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Abstract

Gallic acid has been covalently conjugated to SBA-15 mesoporous silica surface through
different linkers. Cytotoxic activity of the hybrid organic-inorganic systems against HeLa
and KB cell lines has been analyzed. Up to 67% of HeLa or KB tumor cells growth inhibition
has been achieved at low silica concentration used (10 uyg mL™).

Introduction

Mesoporous silicas discovered in the early 1990s have found numerous applications in science
and industry because of their versatility, high surface area, thermal resistance and ease of
surface functionalization. The last feature can be used for the enhancement of adsorption prop-
erties [1,2], ion exchange [3], catalytic properties [4,5] or cargo delivery [6,7]. SBA-15 meso-
porous silica, with pore diameter ranging between 4.0 and 30.0 nm [8,9] and hexagonal pore
order, can be utilized in each of these fields.

The use of SBA-15 mesoporous silica in the preparation of controlled drug release systems
is well known [10] and anticancer drugs, besides the anti-inflammatory drugs, have been most
intensively delivered in such systems. Most of these systems rely on the adsorption properties
of anticancer drugs and gate-like structures located at the pore entrances [11] or on surface
modifications [12] affecting the adsorption process. Covalent conjugation of the drug to the sil-
ica surface has been seldom reported [13]. The probable reason is that physically adsorbed anti-
cancer drugs need only to be transported, using mesoporous silica carriers, to the vicinity of
target tumor cells and protected from premature release by different stimuli-sensitive moieties.
Covalently bound drugs require endocytosis of the silica particles by the tumor cells as already
been reported in literature[14]. The addition of covalently conjugated folic acid enhances the
particles uptake[14,15].

Polyphenolic compounds occur commonly in nature and play an important role in natural
processes and ecology of plants. Less frequently they can also be found in animals. Polyphenols
have been proved to show anticancer activity via many mechanisms of action [16]. Gallic acid
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is a triphenol derivative of benzoic acid and has been studied intensively towards anticancer
properties either solely [17,18] as well as a part of more sophisticated systems, like magnetic
nanoparticles [19,20]. The mechanisms of anticancer behavior of polyphenols have not been
definitely solved yet. Some authors have suggested mobilization of chromatin-bound copper
and prooxidation leading to cell death [21], while others point out cell stress damaging cellular
integrity and functionality [22] or high structure dependence on polyphenol compound activ-
ity [23].

To the best of our knowledge, gallic acid in any form has not been successfully grafted onto
the mesoporous silica nanoparticles surface. The aim of this study was to covalently conjugate
gallic acid to SBA-15 mesoporous silica and analyze cytotoxic activity of these complex
systems.

Materials and Methods
Materials

Gallic acid (GA, >98.0%) and 3-(2-aminoethylamino)propyltrimethoxysilane (AMETAM,
>98.0%) were purchased from Fluka, polyethylenimine (PEI, M;,~2000, 50% wt. solution in
water), (3-aminopropyl)trimethoxysilane (APTMS, 97%), (3-chloropropyl)trimethoxysilane
(CPTMS, 97+%), folic acid (FA, >97%), diisopropylcarbodiimide (DIC, >98.0%), N,N-diiso-
propylethylamine (DIPEA, >99.0%) and all solvents used in the study were purchased from
Sigma-Aldrich and used without further purification. SBA-15 mesoporous silica (8-11 nm
pore diameter, 600 m* g' surface area and 1-2 pm particle size) was purchased from ACS
Material.

