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Abstract—Silver nanoparticles exhibiting antimicrobial properties via self-regulated reduction were successfully pre-
pared by using hydroxylated ionic liquids in an aqueous phase without additives. A new water-phase synthesis of silver
nanoparticles using 1-(2-hydroxyethyl)-3-methylimidazolium tetrafluoroborate ((HEMIm][BF,]) and 1-(2-hydroxy-
ethyl)-2-methyl-3-dodecylimidazolium chloride ([C,,HEMIm][CI]) was described. 1-(2-hydroxyethyl)-3-methylimi-
dazolium tetrafluoroborate serves as both a reductant and a stabilizer in this fabrication. Furthermore, we presented the
antimicrobial properties of the resulting silver nanoparticles through the minimal inhibitory concentrations (MIC) test.
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INTRODUCTION

ITonic Liquids (ILs) have been mainly considered as new reac-
tion media, as catalysts, and as electrolytes for various battery sys-
tems because of their unique electrochemical and physical proper-
ties [1,2]. Recently, considerable researches on nano-materials have
been attempted on Room Temperature Ionic Liquids (RTILs) be-
cause RTILs generally feature a good stability to air and water, a
wide liquid range, and unique solubility properties to various or-
ganic and inorganic substances [3-5]. Moreover, both the length of
the side chain of the cation and the specifically designed anion can
be easily controlled for various uses. These desirable characteristics
facilitate the application of ILs to the stabilizers for preparing metal
nanoparticles.

When metal nanoparticles are prepared by chemical methods,
the metal ions are reduced with the reducing agents and the nano-
particles are stabilized with the protective agents such as polymers,
surfactants, and thiols preventing aggregation by using electrostatic
or steric means [6]. However, it has been difficult to choose a reac-
tion medium solvent according to the species of the stabilizer. Fur-
thermore, though several types of reducing agents, such as NaBEt,H,
LiBEt;H, and NaBH,, play a key role in determining the nucle-
ation rate and particle size, the resulting metal nanoparticles can
easily become contaminated with borides [4,5,7] In particular, the
water-phase preparation of boride-free metal nanoparticles is required
for biological and medical purposes.

This study focuses on a novel silver (Ag) nanoparticle stabilized
by hydroxylated ILs (HILs). Ag nanoparticles have a long history
of use in medicine owing to their antimicrobial properties. How-
ever, reports on the preparation and characterizations of Ag nano-
balls have been limited compared to those on gold, palladium, and
platinum nanoparticles. In our recent publication, we investigated
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the size-selective synthesis of gold and platinum nanoparticles using
thiol-functionalized ionic liquids (TFILs) as stabilizers [4,5]. How-
ever, though our suggested synthesis based on TFILs has some use-
ful advantages, challenges still remain. TFIL synthesis is compli-
cated because of its multi-step synthesis procedures, and it is un-
pleasant because of the odor of raw materials. Also, during the pre-
paration of metal nanoparticles, an expensive and toxic reducing
agent must be employed to reduce the metal ions. Therefore, here,
we describe a new water-phase synthesis of Ag nanoparticles using 1-
(2-hydroxyethyl)-3-methylimidazolium tetrafluoroborate ((HEMIm]
[BF,], ILa) and 1-(2-hydroxyethyl)-2-methyl-3-dodecylimidazolium
chloride (|C,,HEMIm][CI], ILb) without any reductants, and show
the preliminary findings of antimicrobial properties of the resulting
Ag nanoparticles.

EXPERIMENTAL SECTION

1. Synthesis of Ionic Liquids

All the materials were used without additional further treatment.
The route for the synthesis is illustrated in Scheme 1 and Scheme 2.
Scheme 1 and Scheme 3 are described the structure of ionic lig-
uids. The ionic liquids are synthesized in the literature [8-10]. To
analyze "H NMR mass spectra, a Bruker DMX 600 MHz NMR
spectrometer, and to record FAB mass spectra, a FAB mass IMS-
HX110A were used. The content of residual halide ion was detect-
ed with the aid of ion chromatography (System: Bio-LC DX-300
(Dionex, Sunny-vale, CA, USA), Detector: Suppressed Conduc-
tivity (PED2), Column: ICSep AN300 with ICSep ANSC guard).
1-1. 1-(2-Hydroxyethyl)-3-methylimidazolium Chloride [HEMIm]
[y

1-Methyl-imidazole (0.14 mol) reacted with an excess of hydroxy-
ethyl chloride (2-chloroethanol, 0.2 mol) in a round-bottomed flask
in a nitrogen atmosphere (70 °C, 48 hr), by using 200 mL of ace
tonitrile as the solvent, thereby producing the 1-(2-hydroxyethyl)-
3-methyl imidazolium halide ((HEMIm][CI]). This molten salt of
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Scheme 1. Synthesis of [HEMIm][BF,].

