimura, T. Combination immunotherapy with radiation and CpG-based tumor vaccination
for the eradication of radio- and immuno-resistant lung carcinoma cells. Cancer Sci. 2009, 100, 934-939.
[CrossRef]


http://dx.doi.org/10.1016/j.clnu.2013.11.013
http://dx.doi.org/10.1007/s00520-014-2534-3
http://www.ncbi.nlm.nih.gov/pubmed/25430482
http://dx.doi.org/10.21037/jtd.2018.08.34
http://www.ncbi.nlm.nih.gov/pubmed/30370098
http://dx.doi.org/10.1038/oncsis.2016.3
http://www.ncbi.nlm.nih.gov/pubmed/26900952
http://dx.doi.org/10.1093/annonc/mdy114
http://dx.doi.org/10.3390/cancers6020708
http://dx.doi.org/10.1038/bjc.2014.402
http://dx.doi.org/10.1186/1479-0556-7-2
http://dx.doi.org/10.1093/jn/137.3.548
http://dx.doi.org/10.1111/j.1742-4658.2009.07542.x
http://dx.doi.org/10.1038/35025220
http://dx.doi.org/10.1038/sj.bjc.6603201
http://dx.doi.org/10.6061/clinics/2012(12)05
http://dx.doi.org/10.1593/neo.05640
http://dx.doi.org/10.1016/j.lungcan.2019.01.004
http://www.ncbi.nlm.nih.gov/pubmed/30797490
http://dx.doi.org/10.1007/s12020-013-9941-y
http://www.ncbi.nlm.nih.gov/pubmed/23546614
http://dx.doi.org/10.1186/1471-2407-12-293
http://dx.doi.org/10.1111/j.1349-7006.2007.00664.x
http://dx.doi.org/10.1111/j.1349-7006.2009.01114.x

Cancers 2020, 12, 2445 17 of 17

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

Farough, S.; Karaa, A.; Walker, M.A; Slate, N.; Dasu, T.; Verbsky, J.; Fusunyan, R.; Canapari, C.; Kinane, T.B.;
Van Cleave, J.; et al. Coenzyme Q10 and immunity: A case report and new implications for treatment of
recurrent infections in metabolic diseases. Clin. Immunol. 2014, 155, 209-212. [CrossRef]

Soldati, L.; Di Renzo, L.; Jirillo, E.; Ascierto, P.A.; Marincola, EM.; De Lorenzo, A. The influence of diet on
anti-cancer immune responsiveness. J. Transl. Med. 2018, 16, €75. [CrossRef]

Liu, Y.;; Dong, Y.; Kong, L.; Shi, F.; Zhu, H.; Yu, J. Abscopal effect of radiotherapy combined with immune
checkpoint inhibitors. . Hematol. Oncol. 2018, 11, e104. [CrossRef] [PubMed]

Song, X.; Shao, Y; Jiang, T.; Ding, Y.; Xu, B.; Zheng, X.; Wang, Q.; Chen, X.; Gu, W.; Wu, C.; et al. Radiotherapy
Upregulates Programmed Death Ligand-1 through the Pathways Downstream of Epidermal Growth Factor
Receptor in Glioma. EBioMedicine 2018, 28, 105-113. [CrossRef] [PubMed]

Concha-Benavente, F.; Srivastava, R.M.; Trivedi, S.; Lei, Y.; Chandran, U.; Seethala, R.R.; Freeman, G.].;
Ferris, R.L. Identification of the Cell-Intrinsic and -Extrinsic Pathways Downstream of EGFR and IFNgamma
That Induce PD-L1 Expression in Head and Neck Cancer. Cancer Res. 2016, 76, 1031-1043. [CrossRef]
[PubMed]

Gong, J.; Le, T.Q.; Massarelli, E.; Hendifar, A.E.; Tuli, R. Radiation therapy and PD-1/PD-L1 blockade:
The clinical development of an evolving anticancer combination. J. Immunother. Cancer 2018, 6, e46.
[CrossRef]

Pfeffer, C.M.; Singh, A.T.K. Apoptosis: A Target for Anticancer Therapy. Therapy. Int. J. Mol. Sci. 2018,
19, 448. [CrossRef]