Preparation of gallic acid derivatives

In the first step gallic acid was converted to its tri-O-acetyl derivative using the procedure
adapted from Ye et al. [24]. A portion of 2.90 g of gallic acid was placed in a flask to which
10.0 ml (~6.2 eq) of acetic anhydride was added. The mixture was stirred while 15 ul of concen-
trated sulfuric acid was added. The temperature rose up to about 60°C and the mixture became
a clear solution. It was allowed to cool to the room temperature and 60 ml of water was added.
After stirring for 2 h, the white precipitate was filtered off, washed thoroughly with water and
dried under reduced pressure. The amount of 4.29 g of acetyl-protected gallic acid was
obtained, which is 86% of theoretical yield. The purity was confirmed by melting temperature
determination (Mel-Temp melting point apparatus), electrospray mass spectrometry (Micro-
mass ZQ spectrometer, Waters) and IR spectroscopy (FT-IR spectrometer IFS 66/s, Bruker).
Acetylated gallic acid was converted into its acyl chloride each time before the immobiliza-
tion on the surface. The procedure was as follows: tri-O-acetylgallic acid was dissolved in a
small amount (a few ml) of dichloromethane and then large excess of thionyl chloride (~40 eq)
was added, followed by catalytic amounts of dimethylformamide. The mixture was refluxed for
2 h and then volatiles were evacuated in vacuo (Fig 1). Residual amounts of unreacted thionyl
chloride were removed by co-evaporation with toluene. Remaining solid was dissolved in tolu-
ene and all toluene-insoluble impurities were eliminated by filtration.The final product was
obtained as white, crystalline solid with almost (>95%) quantitative yield.

Immobilization of gallic acid derivatives on the SBA-15 mesoporous
silica surface

All gallic acid derivatives were immobilized on the silica surface through amine containing
groups: APTMS, AMETAM and PEIL
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Fig 1. Modifications of gallic acid enabling its introduction onto the silica surface.

doi:10.1371/journal.pone.0132541.g001

The preparation of SBA-15 mesoporous silica covered with APTMS and GA (named SBA-
15+APTMS+GA) was conducted as follows: 0.300 g of SBA-15 mesoporous silica was sus-
pended in 10 ml of toluene and an excess (1.000 g) of APTMS was added. The mixture was
refluxed for 3 h and then stirred overnight at room temperature, filtered off, washed with tolu-
ene and dried. The amount of 0.362 g of APTMS-modified SBA-15 silica was obtained. In the
second step 0.360 g of SBA-15+APTMS was suspended in 5 ml of THF and a small excess of
DIPEA was added, followed by the addition of 0.425 g of tri-O-acetylgalloyl chloride dissolved
in 5 ml of THF (that is 2-3 times higher with respect to the amount of NH, groups on the sur-
face). The mixture was stirred overnight at room temperature and then filtered off. The solid
was washed carefully with THF, methanol and water to remove all soluble impurities, and
dried. The amount of 0.427 g of SBA-15+APTMS+GA as a white solid was obtained and ana-
lyzed using elemental analysis and IR spectroscopy.

The procedure applied for SBA-15+AMETAM+GA was similar to that described above;
0.200 g of SBA-15 was suspended in toluene and an excess of AMETAM was added. The mix-
ture was refluxed for 3 h and then stirred overnight at room temperature, filtered off, washed
with toluene and dried. The amount of 0.274 g of SBA-15+AMETAM was obtained. A portion
0f 0.270 g of SBA-15+AMETAM was suspended in THF and DIPEA, followed by tri-O-acetyl-
galloyl chloride addition in a small excess with respect to the stoichiometric amount (that is 2
chloride molecules per each AMETAM group on the surface). The mixture was stirred at room
temperature overnight and filtered off. The solid was washed carefully with THF, methanol
and water and dried. The amount of 0.322 g of SBA-15+AMETAM+GA as a white solid was
obtained.

