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Abstract: Butyrate has been used in the treatment of inflammatory bowel diseases (IBD). How-
ever, the controlled release of butyrate has been indicated to be necessary in order to avoid the
side effects verified at high concentrations. We previously developed nanoparticles (NPs) of
polyvinyl butyrate (PVBu) as an oral butyrate donor for the controlled release of butyrate for
the treatment of colitis. To examine the effect of the size of NPs on the therapeutic effect of col-
itis, here we prepared PVBu NPs with different sizes (100 nm and 200 nm). Both sizes of PVBu
NPs significantly suppressed the inflammatory response in macrophages in vitro. PVBu NPs with
200 nm showed better effects on the amelioration of colitis compared with the 100 nm-NPs. We found
unexpectedly that 200 nm-NP incorporated with all-trans retinoic acid (ATRA) showed a much better
therapeutic effect than those with unloaded 200 nm-NPs, although ATRA alone was reported to
worsen the inflammation. The synergistic effect of ATRA with butyrate shows evidence of being a
promising approach for IBD treatment.

Keywords: butyrate; polyvinyl butyrate; nanoparticles; inflammatory bowel diseases; all-trans
retinoic acid

1. Introduction

Inflammatory bowel disease (IBD) is an autoimmune ailment that causes chronic
inflammation within the gastrointestinal tract including Crohn’s disease and ulcerative
colitis [1]. The prevalence of IBD has increased considerably in many countries, imposing a
significant economic burden on society and hygiene systems [2,3]. However, underlying
reasons for the increasing IBD prevalence are still lacking [4]. Among the important
hypotheses, the impaired mucosal barrier and the dysregulation of the immune system are
widely supported [5,6]. Despite the efforts in developing IBD therapies, there is still a lack
of effective methods [7].

Butyrate, a fermentation product by intestinal commensal bacteria from the dietary
fiber, is the endogenous anti-inflammatory agent which has the ability to maintain intestinal
health [8,9]. Butyrate is crucial for the maintenance of intestinal immune homeostasis
since it is a source of energy for intestinal epithelial cells [10], a stimulator of mucus
secretion [11], an inhibitor of histone deacetylase (HDAc) [12], and a ligand for G-protein
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coupled receptors (GPCRs) [13]. These roles of butyrate are considered to be a promising
anti-inflammatory agent to modulate IBD. However, clinical trials of supplementation of
butyrate by enema [14] or oral administration [15] have resulted in unsatisfactory outcomes.
This may be due to the side effects of butyrate associated with high concentrations; the high
concentration of butyrate inhibits the proliferation of intestinal cells and activates immune
cells into the inflammatory state [16,17]. This indicates the inability of the current butyrate
supplement form to accurately control the amount of butyrate released in the intestine.

Previously, we developed polyvinyl butyrate nanoparticles (PVBu NPs) as a butyrate
donor for oral administration [18]. PVBu NPs did not raise the intestinal concentration
of butyrate, while they ameliorated symptoms in colitis model mice. These results in-
dicated the resistance of PVBu NPs to hydrolysis under gastric conditions, but released
butyrate after phagocytosis by intestinal cells such as resident macrophages. In the in-
testinal cells, butyrate was released by cellular enzymes to act as an inhibitor of HDAc to
induce anti-inflammatory responses. Taking advantage of the hydrophobicity of PVBu, we
incorporated vitamin D3 as an inducer of anti-inflammatory response and observed the
synergistic effect with PVBu in colitis treatment.

Here we examined the influence of different sized PVBu NPs on the therapeutic
effects on colitis model mice. It has been reported that a few hundred nanometer-sized
particles are suitable to target inflammatory lesions in colitis [19–21]. We also examined
the effect of incorporation of all-trans retinoic acid (ATRA) in PVBu NPs on the therapeutic
effect. ATRA is known to induce an anti-inflammatory response to macrophages [22,23].
However, the functions of ATRA are context-dependent; it worsens the inflammation under
the inflammatory conditions [24]. The combination effect of butyrate with ATRA has not
yet been reported.