EtONa

S o\

N NRy * CICH CHOH —> RNy NCH.CHOH
X 272 N

CHs CHs

Scheme 2. Synthesis of [C,,HEMIm][CI]; R,=C,,H,..

Cle
CHyCH,CH,CH,CH,CH,CH,CH,CH,CH,CH,CH, N 3 NCH,CH,0H
© main chain(me) ¥ B o C
CH3

Scheme 3. Structural formula of [C,,HEMIm][CI].

white crystalline solids was obtained by recrystallization under ace-
tonitrile solvent in a freezer at —40 °C (yield 89%).

1-2. 1-(2-Hydroxyethyl)-3-methylimidazolium Tetrafluoroborate
[HEMIm][BF ]

The 1-(2-hydroxyethyl)-3-methyl imidazolium chloride was re-
acted with an equimolar amount of sodium tetrafloroborate in an
acetone (25 °C, 24 hr), and the ionic liquid [HEMIm|[BF,] was
formed. The sodium chloride was removed by filter paper and any
residual sodium chloride in this IL was removed by low tempera-
ture filtration using celite. The organic liquid phase obtained from the
filtration method was tested for the residual chloride salt through a
concentrated AgNO, solution, and some precipitation of AgCl was
confirmed with the naked eye. The 'H-NMR(DMSO, &ppm, rela-
tive to TMS) spectrum consists of the following peaks: 3.72 (q, 2H),
3.88 (s, 3H), 4.21 (t, 2H), 5.29 (t, 1H), 7.71 (d, 1H), 7.75 (d, 1H),
9.18 (s, 1H). FAB mass showed m/z=127.17 [HEMIm]". The con-
tent of chloride anion was 24 ppm.

2. MIC Measurements

The antibacterial and antifungal activities of HIL-stabilized Ag
nanoparticles were evaluated through measurements of minimal in-
hibitory concentrations (MIC) expressed in pg/ml. The MIC deter-
mination tests were carried out by an automatic serial dilution meth-
od in LB broth (microtitre). Bacterial and fungal inocula were pre-
pared by diluting an overnight broth culture to yield an equivalent of

+ NaCl ¢

/ \ BF,
+

OH

Table 1. The MIC test of Ag nanoparticles stabilized by [HEMIm]
[BF,]

MIC (ug/ml)
Tested organisms (bacteria and fungus)
EC° STY SA° SAR’ BS* CA’
Ag nanoparticles 8 8 16 8 4 31
BAC? 8 8 8
CPC’ 8 8 8
“BAC: benzalconium chloride. °CPC: cetylpyridinium chloride. “EC:
escherichia coli KCTC1924, “ST: salmonella typhimurium KCTC
1926. °SA: staphylococcus aureus 209 KCTC1916./SAR: staphy-

lococcus aureus R209 KCTC1928. ¢BS: bacillus subtilus KCTC
1914. "CA: candida albicans KCTC1940.

Compuond

approximately 10° cell mL™. Six microorganisms were used: Bacil-
lus subtilus KCTC1914; Staphylococcus aureus 209 KCTC1916; and
a few antibiotic resistant Staphylococcus aureus R209 KCTC1928
were chosen as test strains among gram-positive bacteria; Escheri-
chia coli KCTC1924 and Salmonella typhimurium KCTC1926 were
chosen from among gram-negative bacteria; and Candida albicans
KCTC1940 was chosen as the representative fungus. Details of MIC
test of Ag nanoparticles are described in Table 1.