The immobilization through PEI was carried out by a different method. A portion of
0.254 g of SBA-15 was suspended in toluene and 0.425 g of CPTMS in toluene was added. The
mixture was refluxed for 5 h, stirred overnight at room temperature and filtered off. The solid
was washed with toluene and dried. The amount of 0.267 g of SBA-15+CPTMS was obtained
as a white solid. In the second step, 0.260 g of SBA-15+CPTMS was suspended in methanol
and 0.565 g of PEI (50% water solution) along with small excess of DIPEA was added, the
reagents were refluxed for 5 h, stirred overnight at room temperature and filtered off. The solid
was washed with water and methanol and dried. The amount of 0.300 g of SBA-15+CPTMS
+PEI as a white solid was obtained. Finally, 0.291 g of SBA-15+CPTMS+PEI was suspended in
THF and tri-O-acetylgalloyl chloride along with DIPEA (in a small excess with respect to the
chloride) were added. The mixture was stirred overnight at room temperature and filtered off.
The solid was washed with water and methanol, then dried. The amount of 0.369 g of SBA-15+
CPTMS+PEI+GA as a pale yellow solid was obtained.

In all procedures, the last step was the deprotection of acetyl groups. The procedure was
adapted from Corey et al. [25] and carried out as follows: the modified silica sample was sus-
pended in a saturated methanolic solution of K,CO; and stirred at room temperature for

PLOS ONE | DOI:10.1371/journal.pone.0132541 July 7, 2015 3/10



@’PLOS ‘ ONE

SBA-15 Modified with Gallic Acid and Its Cytotoxic Activity

4

SBA-15
APTMS 1. CPTMS in toluene
in toluene AMETAM 2. 50% PEI in methanol
in toluene

—:Si/\/\NHZ —:Si/\/\N/\/NHZ

PEI molecule

tri-O-acetylgalloyl chloride,
DIPEA in THF in all cases

linker

. silica matrix
1. K,COs5 in methanol

2. water (washing)
H H

OH

linker
silica matrix
Fig 2. Schematic representation of the procedure used for the synthesis of gallic acid modified SBA-
15 mesoporous silica.

doi:10.1371/journal.pone.0132541.9002

15 min (Fig 2). All final products changed colour during this step, starting with white, through
pale pink ending with light brown. The solids were then filtered off, washed carefully with
methanol and water, and dried. The presence of free phenol-OH groups could be quickly
confirmed by suspending particles in a Fe>* solution (which is slightly acidic). Deprotected
products immediately formed dark violet complexes with Fe’* ions, while the silica with acetyl-
blocked phenol groups became violet after at least 5-10 min.

All systems obtained were characterized using elemental analysis and IR spectroscopy.
Modified silica samples were also tested to check for uncontrolled gallic acid detachment. It
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was carried out by suspending samples of 20 mg of the composite materialsin water at different
pH values (buffer solutions with integer pH values between 2 and 8) and stirring for 24 h. Then
the suspensions were filtered and the filtrates' absorbances were measured on an UV-VIS spec-
trophotometer (Agilent 8453). No detachment was observed.

Evaluation of the cytotoxic activity of the systems obtained

Human cancer cells HeLa (cervical cancer cell line) and KB (carcinoma nasopharynx) were cul-
tured in RPMI 1640 medium. Each medium was supplemented with 10% fetal bovine serum,
1% L-glutamine and 1% penicillin/streptomycin solution. The cell lines were kept in the incu-
bator at 37°C. The optimal plating density of cell lines was determined to be 5 x 10* All the cell
lines were obtained from The European Collection of Cell Cultures (ECACC) supplied by
Sigma-Aldrich (catalogue numbers: HeLa cell line - 93021013, KB cell line — 94050408).