2. Materials and Methods
2.1. Materials

Vinyl butyrate (VBu) and ATRA were purchased from Tokyo Chemical Industry Co.,
Ltd. (Tokyo, Japan) and stored at room temperature and 4 ◦C, respectively. Methanol,
toluene and ascorbic acid were purchased from Wako Pure Chemical Industries, Ltd.
(Tokyo, Japan). Pluronic F-127, sodium butyrate (SB) and lipase from porcine pancreas were
purchased from Sigma-Aldrich (St. Louis, MO, USA). 3,3′-Dioctadecyloxacarbocyanine
perchlorate (DiO) was purchased from Takara-Clontech (Shiga, Japan). Dextran sulfate
sodium salt in colitis grade (DSS, molecular weight 36,000–50,000) was purchased from
MP Biomedicals (Irvine, CA, USA).

2.2. Preparation and Characterization of PVBu NPs with Different Size

We synthesized PVBu based on radical polymerization and PVBu NPs were prepared
by an oil-in-water emulsion solvent evaporation method according to the previously
reported method [18]. The preparation conditions are summarized in Table 1. Briefly,
toluene solution (0.5 mL or 2.0 mL) containing PVBu (0.2 g/mL or 0.4 g/mL) was prepared
(in the cases of incorporation of ATRA, ATRA (31 µg/mL) was added into 2.0 mL toluene
solution containing PVBu (0.4 g/mL) and DiO (6.7 µg/mL as final conc.)). The solution
was mixed with 20 mL Pluronic F-127 (1% or 5%) aqueous solution containing 100 mg
ascorbic acid. The mixture was homogenized for 10 min at 14,000 rpm or 12,000 rpm (T25
digital Ultra turrax, IKA, Staufen, Germany) and followed by 10 min or 5 min sonication
(20% power, 20 kHz, 20 W) with a probe sonicator (UD-211 (TOMY) equipped with a
TP-040 tip) to prepare an oil-in-water emulsion. To obtain PVBu NPs without organic
solvent, the toluene was evaporated at 300 rpm stirring speed overnight and stored at
4 ◦C before use. Diameter, polydispersity index (PDI) and zeta potential of PVBu NPs were
determined by using Zeta Sizer Nano Series (Malvern Instrument, Malvern, UK) at 25 ◦C.
The diameter and zeta potential were measured in 10 mM HEPES (pH 7.4).
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Table 1. Preparation conditions of PVBu NPs.

PVBu NPs
Name

PVBu
(g/mL)

Toluene
(mL)

ATRA
(µg/mL)

DiO
(µg/mL)

Pluronic F-127
(wt% in 20 mL aq. Phase)

Ascorbic Acid
(mg)

Homogenization
(rpm)

Sonication
(min)

NP1 0.2 0.5 - - 1 100 14,000 10
NP2 0.4 2 - - 5 100 12,000 5

NP2-RA 0.4 2 31 - 5 100 12,000 5
NP1-DIO 0.2 0.5 - 6.7 1 100 14,000 10
NP2-DIO 0.4 2 - 6.7 5 100 12,000 5

2.3. Determination of ATRA Entrapment Efficiency in NP2-RA

The ATRA content in NP2-RA was quantitated by high performance liquid chro-
matography (HPLC, HITACHI, Tokyo, Japan) equipped with a SunFire™ Pre C18 column
(10 mm × 150 mm × 5 µm). NP2-RA was collected by centrifugation at 220,000× g for
30 min then dissolved in methanol after removal of the supernatant. Measurement was
performed by injecting 20 µL solution and using methanol-acetonitrile (90:10) as mobile
phase at a flow rate of 1.0 mL/min at 25 ◦C. The UV detector was set for the detection of
ATRA at 325 nm. The calibration curve was used for ATRA concentration quantification.

2.4. In Vitro Butyrare Release from PVBu NPs

The enzymatic reaction was performed by using the pH-stat method [25]. The released
butyrate was quantified by quantitative titration with 20 mM NaOH through an automatic
titrator (DKK-TOA Co., Tokyo, Japan). Different amounts of lipase (100 mg, 200 mg,
400 mg) were dispersed in 40 mL of 2.5 mM Tris-HCl buffer (pH 7.4) at 37 ◦C, adding vinyl
butyrate (VBu, 34 mM) or PVBu NPs (34 mM in butyrate conc.) then stirred at 400 rpm
with a magnetic stirrer.