Mathiasen, L.S.; Lademann, U.; Jaattela, M. Apoptosis induced by vitamin D compounds in breast cancer
cells is inhibited by Bcl-2 but does not involve known caspases or p53. Cancer Res. 1999, 59, 4848-4856.
Borghetti, G.; Yamaguchi, A.A.; Aikawa, J.; Yamazaki, RK.; de Brito, G.A.; Fernandes, L.C. Fish oil
administration mediates apoptosis of Walker 256 tumor cells by modulation of p53, Bcl-2, caspase-7 and
caspase-3 protein expression. Lipids Health Dis. 2015, 14, €94. [CrossRef]

Fico, M.E.; Poirier, K.A.; Watrach, A.M.; Watrach, M.A.; Milner, J.A. Differential effects of selenium on normal
and neoplastic canine mammary cells. Cancer Res. 1986, 46, 3384-3388.

Husbeck, B.; Nonn, L.; Peehl, D.M.; Knox, S.J. Tumor-selective killing by selenite in patient-matched pairs of
normal and malignant prostate cells. Prostate 2006, 66, 218-225. [CrossRef]

D’Eliseo, D.; Velotti, F. Omega-3 Fatty Acids and Cancer Cell Cytotoxicity: Implications for Multi-Targeted
Cancer Therapy. J. Clin. Med. 2016, 5, e15. [CrossRef]

Chen, Y.C.; Prabhu, K.S.; Mastro, A.M. Is selenium a potential treatment for cancer metastasis? Nutrients
2013, 5, 1149-1168. [CrossRef]

Nair, D.; Radestad, E.; Khalkar, P.; Diaz-Argelich, N.; Schroder, A.; Klynning, C.; Ungerstedyt, J.; Uhlin, M.;
Fernandes, A.P. Methylseleninic Acid Sensitizes Ovarian Cancer Cells to T-Cell Mediated Killing by
Decreasing PDL1 and VEGF Levels. Front. Oncol. 2018, 8, e407. [CrossRef]

Liao, C.H.; Tzeng, Y.T.; Lai, G.M.; Chang, C.L.; Hu, M.H.; Tsai, W.L.; Liu, Y.R; Hsia, S.; Chuang, S.E.; Chiou, T.].;
et al. Omega-3 Fatty Acid-Enriched Fish Oil and Selenium Combination Modulates Endoplasmic Reticulum
Stress Response Elements and Reverses Acquired Gefitinib Resistance in HCC827 Lung Adenocarcinoma
Cells. Mar. Drugs 2020, 18, €399. [CrossRef]

® © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1016/j.clim.2014.09.010
http://dx.doi.org/10.1186/s12967-018-1448-0
http://dx.doi.org/10.1186/s13045-018-0647-8
http://www.ncbi.nlm.nih.gov/pubmed/30115069
http://dx.doi.org/10.1016/j.ebiom.2018.01.027
http://www.ncbi.nlm.nih.gov/pubmed/29396299
http://dx.doi.org/10.1158/0008-5472.CAN-15-2001
http://www.ncbi.nlm.nih.gov/pubmed/26676749
http://dx.doi.org/10.1186/s40425-018-0361-7
http://dx.doi.org/10.3390/ijms19020448
http://dx.doi.org/10.1186/s12944-015-0098-y
http://dx.doi.org/10.1002/pros.20337
http://dx.doi.org/10.3390/jcm5020015
http://dx.doi.org/10.3390/nu5041149
http://dx.doi.org/10.3389/fonc.2018.00407
http://dx.doi.org/10.3390/md18080399
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Effect of TNuF Combined with Radiotherapy on Tumor Growth 
	Effect of TNuF on Hematologic and Physiologic Parameters in Irradiated Mouse 
	Effect of TNuF on Epidermal Growth Factor Receptor Pathway and Mitosis 
	Effect of TNuF on Apoptosis in Tumor Cell 
	Effect of TNuF on Angiogenic Pathway in Tumor Cell 
	Effect of TNuF on Immune Response in Non-Irradiated Metastatic Tumor 

	Discussion 
	Materials and Methods 
	Cell Line and Culture 
	Animal Tumor Model 
	Components of the TNuF 
	Radiotherapy 
	Blood Sample Preparation and Analysis 
	Immunofluorescence Assay 
	RNA Extraction and Real-Time PCR 
	Statistical Analysis 

	Conclusions 
	References