The protein-staining sulforhodamine B (SRB, Sigma-Aldrich) microculture colorimetric
assay, developed by the National Cancer Institute (USA) for in vitro antitumor screening was
used in this study, to estimate the cell number by providing a sensitive index of total cellular
protein content, which is in a linear relationship to the cell density [26]. The monolayer cell
culture was trypsinized and the cell count was adjusted to 5 x 10* cells. In each well of the 96
well microtiter plate, 0.1 mL of the diluted cell suspension (approximately 10,000 cells) was
placed. After 24 hours, when a partial monolayer was formed, the supernatant was washed out
and 100 pL of six different silica suspension concentrations were added to the cells in microtiter
plates. The tested silicas were suspended in DMSO (20 uM) and the content of DMSO did not
exceed 0.1% as this concentration was found to be nontoxic to the cell lines. The cells were
exposed to silicas for 72 h. After that, 25 pL of 50% trichloroacetic acid were added to the wells
and the plates were incubated for 1 hour at 4°C. The plates were then washed out with distilled
water to remove traces of medium and next dried by air. The air-dried plates were stained with
100 pL SRB and kept for 30 minutes at room temperature. The unbound dye was removed by
rapidly washing with 1% acetic acid and then air dried overnight. The optical density was read
at 490 nm. All cytotoxicity experiments were performed three times. Cell survival was mea-
sured as the percentage absorbance compared to the control (non-treated cells). Zidovudine
(Sigma-Aldrich) was used as the internal standard.

Results and Discussion
Characterization of synthesized compounds

Melting point of acetylated gallic acid was found at 168-171°C, which is in agreement with lit-
erature data [27]. IR characterization (full spectrum available in the supplementary material)
of acetylated gallic acid confirmed the presence of essential moieties. Comparatively low inten-
sities observed in the range between 3100 and 2500 cm™" suggest complete substitution of phe-
nol-OH groups with acetyl ones. The signal at 1700 cm' relates to the untouched carboxyl
group (C = O stretching) and those at 1790 and 1770 cm™" come from acetoxy groups (C = O
stretching).

ESI MS analysis (full spectra available in the supplementary material) also unambiguously
proves the presence of the desired product. ES- part represents loss of H', carboxyl group and
consecutive detachment of acetyl groups. ES+ part shows signals related to product’s com-
plexes with sodium and potassium ions.
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Characterization of modified silica obtained

IR spectra (full spectra available in the supplementary material) of all obtained solids con-
firmed the presence of secondary amide bonds in the samples. The most characteristic signals,
related to the C = O stretching can be found at 1640 cm™, 1630 cm™* and 1610 cm™* for SBA-
15+AMETAM+GA, SBA-15+APTMS+GA and SBA-15+CPTMS+PEI+GA, respectively. The
differences between all these samples are a result of the formation of different types of amides
that is to say secondary and tertiary ones. SBA-15+APTMS+GA may contain only secondary
amide bonding, SBA-15+AMETAM+GA, secondary (mostly) and tertiary and SBA-15
+CPTMS+PEI+GA—tertiary with a small addition of secondary one. The positions of signals
from the stretching vibrations of the C = O group from SBA-15+APTMS+GA and SBA-15+
AMETAM+GA differ only by 10 cm™ (or even less, because precise location of both peaks is
problematic as they are not sharp enough), which is a negligible difference and the position of
the signal from SBA-15+CPTMS+PEI+GA differs more, because of the fact explained above.
Numerous examples found in literature confirm that for amides, a descending order occurs
that is the wavenumbers of amide C = O stretching signals of primary, secondary and tertiary
amides decrease in that order. The spectra of all samples showed a signal at 1500 cm™, which
corresponds to the N-H deformation band (for SBA-15+APTMS+GA this signal is only a dis-
tortion of a stronger one). There is also no signal from acetyl groups (near 1800 cm™") which
proves that the deprotection process has occurred. Other signals, which can normally be
assigned in the spectra of pure compounds, are lost because of the abundance of mesoporous
silica or are not decisive ones.