2.5. Cell Culture

RAW 264.7 macrophages were cultured in complete Dulbecco’s Modified Eagle’s
Medium (DMEM) containing 10% fetal bovine serum (FBS), 4.5 mg/mL glucose, 100 U/mL
penicillin, 100 U/mL streptomycin, supplemented with 500 µg/mL G418. RAW264.7
macrophages transfected with secreted alkaline phosphatase (SEAP) gene with NF-κB re-
sponsive promoter was used in the same condition. The cells were cultured in a humidified
atmosphere containing 5% CO2 and 95% air at 37 ◦C.

2.6. Cell Uptake Study

RAW264.7 macrophages (2 × 105 cells/mL) were seeded in a 96-well glass surface
plate. After 24 h, the medium was replaced with the medium containing NP1-DIO and
NP2-DIO (5 mM in butyrate conc.) after washing the cells twice time with DPBS. Cellular
uptake of NP1-DIO and NP2-DIO was observed by using fluorescence microscope BZ-X700
(Keyence Co., Itasca, IL, USA) after 24 h incubation.

2.7. PVBu NPs Inhibitory Effect on NF-κB-Mediated Macrophage Activation

SEAP transfected RAW 264.7 macrophages incubated with DMEM medium were
seeded onto a 96-well plate at a density of 2 × 105 cells/mL for 24 h. SB (0.1–20 mM),
NP1 or NP2 (each at 5 or 20 mM in butyrate conc.) dispersed in DMEM medium was
added to the cells after twice time washing by DPBS. After incubation for 6 h at 37 ◦C,
lipopolysaccharide (LPS) (20 ng/mL in final conc.) was added and incubated for 18 h
incubation. SEAP activity in the medium was measured using a microplate reader at a
wavelength of 405 nm by collecting supernatants.

2.8. DSS-Induced Colitis Model Study

C57BL/6J mice (5-week-old) were fed AIN93G-formula diet (Oriental Yeast,
Tokyo, Japan). Mice were treated with drinking water containing NP1 or NP2
(94 mM in butyrate conc.), NP2-RA (94 mM in butyrate conc., 1.6 µg/mL in ATRA conc.),
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or SB (94 mM) for 10 days. The mice were treated with 2% wt/v DSS in drinking water
from day 3 to day 9. Daily changes in clinical scores were measured to monitor the col-
itis progression. A daily clinical score assessment was conducted according to the stool
consistency and colonic hemorrhage [26].

2.9. Statistical Data Analyses

Variance ANOVA followed by Dunnett’s test was performed to analyze the statistical
data between groups. p < 0.05 was considered statistically significant.

3. Results and Discussion
3.1. Preparation of PVBu NPs

NPs with the size of approximately 100 to 200 nm have been reported to be appropriate
to accumulate in the inflammatory lesions in colonic tissue [19–21]. Thus, we tried to tune
the size of PVBu NPs in this range. PVBu NPs were prepared by oil-in-water emulsification
followed by evaporation of an organic solvent. The characteristics of obtained PVBu NPs
are summarized in Table 2. As shown in Table 1, PVBu NPs in different sizes (100 nm
or 200 nm) were achieved by tuning the concentrations of PVBu in the organic phase
and Pluronic F127 in the aqueous phase as well as the conditions of homogenization and
sonication. Surface charges of PVBu NPs were designed to be neutral by using Pluronic
F127 as a stabilizer of the PVBu NPs. Pluronic F127 is a triblock copolymer of polyethylene
glycol (PEG) and polypropylene glycol (PPG) with a structure of PEG100-PPG65-PEG100
(number in sub is the degree of polymerization) [27]. Therefore, the surface of PVBu NPs
is expected to be coated with PEG chains, which is supposed to be suitable to penetrate
the mucus layer in the intestine [28]. The colloidal stability of PVBu NPs in the cell culture
medium was evaluated. As shown in Supplementary Table S1, the size and PDI were
not affected by the presence of medium components, indicating the stabilizing effect of
the surface coating Pluronic F127. To incorporate ATRA or fluorophore DIO in PVBu
NPs, they were dissolved in the organic phase and prepared in the same method. The
preparation condition was optimized to minimize the damaging of chemically unstable
ATRA as previously reported [29]. Encapsulation efficiency of intact ATRA was determined
to be 42% by HPLC.