RESULTS AND DISCUSSION

HILs can be considered to be the potential stabilizers for the fol-
lowing reasons. First, the synthesis and purification processes of
HILs are much simpler than those of TFILs. Second, a reducing
agent would not be needed because HILs simultaneously serve as
the reductants and also as protective agents. Third, unlike in con-
ventional solvents, the solvation and stabilization of metal ionic spe-
cies in ILs facilitate both water and organic phase synthesis of nano-
particles. ILa and ILb were synthesized according to the standard
method [4,8,11].

The one-phase preparation of Ag nanoparticles in water using ILa
was straightforward, and purification of the nanoparticles was car-
ried out in ambient conditions. 0.1 mmol of ILa in 10 ml of water was
added dropwise to a solution of 0.1 mmol of silver nitrate (AgNO,)
aqueous solution in a round-bottomed flask under a nitrogen atmo-
sphere with vigorous stirring at 70 °C. The IL-protected Ag nano-
particles (IL-Ag) were purified by removing unbounded HIL with
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Fig. 1. TEM images of HIL-stabilized Ag nanoparticles. Stabilizers: (a) ILa-Ag, (b) ILb-Ag, bar length: (a) 20 nm, (b) 10 nm.

ethanol, and were then centrifuged.

Fig. 1 displays a representative selection of the nearly spherical
nanoparticles and indicates the particle size; the average diameter
(Av) was 4.1 and 2.2 nm and the standard deviation (SD) repre-
senting the size distribution was 0.5 and 0.2 nm for ILa and ILb,
respectively. The overall analysis shows a small and uniform IL-
Ag. As an ion compound, HIL enables the easy solvation and sta-
bilization of a metal salt in the water phase because the interaction
between the IL and metal salt overcome the interaction between
the water and metal salt. HIL functions as a reducing agent that re-
duces the Ag ion to Ag” and also acts as a stabilizer in forming Ag
nanoparticles. It is thought that the -CH,OH- group in HIL is con-
verted to the -CHO- group to reduce Ag ions, and simultaneously
protect Ag nanoparticles according to the reaction Eq. (1) [12,13].

2Ag +[R-Im-CH,CH,OHJX—2Ag +[R-Im-CH,CHOJX+2H" (1)

The formation of the aldehyde group in the suggested mechanism
was confirmed by the color change based on a Purpald test [14,15].
Purpald (4-amino-3-hydrazino-5-mercapto-1,2,4-triazole) is known
to specifically react with aldehydes in a 1 N NaOH solution, yield-
ing intense purple derivatives in the solution. The IL-Ag in the Pur-
pald solution reacted and turned purple after a 1 min reaction with
the Purpald solution under N, followed by a 1 min air oxidation
period. In contrast, there was no color change for any of the HIL.
One outstanding finding is that the size and distribution of nano-
particles strongly depend on the length of the side chain of cation.
In terms of alkyl chain length, Fig. 1 shows that both the average
size and standard deviation become smaller in the order of ILb>
ILa, which suggests that the slow growth rate of Ag nanoparticles
by [C,,HEMIm][CI] results in small and mono-dispersed Ag nano-
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(b)

particles. These size differences might be due to the steric hin-
drance of the longer alkyl side chain.

Studies on the antimicrobial activities of pure ILs as one of the
interesting applications have been reported [8,11]. Here a prelimi-
nary investigation on antibacterial and antifungal activities of ILa-
Ag was performed through measurements of the minimal inhibi-
tory concentrations (MIC) expressed in ug mL™", based on our pre-
vious study [8]. However, the antimicrobial activities of ILb-Ag
were not carried out because ILb may be one of the surfactants which
have antimicrobial potential. The MIC determination tests were per-
formed by using the automatic serial dilution method in LB broth
(microtitre). Bacterial and fungal inocula were prepared by diluting
an overnight broth culture to obtain the equivalent of approximately
10° cell mL™'. The MIC values of each Ag nanoparticle are shown
in Table 1. ILa-Ag showed broader and higher bactericidal and fungi-
cidal activity than that in the surfactants based on the imidazolium
and pyrrolidinonium salts that were investigated in our previous
work [8]. It is believed that the extremely large nano-scale surface
area will allow for effective contact with the given microorganisms,
leading to better MIC test results. We also compared the activity of
IL-Ag with commercially produced and widely used quaternary
ammonium substances (BAC and CPC). Details of MIC test of Ag
nanoparticles are described in Table 1. ILa-Ag shows much broader
antimicrobial activity spectra against fungus, Gram (+), and Gram
(—) microbes compared to those of BAC and CPC. MIC tests were
carried out for the [HEMIm|[BF4] itself in order to confirm that
the antimicrobial activity can be solely attributed to the Ag nano-
particles. [HEMIm][BF4] showed no activity against any of the test
organisms. This shows that only the silver nanoparticles capped by
the cation are responsible for the antimicrobial effect.
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CONCLUSION