As in SBA-15+APTMS+GA and SBA-15+AMETAM+GA samples the only sources of
nitrogen were APTMS and AMETAM and there were two sources of carbon (nitrogen-con-
taining linkers and the attached gallic acid), the elemental analyses allowed the calculation
showing that SBA-15+APTMS+GA (10.11% C, 1.709% N and 2.275% H in total) contained
0.51 mmol of gallic acid per gram of the modified silica, which gave about 40% of nitrogen
atoms covered with gallic acid. The same calculations conducted for the SBA-15+AMETAM+
GA (14.31% C, 3.806% N and 3.380% H) led to 0.64 mmol of gallic acid per gram of the modi-
fied silica and 23% of nitrogen atoms coverage. The calculations for the SBA-15+CPTMS+
PEI+GA (13.56% C, 3.313% N and 3.073% H) required additional analyses (three carbon-con-
taining sources) and finally led to the result of 0.59 mmol of gallic acid per gram of the modi-
fied silica and averaged 25% of nitrogen atoms coverage. The coverage differs in all samples
because of the spatial issues (acetylated GA occupies a lot of space) and nitrogen atoms order.
APTMS contains only primary amino groups—easily accessible and reactive. AMETAM intro-
duced more than twice as many nitrogen atoms as APTMS, equally primary and secondary
ones. Probably most of the primary and some part of secondary nitrogen atoms reacted, but
the total coverage (due to high total amount of nitrogen) is lower than that of the APTMS. PEI
introduced less nitrogen (as primary, secondary and tertiary atoms) and allowed to anchor less
GA than AMETAM, mainly due to its steric properties. Low accessibility of nitrogen atoms
resulted in low coverage.

Evaluation of cytotoxic activity

All prepared and analyzed solids showed concentration-dependent cytotoxic activity against
HeLa and KB cell lines (Fig 3 and Fig 4) which are used very often in such studies.

The sample modified with APTMS and gallic acid was not as active as the unmodified silica,
though it contained 0.51 mmol of gallic acid per gram of the solid, which is about 8% in weight.
That minor difference can be explained by the fact that the surface coverage drastically reduced
the accessibility of acidic silanol groups (which are the active agents in bare silica particles)
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Fig 3. Cytotoxic activity against HeLa cell line, calculated for all samples tested.
doi:10.1371/journal.pone.0132541.9003

and, in exchange, introduced a combination of primary amino groups (potentially increasing
the activity and enhancing the uptake) and phenolic hydroxyl groups (much less numerous in
comparison to silanol ones), which proved to be less active. Two other samples, with gallic acid
anchored to the surface through AMETAM and a combination of CPTMS and PEI, showed
much higher activity, equalling or even surpassing that of pure Zidovudine (ICs = 3.12 ugmL ™"
for KB and 2.28 pgmL ™" for HeLa cell line). The activity of SBA-15+AMETAM+GA increased
slowly at concentrations up to 1 ug mL™" and then remained at the same level, even at the con-
centration ten times higher. The activity of SBA-15+CPTMS+PEI+GA increased steadily as the
concentration rose up to 10 ug mL™', and surpassed that of SBA-15+AMETAM+GA between

1 and 5 ug mL™". This might be a result of differences in the non-specific interactions with cell
membrane that influenced the cellular uptake. In these samples the amount of gallic acid on
the surface was noticeably higher and the percentage of nitrogen atoms covered with gallic acid
was lower than in SBA-15+APTMS+GA. These two features can be related to the observed
increase in activity (in standard organic compounds, introduction of the amino group generally
increases their biological activity [28,29,30]) and, what is also worth noticing, free amino
groups in SBA-15+AMETAM+GA and SBA-15+CPTMS+PEI+GA are mainly secondary and
tertiary ones. High deviations of the results obtained for some of the samples are a result of sed-
imentation in silica suspensions (statistical data available in the supplementary material).

Conclusions

Gallic acid was successfully introduced onto the SBA-15 mesoporous silica surface using differ-
ent linkers. Cytotoxic activity against HeLa and KB cell lines of all solids obtained has been
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evaluated. The values of cell growth inhibition obtained for the samples are relatively high and
equal up to 67% for HeLa and KB tumor cells at low silica suspension concentration. The
results of this study can be a basis for further attempts at covalent conjugation of gallic acid
and other polyphenols to the silica surface.