Table 2. PVBu NPs characteristics. Data are expressed as mean ± S.D (n = 3).

Pvbu NP Name Size (nm) PDI ζ-Potential (mv)

NP1 119 ± 1.6 0.16 ± 0.02 −0.4 ± 0.10
NP2 205 ± 1.8 0.26 ± 0.03 −0.6 ± 0.14

NP2-RA 206 ± 1.4 0.25 ± 0.02 −0.5 ± 0.03
NP1-DIO 122 ± 0.9 0.16 ± 0.02 −0.4 ± 0.02
NP2-DIO 209 ± 0.7 0.25 ± 0.01 −0.2 ± 0.02

The butyrate release from NP1 and NP2 was evaluated by using pancreatic lipase of
porcine. We used vinyl butyrate (VBu) as a control. As shown in Figure 1, VBu significantly
released butyrate by lipase and the increase of the lipase concentration clearly enhanced
the butyrate release. In contrast, the butyrate release from NP1 and NP2 was quite slow,
which is consistent with our previous report [18]. The slow release behavior of PVBu NPs
may be due to the limited accessibility of the lipase to the hydrophobic PVBu chains. We
found that the speed of butyrate release from NP1 was somewhat faster than that from
NP2 and may be due to the larger specific surface area of NP1. However, the difference
was not so significant.
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Figure 1. In vitro butyrate release from (a) vinyl butyrate (VBu, 34 mM), (b) NP1 and (c) NP2 (34 mM in butyrate conc.) by
pancreatic lipase at 37 ◦C in 40 mL of 2.5 mM Tris-HCl buffer (pH 7.4) containing 100 mg to 400 mg lipase.

3.2. Inhibitory Effect of PVBu NPs on LPS-Mediated Macrophage Activation

A major cause of colitis is considered to be driven by immune cells such as macrophages
and released cytokines [30]. Thus, the suppressive ability of PVBu NPs on the inflammatory
response of macrophages was evaluated in vitro. First, we evaluated the cellular uptake of
PVBu NPs by RAW264.7 macrophages. As shown in Figure 2a, PVBu NPs of both sizes
were actively engulfed by the macrophages.
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Figure 2. Inhibitory effect of PVBu NPs on NF-κB-mediated macrophage activation. (a) Cellular
uptake of NP1-DIO and NP2-DIO by RAW264.7 after 24 h incubation. (b) Suppressive effect of SB,
NP1 and NP2 on the inflammatory response of macrophage. RAW264.7 macrophages were treated
with SB or PVBu NPs for 6 h, then stimulated by LPS for 18 h. The SEAP level in the supernatant
was measured using a substrate. Data are expressed as mean ± S.D (n = 3). ## p < 0.01 vs. control;
* p < 0.05, ** p < 0.01, *** p < 0.001 and ns vs. non.
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Then, we investigated the suppressive effect of PVBu NPs on the LPS-induced in-
flammatory response of macrophages (Figure 2b). Here, we used RAW264.7 transfected
with SEAP as a reporter gene for NF-κB signaling. SB, which was used as a control,
weakly suppressed inflammatory response at lower concentrations (≤1 mM), whereas high
concentrations of SB (≥5 mM) rather increased inflammation. These results suggest the
importance of controlling the butyrate concentration for the suppressive effect, which may
account for the inferior efficacy in the clinical use of SB. In the case of PVBu NPs, however,
significant suppression of the inflammatory response was observed for both sizes of PVBu
NPs, even at high concentrations. This result indicated that after endocytic uptake, PVBu
NPs were processed by intracellular esterase to release butyrate at appropriate concentra-
tions for the suppression of the inflammatory response. The similar effect of NP1 and NP2
may be consistent with the similar releasing speed observed in Figure 1.