In summary, we have successfully prepared Ag nanoparticles in
the water-phase via reduction by using a protective IL without add-
ing any reductants. A new water-phase synthesis of silver nanopar-
ticles using 1-(2-hydroxyethyl)-3-methylimidazolium tetrafluorobo-
rate (HEMIm][BF,]) and 1-(2-hydroxyethyl)-2-methyl-3-dodecylim-
idazolium chloride (|C,,HEMIm][CI]) was described. The suggested
mechanism of converting alcohol to aldehyde in the IL was sup-
ported by the Purpald test. We also found that the size of IL-Ag could
be tuned by varying the side chain length of the cation. This method
employs HIL as a stabilizer as well as a reductant, and is an effi-
cient and effective strategy for preparing metal nanomaterials. Fur-
thermore, though the MIC tests are preliminary, the IL-Ag is proven
to act as a potential agent with both antibacterial and antifungal ac-
tivity.

ACKNOWLEDGMENT

This work was supported by Grant No. R01-2003-000-10300-0
from the Basic Research Program of the Korea Science & Engi-
neering Foundation and also partially funded by the Brain Korea
21 Project.

REFERENCES

1. K.-S. Kim, S. Choi, D. Demberelnyamba, H. Lee, J. Oh, B.-B. Lee

and S.-J. Mun, Chem. Commun., 828 (2004a).
2.D.R. MacFarlane, J. Huang and M. Forsyth, Nature, 402, 792
(1999).
3. J. Dupont, G S. Fonseca, A. P. Umpierre, P. F.P. Fichtner and S. R.
Teixeira, J. Am. Chem. Soc., 124, 4228 (2002).
4.K.-S. Kim, D. Demberelnyamba and H. Lee, Langmuir, 556
(2004b).
5. K.-S. Kim, D. Demberelnyamba, S.-H. Yeon, S. Choi, J.-H. Cha
and H. Lee, Korean J. Chem. Eng., 22, 717 (2005).
6. N. Toshima and T. Yonezawa, New J. Chem., 1179 (1998).
7.C.-L. Lee, C.-C. Wan and Y. Y. Wang, Adv. Funct. Mater., 344
(2001).
8. D. Demberelnyamba, K.-S. Kim, S. Choi, S.-Y. Park, H. Lee, C.-J.
Kim and I. D. Yoo, Bioorg. Med.Chem., 12, 853 (2004).
9. S.-H. Yeon, K.-S. Kim, S. Choi, J.-H. Cha and H. Lee, JPCB, 109,
38, 17928 (2005).
10. S. Choi, K.-S. Kim, H. Lee, J. S. Oh and B.-B. Lee, Korean J. Chem.
Eng., 22,281 (2005).
11. J. Pernak, K. Sobaszkiewica and 1. Mirska, Green Chemistry, 5, 52
(2003).
12. N. Toshima and T. Yonezawa, New J. Chem., 1179 (1998).
13. T. Teranishi, M. Hosoe, T. Tanaka and M. Miyake, J. Phys. Chem.
B, 103, 3818 (1999).
14.].J. Cournoyer, T. Kshirsagar, P. P. Fantauzzi, G M. Figliozzi, T.
Makdessian and B. Yan, J. Comb. Chem., 4, 120 (2002).
15. H. B. Hopps, Aldrichimica Acta, 33, 28 (2000).

Korean J. Chem. Eng.(Vol. 24, No. 5)




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /ENU (Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /KOR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee575284e8e9ad88d2891cf76845370524d6253537030028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f0030028fd94e9b8bbe7f6e89816c425d4c51655b574f533002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c9069752865bc9ad854c18cea76845370524d521753703002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f300290194e9b8a2d5b9a89816c425d4c51655b57578b3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