Supporting Information

S1 Spectrum. Full FT-IR spectrum of acetylated gallic acid.
(TIF)

S2 Spectrum. ESI MS negative and positive spectra of acetylated gallic acid.
(TIF)

$3 Spectrum. IR spectra of SBA-15 mesoporous silica modified with gallic acid.
(TIF)

S1 Table. Statistical data from the cytotoxicity assay.
(DOCX)

Author Contributions

Conceived and designed the experiments: DL. Performed the experiments: DL PR AP. Ana-
lyzed the data: DL. Contributed reagents/materials/analysis tools: PR GS JK. Wrote the paper:
DL.

PLOS ONE | DOI:10.1371/journal.pone.0132541 July 7, 2015 8/10


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0132541.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0132541.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0132541.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0132541.s004

@’PLOS ‘ ONE

SBA-15 Modified with Gallic Acid and Its Cytotoxic Activity

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21,

Hiyoshi N, Yogo K, Yashima T (2005) Adsorption characteristics of carbon dioxide on organically func-
tionalized SBA-15. Microporous Mesoporous Mater 84: 357—-365.

Perez-Quintanilla D, del Hierro |, Fajardo M, Sierra | (2006) Adsorption of cadmium(ii) from aqueous
media onto a mesoporous silica chemically modified with 2-mercaptopyrimidine. J Mater Chem 16:
1757-1764.

Ganesan V, Walcarius A (2004) Surfactant Templated Sulfonic Acid Functionalized Silica Micro-
spheres as New Efficient lon Exchangers and Electrode Modifiers. Langmuir 20: 3632—-3640. PMID:
15875393

Johnson BJS, Stein A (2001) Surface Modification of Mesoporous, Macroporous, and Amorphous Sil-
ica with Catalytically Active Polyoxometalate Clusters. Inorg Chem 40: 801-808. PMID: 11225126

Diaz I, Mohino F, Pérez-Pariente Jn, Sastre E (2001) Synthesis, characterization and catalytic activity
of MCM-41-type mesoporous silicas functionalized with sulfonic acid. Appl Catal A Gen 205: 19-30.

Bhattarai S, Muthuswamy E, Wani A, Brichacek M, Castafieda A, Brock S, et al. (2010) Enhanced
Gene and siRNA Delivery by Polycation-Modified Mesoporous Silica Nanoparticles Loaded with Chlo-
roquine. Pharm Res 27: 2556—-2568. doi: 10.1007/s11095-010-0245-0 PMID: 20730557

Szegedi A, Popova M, Goshev |, Mihaly J (2011) Effect of amine functionalization of spherical MCM-41
and SBA-15 on controlled drug release. J Solid State Chem 184: 1201-1207.

Vinu A, Murugesan V, Tangermann O, Hartmann M (2004) Adsorption of Cytochrome ¢ on Mesoporous
Molecular Sieves: Influence of pH, Pore Diameter, and Aluminum Incorporation. Chem Mater 16:
3056-3065.

Katiyar A, Ji L, Smirniotis P, Pinto NG (2005) Protein adsorption on the mesoporous molecular sieve sil-
icate SBA-15: Effects of pH and pore size. J Chromatogr A 1069: 119-126. PMID: 15844490

Song S- W, Hidajat K, Kawi S (2005) Functionalized SBA-15 Materials as Carriers for Controlled Drug
Delivery: Influence of Surface Properties on Matrix-Drug Interactions. Langmuir 21: 9568-9575. PMID:
16207037

Meng H, Xue M, Xia T, Zhao Y-L, Tamanoi F, Stoddart JF, et al. (2010) Autonomous in Vitro Anticancer
Drug Release from Mesoporous Silica Nanoparticles by pH-Sensitive Nanovalves. J Am Chem Soc
132: 12690-12697. doi: 10.1021/ja104501a PMID: 20718462

Bahrami Z, Badiel A, Atyabi F (2014) Surface functionalization of SBA-15 nanorods for anticancer drug
delivery. Chem Eng Res Des 92: 1296—-13083.