3.3. PVBu NPs Attenuated DSS-Induced Colitis

The therapeutic effect of PVBu NPs was examined on DSS-induced colitis model mice
by oral application [31]. As shown in Figure 3a, the mice were treated with drinking water
containing PVBu NPs or SB (94 mM in butyrate conc.) throughout the experiment. From
day 3, DSS was added to the drinking water onwards to induce colitis. The progression
of colitis was evaluated by a clinical score based on stool consistency and colonic hem-
orrhage. As shown in Figure 3b, SB did not show significant suppression of the clinical
score. However, PVBu NPs showed the size-dependent therapeutic effect; the effect of
NP1 was not significant, while NP2 showed significant suppression in the clinical score.
The improved therapeutic effect of NP2 beyond NP1 may be attributed to the superior
accumulation ability of NP2 in inflammatory lesions due to the release profile of butyrate
(Figure 1) and the suppressive effect of macrophages (Figure 2b) were similar in PVBu NPs
with different sizes.
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Figure 3. Effect of PVBu NPs on DSS-induced colitis model mice. (a) Mice treatment scheme. Mice
were treated with drinking water containing PVBu NPs or SB (94 mM in butyrate conc.). 2% wt/v
DSS was added to drinking water from day 3 to 9. During the treatment, the clinical score (b) was
monitored on a daily basis. Data are presented as mean ± SD (n = 5). ** p < 0.01, *** p < 0.001 vs.
control (DSS only).
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The NP2-RA showed a suppressor effect on the amelioration of the clinical score.
This positive effect of NP2-RA was unexpected for us. It is notable that ATRA has a
contradictory effect on intestinal health depending on the context. In the healthy condition,
anti-inflammatory response is enhanced by ATRA, whereas supplementation of ATRA
rather enhanced inflammation for the inflammatory lesions [32]. Thus, the significant
anti-inflammatory effect of NP2-RA indicated that butyrate changed the context to exhibit
the positive effect of ATRA.

4. Conclusions

In this study, we prepared PVBu NPs with different sizes (100 nm and 200 nm) which
are reported to be suitable for targeting inflammatory colonic areas. In vitro study showed
that PVBu NPs engulfed by macrophages regulated the release of butyrate at appropriate
concentrations to suppress the inflammatory response. Then anti-inflammatory effect of
PVBu NPs was evaluated in colitis model mice. We observed the superior therapeutic effect
of NP2 to NP1, which may be due to the difference in the accumulation efficacy of NP2.
Interestingly, we found that loading of ATRA into NP2 (NP2-RA) ameliorated colitis more
significantly than non-loaded ones (NP2), although ATRA on its own has been reported
to aggravate inflammation. The synergistic effect of butyrate and ATRA may be brought
by the immunosuppressive background fostered by butyrate in which ATRA exerts its
anti-inflammatory potency.
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Author Contributions: Conceptualization, T.M., Y.K.; Methodology, J.L., Y.M., T.M.; Validation, J.L.,
Y.M.; Formal Analysis, J.L., Y.M., T.M.; Investigation, J.L., Y.M.; Resources, A.K., T.M., Y.K.; Data
Curation, J.L., Y.M.; Writing—Original Draft Preparation, J.L., T.M.; Writing—Review and Editing,
Y.L., A.K., T.M., Y.K.; Supervision, T.M., Y.K.; Project Administration, T.M., Y.K.; funding acquisition,
T.M., Y.K. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by JSPS KAKENHI, Grant Number JP20H05876.

Institutional Review Board Statement: The study was conducted according to the guidelines of
the Declaration of Helsinki, and approved by the Institutional Review Board of Kyushu University
(protocol code: A30-229-0; date of approval: 2018.9.7).

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Conflicts of Interest: The authors declare no conflict of interest. The funder had no role in the design
of the study, in the collection, analyses, or interpretation of data, in the writing of the manuscript, or
in the decision to publish the results.

References
1. Moura, F.A.; Goulart, M.O.F. Chapter 7—Inflammatory Bowel Diseases: The Crosslink Between Risk Factors and Antioxidant

Therapy. In Gastrointestinal Tissue; Gracia-Sancho, J., Salvadó, J., Eds.; Academic Press: Cambridge, MA, USA, 2017; pp. 99–112.
2. Alatab, S.; Sepanlou, S.G.; Ikuta, K.; Vahedi, H.; Bisignano, C.; Safiri, S.; Sadeghi, A.; Nixon, M.R.; Abdoli, A.; Abolhassani, H.;

et al. The global, regional, and national burden of inflammatory bowel disease in 195 countries and territories, 1990–2017: A
systematic analysis for the Global Burden of Disease Study 2017. Lancet Gastroenterol. Hepatol. 2020, 5, 17–30. [CrossRef]

3. M’Koma, A.E. Inflammatory bowel disease: An expanding global health problem. Clin. Med. Insights Gastroenterol. 2013, 6, 33–47.
[CrossRef]

4. Panaccione, R. Mechanisms of inflammatory bowel disease. Gastroenterol. Hepatol. 2013, 9, 529–532.
5. Xu, X.R.; Liu, C.Q.; Feng, B.S.; Liu, Z.J. Dysregulation of mucosal immune response in pathogenesis of inflammatory bowel

disease. World J. Gastroenterol. 2014, 20, 3255–3264. [CrossRef]
6. Antoni, L.; Nuding, S.; Wehkamp, J.; Stange, E.F. Intestinal barrier in inflammatory bowel disease. World J. Gastroenterol. 2014, 20,

1165–1179. [CrossRef]
7. Hazel, K.; O’Connor, A. Emerging treatments for inflammatory bowel disease. Ther. Adv. Chron. Dis. 2020, 11, 2040622319899297.

[CrossRef]

https://www.mdpi.com/article/10.3390/polym13091472/s1
https://www.mdpi.com/article/10.3390/polym13091472/s1
http://doi.org/10.1016/S2468-1253(19)30333-4
http://doi.org/10.4137/CGast.S12731
http://doi.org/10.3748/wjg.v20.i12.3255
http://doi.org/10.3748/wjg.v20.i5.1165
http://doi.org/10.1177/2040622319899297


Polymers 2021, 13, 1472 8 of 8

8. Segain, J.P.; de la Blétière, D.R.; Bourreille, A.; Leray, V.; Gervois, N.; Rosales, C.; Ferrier, L.; Bonnet, C.; Blottière, H.M.; Galmiche,
J.P. Butyrate inhibits inflammatory responses through NFκB inhibition: Implications for Crohn’s disease. Gut 2000, 47, 397–403.
[CrossRef]

9. Canani, R.B.; Costanzo, M.D.; Leone, L.; Pedata, M.; Meli, R.; Calignano, A. Potential beneficial effects of butyrate in intestinal
and extraintestinal diseases. World J. Gastroenterol. 2011, 17, 1519–1528. [CrossRef] [PubMed]

10. Zheng, L.; Kelly, C.J.; Battista, K.D.; Schaefer, R.; Lanis, J.M.; Alexeev, E.E.; Wang, R.X.; Onyiah, J.C.; Kominsky, D.J.; Colgan, S.P.
Microbial-Derived Butyrate Promotes Epithelial Barrier Function through IL-10 Receptor-Dependent Repression of Claudin-2. J.
Immunol. 2017, 199, 2976–2984. [CrossRef] [PubMed]

11. Willemsen, L.E.; Koetsier, M.A.; van Deventer, S.J.; van Tol, E.A. Short chain fatty acids stimulate epithelial mucin 2 expression
through differential effects on prostaglandin E(1) and E(2) production by intestinal myofibroblasts. Gut 2003, 52, 1442–1447.
[CrossRef]

12. Davie, J.R. Inhibition of histone deacetylase activity by butyrate. J. Nutr. 2003, 133, 2485s–2493s. [CrossRef] [PubMed]
13. Liu, H.; Wang, J.; He, T.; Becker, S.; Zhang, G.; Li, D.; Ma, X. Butyrate: A Double-Edged Sword for Health? Adv. Nutr. 2018, 9,

21–29. [CrossRef] [PubMed]
14. Hamer, H.M.; Jonkers, D.M.; Bast, A.; Vanhoutvin, S.A.; Fischer, M.A.; Kodde, A.; Troost, F.J.; Venema, K.; Brummer, R.J. Butyrate

modulates oxidative stress in the colonic mucosa of healthy humans. Clin. Nutr. 2009, 28, 88–93. [CrossRef] [PubMed]
15. Cleophas, M.C.P.; Ratter, J.M.; Bekkering, S.; Quintin, J.; Schraa, K.; Stroes, E.S.; Netea, M.G.; Joosten, L.A.B. Effects of oral

butyrate supplementation on inflammatory potential of circulating peripheral blood mononuclear cells in healthy and obese
males. Sci. Rep. 2019, 9, 775. [CrossRef] [PubMed]