Wani A, Muthsuwamy B, Savithra GHL, Mao G, Brock S, Oupicky D (2012) Surface Functionalization
of Mesoporous Silica Nanoparticles Controls Loading and Release Behavior of Mitoxantrone. Pharm
Res 29:2407-2418. doi: 10.1007/s11095-012-0766-9 PMID: 22555380

Slowing |, Trewyn BG, Lin VS-Y (2006) Effect of surface functionalization of MCM-41-type mesoporous
silica nanoparticles on the endocytosis by human cancer cells. J Am Chem Soc 128: 14792—-14793.
PMID: 17105274

Fan J, Fang G, Wang X, Zeng F, Xiang Y, Wu S (2011) Targeted anticancer prodrug with mesoporous
silica nanoparticles as vehicles. Nanotechnology 22: 1-11.

Fresco P, Borges F, Diniz C, Marques MPM (2006) New insights on the anticancer properties of dietary
polyphenols. Med Res Rev 26: 747-766. PMID: 16710860

Subramanian V, Venkatesan B, Tumala A, Vellaichamy E (2014) Topical application of Gallic acid sup-
presses the 7,12-DMBA/Croton oil induced two-step skin carcinogenesis by modulating anti-oxidants
and MMP-2/MMP-9 in Swiss albino mice. Food Chem Toxicol 66: 44-55. doi: 10.1016/j.fct.2014.01.
017 PMID: 24444547

Locatelli C, Filippin-Monteiro FB, Creczynski-Pasa TB (2013) Alkyl esters of gallic acid as anticancer
agents: A review. Eur J Med Chem 60: 233-239. doi: 10.1016/j.ejmech.2012.10.056 PMID: 23291333

Dorniani D, Kura AU, Hussein-Al-Ali SH, Bin Hussein MZ, Fakurazi S, et al. (2014) In Vitro Sustained
Release Study of Gallic Acid Coated with Magnetite-PEG and Magnetite-PVA for Drug Delivery Sys-
tem. ScientificWorldJournal 2014: 11.

Dorniani D, Bin Hussein MZ, Kura AU, Fakurazi S, Shaari AH, Ahmad Z (2012) Preparation of Fe3O4
magnetic nanoparticles coated with gallic acid for drug delivery. Int J Nanomedicine 7: 5745-5756. doi:
10.2147/IJN.S35746 PMID: 23166439

Khan HY, Zubair H, Ullah MF, Ahmad A, Hadi SM (2012) A Prooxidant Mechanism for the Anticancer
and Chemopreventive Properties of Plant Polyphenols. Curr Drug Targets 13: 1738-1749. PMID:
23140285

PLOS ONE | DOI:10.1371/journal.pone.0132541

July 7,2015 9/10


http://www.ncbi.nlm.nih.gov/pubmed/15875393
http://www.ncbi.nlm.nih.gov/pubmed/11225126
http://dx.doi.org/10.1007/s11095-010-0245-0
http://www.ncbi.nlm.nih.gov/pubmed/20730557
http://www.ncbi.nlm.nih.gov/pubmed/15844490
http://www.ncbi.nlm.nih.gov/pubmed/16207037
http://dx.doi.org/10.1021/ja104501a
http://www.ncbi.nlm.nih.gov/pubmed/20718462
http://dx.doi.org/10.1007/s11095-012-0766-9
http://www.ncbi.nlm.nih.gov/pubmed/22555380
http://www.ncbi.nlm.nih.gov/pubmed/17105274
http://www.ncbi.nlm.nih.gov/pubmed/16710860
http://dx.doi.org/10.1016/j.fct.2014.01.017
http://dx.doi.org/10.1016/j.fct.2014.01.017
http://www.ncbi.nlm.nih.gov/pubmed/24444547
http://dx.doi.org/10.1016/j.ejmech.2012.10.056
http://www.ncbi.nlm.nih.gov/pubmed/23291333
http://dx.doi.org/10.2147/IJN.S35746
http://www.ncbi.nlm.nih.gov/pubmed/23166439
http://www.ncbi.nlm.nih.gov/pubmed/23140285

@’PLOS ‘ ONE

SBA-15 Modified with Gallic Acid and Its Cytotoxic Activity

22,

23.

24.

25.

26.

27.

28.

29.

30.

Kim H-S, Quon MJ, Kim J-a (2014) New insights into the mechanisms of polyphenols beyond antioxi-
dant properties; lessons from the green tea polyphenol, epigallocatechin 3-gallate. Redox Biol 2: 187—
195. doi: 10.1016/j.redox.2013.12.022 PMID: 24494192

Mitsuhashi S, Saito A, Nakajima N, Shima H, Ubukata M (2008) Pyrogallol Structure in Polyphenols is
Involved in Apoptosis-induction on HEK293T and K562 Cells. Molecules 13:2998. doi: 10.3390/
molecules13122998 PMID: 19052524

Ye J, Abiman P, Crossley A, Jones JH, Wildgoose GG, Compton RG (2009) Building Block Syntheses
of Gallic Acid Monomers and Tris-(O-gallyl)-gallic Acid Dendrimers Chemically Attached to Graphite
Powder: A Comparative Study of Their Uptake of Al(lll) lons. Langmuir 26: 1776-1785.

Corey EJ, Weinshenker NM, Schaaf TK, Huber W (1969) Stereo-controlled synthesis of dI-prostaglan-
dins F2.alpha. and E2. J Am Chem Soc 91: 5675-5677. PMID: 5808505

Skehan P, Storeng R, Scudiero D, Monks A, McMahon J, Vistica D, et al. (1990) New Colorimetric Cyto-
toxicity Assay for Anticancer-Drug Screening. J Natl Cancer Inst 82: 1107—1112. PMID: 2359136

Bian X, Fan X, Ke C, Luan Y, Zhao G, Zeng A (2013) Synthesis and a-glucosidase inhibitory activity
evaluation of N-substituted aminomethyl-B-d-glucopyranosides. Bioorg Med Chem 21: 5442-5450.
doi: 10.1016/j.bmc.2013.06.002 PMID: 23810673

Dauzonne D, Folléas B, Martinez L, Chabot GG (1997) Synthesis and in vitro cytotoxicity of a series of
3-aminoflavones. Eur J Med Chem 32:71-82.

Xia 'Y, Yang Z-Y, Xia P, Bastow KF, Nakanishi Y, Lee K-H (2000) Antitumor agents. Part 202: Novel 2'-
amino chalcones: design, synthesis and biological evaluation. Bioorganic & Medicinal Chemistry Let-
ters 10: 699-701.

Ma C-M, Cai S-Q, Cui J-R, Wang R-Q, Tu P-F, Hattori M, et al. (2005) The cytotoxic activity of ursolic
acid derivatives. Eur J Med Chem 40: 582-589. PMID: 15922841

PLOS ONE | DOI:10.1371/journal.pone.0132541

July 7,2015 10/10


http://dx.doi.org/10.1016/j.redox.2013.12.022
http://www.ncbi.nlm.nih.gov/pubmed/24494192
http://dx.doi.org/10.3390/molecules13122998
http://dx.doi.org/10.3390/molecules13122998
http://www.ncbi.nlm.nih.gov/pubmed/19052524
http://www.ncbi.nlm.nih.gov/pubmed/5808505
http://www.ncbi.nlm.nih.gov/pubmed/2359136
http://dx.doi.org/10.1016/j.bmc.2013.06.002
http://www.ncbi.nlm.nih.gov/pubmed/23810673
http://www.ncbi.nlm.nih.gov/pubmed/15922841