16. Kaiko, G.E.; Ryu, S.H.; Koues, O.I.; Collins, P.L.; Solnica-Krezel, L.; Pearce, E.J.; Pearce, E.L.; Oltz, E.M.; Stappenbeck, T.S. The
Colonic Crypt Protects Stem Cells from Microbiota-Derived Metabolites. Cell 2016, 165, 1708–1720. [CrossRef] [PubMed]

17. Kespohl, M.; Vachharajani, N.; Luu, M.; Harb, H.; Pautz, S.; Wolff, S.; Sillner, N.; Walker, A.; Schmitt-Kopplin, P.; Boettger, T.; et al.
The Microbial Metabolite Butyrate Induces Expression of Th1-Associated Factors in CD4(+) T Cells. Front. Immunol. 2017, 8, 1036.
[CrossRef]

18. Mu, Y.; Kinashi, Y.; Li, J.; Yoshikawa, T.; Kishimura, A.; Tanaka, M.; Matsui, T.; Mori, T.; Hase, K.; Katayama, Y. Polyvinyl Butyrate
Nanoparticles as Butyrate Donors for Colitis Treatment. ACS Appl. Bio Mater. 2021, 4, 2335–2341. [CrossRef]

19. Hua, S.; Marks, E.; Schneider, J.J.; Keely, S. Advances in oral nano-delivery systems for colon targeted drug delivery in
inflammatory bowel disease: Selective targeting to diseased versus healthy tissue. Nanomed. Nanotechnol. Biol. Med. 2015, 11,
1117–1132. [CrossRef]

20. Ali, H.; Collnot, E.-M.; Windbergs, M.; Lehr, C.-M. Nanomedicines for the treatment of inflammatory bowel diseases. Eur. J.
Nanomed. 2013, 5, 23–38. [CrossRef]

21. Blanco, E.; Shen, H.; Ferrari, M. Principles of nanoparticle design for overcoming biological barriers to drug delivery. Nat.
Biotechnol. 2015, 33, 941–951. [CrossRef]

22. Ho, V.W.; Hofs, E.; Elisia, I.; Lam, V.; Hsu, B.E.; Lai, J.; Luk, B.; Samudio, I.; Krystal, G. All Trans Retinoic Acid, Transforming
Growth Factor β and Prostaglandin E2 in Mouse Plasma Synergize with Basophil-Secreted Interleukin-4 to M2 Polarize Murine
Macrophages. PLoS ONE 2016, 11, e0168072. [CrossRef] [PubMed]

23. Caprara, G.; Allavena, P.; Erreni, M. Intestinal Macrophages at the Crossroad between Diet, Inflammation, and Cancer. Int. J. Mol.
Sci. 2020, 21, 4825. [CrossRef] [PubMed]

24. Oehlers, S.H.; Flores, M.V.; Hall, C.J.; Crosier, K.E.; Crosier, P.S. Retinoic acid suppresses intestinal mucus production and
exacerbates experimental enterocolitis. Dis. Models Mech. 2012, 5, 457–467. [CrossRef]

25. Chahinian, H.; Vanot, G.; Ibrik, A.; Rugani, N.; Sarda, L.; Comeau, L.C. Production of extracellular lipases by Penicillium
cyclopium purification and characterization of a partial acylglycerol lipase. Biosci. Biotechnol. Biochem. 2000, 64, 215–222.
[CrossRef] [PubMed]

26. Kim, J.J.; Shajib, M.S.; Manocha, M.M.; Khan, W.I. Investigating intestinal inflammation in DSS-induced model of IBD. J. Vis. Exp.
2012, 60, 3678. [CrossRef] [PubMed]

27. Ottenbrite, R.M.; Javan, R. Biological Structures. In Encyclopedia of Condensed Matter Physics; Bassani, F., Liedl, G.L., Wyder, P.,
Eds.; Elsevier: Amsterdam, The Netherlands, 2005; pp. 99–108. [CrossRef]

28. Liu, M.; Zhang, J.; Shan, W.; Huang, Y. Developments of mucus penetrating nanoparticles. Asian J. Pharm. Sci. 2015, 10, 275–282.
[CrossRef]

29. Mu, Y.; Kinashi, Y.; Kishimura, A.; Mori, T.; Hase, K.; Katayama, Y. Effect of polyvinyl butyrate nanoparticles incorporated with
immune suppressing vitamins on alteration of population of intestinal immune cells. Prog. Nat. Sci. Mater. Int. 2020, 30, 707–710.
[CrossRef]

30. Lee, S.H.; Kwon, J.E.; Cho, M.-L. Immunological pathogenesis of inflammatory bowel disease. Intest. Res 2018, 16, 26–42.
[CrossRef]

31. Eichele, D.D.; Kharbanda, K.K. Dextran sodium sulfate colitis murine model: An indispensable tool for advancing our under-
standing of inflammatory bowel diseases pathogenesis. World J. Gastroenterol. 2017, 23, 6016–6029. [CrossRef]

32. Hall, J.A.; Grainger, J.R.; Spencer, S.P.; Belkaid, Y. The role of retinoic acid in tolerance and immunity. Immunity 2011, 35, 13–22.
[CrossRef]

http://doi.org/10.1136/gut.47.3.397
http://doi.org/10.3748/wjg.v17.i12.1519
http://www.ncbi.nlm.nih.gov/pubmed/21472114
http://doi.org/10.4049/jimmunol.1700105
http://www.ncbi.nlm.nih.gov/pubmed/28893958
http://doi.org/10.1136/gut.52.10.1442
http://doi.org/10.1093/jn/133.7.2485S
http://www.ncbi.nlm.nih.gov/pubmed/12840228
http://doi.org/10.1093/advances/nmx009
http://www.ncbi.nlm.nih.gov/pubmed/29438462
http://doi.org/10.1016/j.clnu.2008.11.002
http://www.ncbi.nlm.nih.gov/pubmed/19108937
http://doi.org/10.1038/s41598-018-37246-7
http://www.ncbi.nlm.nih.gov/pubmed/30692581
http://doi.org/10.1016/j.cell.2016.05.018
http://www.ncbi.nlm.nih.gov/pubmed/27264604
http://doi.org/10.3389/fimmu.2017.01036
http://doi.org/10.1021/acsabm.0c01105
http://doi.org/10.1016/j.nano.2015.02.018
http://doi.org/10.1515/ejnm-2013-0004
http://doi.org/10.1038/nbt.3330
http://doi.org/10.1371/journal.pone.0168072
http://www.ncbi.nlm.nih.gov/pubmed/27977740
http://doi.org/10.3390/ijms21144825
http://www.ncbi.nlm.nih.gov/pubmed/32650452
http://doi.org/10.1242/dmm.009365
http://doi.org/10.1271/bbb.64.215
http://www.ncbi.nlm.nih.gov/pubmed/10737172
http://doi.org/10.3791/3678
http://www.ncbi.nlm.nih.gov/pubmed/22331082
http://doi.org/10.1016/B0-12-369401-9/00698-7
http://doi.org/10.1016/j.ajps.2014.12.007
http://doi.org/10.1016/j.pnsc.2020.10.003
http://doi.org/10.5217/ir.2018.16.1.26
http://doi.org/10.3748/wjg.v23.i33.6016
http://doi.org/10.1016/j.immuni.2011.07.002

	Introduction 
	Materials and Methods 
	Materials 
	Preparation and Characterization of PVBu NPs with Different Size 
	Determination of ATRA Entrapment Efficiency in NP2-RA 
	In Vitro Butyrare Release from PVBu NPs 
	Cell Culture 
	Cell Uptake Study 
	PVBu NPs Inhibitory Effect on NF-B-Mediated Macrophage Activation 
	DSS-Induced Colitis Model Study 
	Statistical Data Analyses 

	Results and Discussion 
	Preparation of PVBu NPs 
	Inhibitory Effect of PVBu NPs on LPS-Mediated Macrophage Activation 
	PVBu NPs Attenuated DSS-Induced Colitis 

	Conclusions 
	References

