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Abstract

Project Code : TRG5780043

Project Title : Rapid detection of mutans streptococci by substrate specific
binding of automutanolysin

Investigator : Panida Thanyasrisung
Faculty of Dentistry, Chulalongkorn University

E-mail Address : panida.t@g.chula.edu

Project Period : 2 years

Chair-side rapid detection of mutans streptococci is an important aid to clinical
dental caries risk assessment. Rapid Streptococcus mutans detection tools are available
on the market but there are a small number. Automutanolysin (Aml) is a peptidoglycan
hydrolase whose cell wall-binding domain (CWBD) has substrate-specificity towards
mutans streptococci. This study aims to develop a rapid detection assay using CWBD
conjugated with horseradish peroxidase (HRP). However, the recombinant protein was
an insoluble form. Therefore, magnetic nanoparticles were used as an alternative
reporter to conjugate with CWBD (CWBD-conjugated MNPs). Magnetic nanoparticles
were grafted with poly(acrylic acid) (PAA) providing active carboxyl groups for
conjugation with CWBD of Aml. To determine binding ability and specificity of CWBD-
conjugated MNPs against mutans streptococci and Streptococcus sanguinis and
Streptococcus salivarius, the composite particles were mixed with single-species
bacterial solution and then isolated with external magnet. The isolated CWBD-
conjugated MNPs were then re-suspended in phosphate buffer saline. Bacteria-bound
CWBD-conjugated MNPs were separated from unbound one by vacuum filtration

through a 0.8 pm nitrocellulose filter membrane. There was a linear relationship



between the intensity of colored spots of filtered-MNPs on a membrane and the number
of mutans streptococci (range 102-107 CFU/mI) but not with other two streptococci.
Addition of 3,3',5,5'-Tetramethylbenzidine (TMB) and hydrogen peroxide (H,O,) enhance
a signal of MNPs and thus improve the detection limit. For clinical application, the
detection ability against mutans streptococci in mixed culture and also patient’s saliva

will be further examined.

Keywords : Rapid detection, Streptococcus mutans, mutans streptococci, magnetic

nanoparticles and peptidoglycan hydrolase.



Executive Summary

Caries risk assessment (CRA) is a method that evaluates the risk of caries
development in an individual. This method allows dental professionals to be more
efficient and to provide successful prevention and treatment. CRA assesses an
individual's risk based on several factors such.as past caries experience, dietary habits,
socioeconomic status, and laboratory tests (bacterial caries activity tests, salivary flow
rate and buffer capacity). For microbiological caries activity test, bacterial culture is
necessary. Since this process requires specific laboratory supplies and time to grow
bacteria, it is not practical for rural areas. Currently, a rapid detection kit based on
antigen-antibody reaction is available in markets. Gao and colleagues reported that this
kit could determine the number of S. mutans in saliva samples more accurately than the
culture-based method [1]. However, the classification of caries risk is still based on the
salivary MS levels obtained from the culture-based method.

Automutanolysin (Aml) is peptidoglycan hydrolase showing substrate specificity
towards mutans streptococci (MS) but not to other oral streptococci. The substrate
specificity to MS is corresponded to a cell wall binding domain (CWBD) of Aml. With
this unique ability, CWBD can be a probe for detection of MS. To visualize the target
bacteria, a chromogenic/fluorescent reporter is required. The enzyme horseradish
peroxidase (HRP) catalyzes the oxidation of substrates in the presence of hydrogen
peroxide, resulting in a colored product. At the beginning, we constructed the
recombinant protein between CWBD and HRP but the purified protein was in an

insoluble form.



Recently; magnetic nanoparticles (MNPs) became a novel method to
isolate/concentrate targeted-bacteria even in a dilute sample containing various
background materials due to their reaction to magnetic field. Moreover, MNPs exhibit
brown color that can be detected by naked eyes. Therefore, the aim of this study is to
develop a semi-quantitative rapid detection assay of mutans streptococci using CWBD-
conjugated MNPs.

Magnetic nanoparticles (MNPs) were synthesized by solvothermal method and
then grafted with poly(acrylic acid) (PAA). Surface-grafted PAA provide carboxyl groups
for conjugation with cell wall binding domain (CWBD) of Aml. For CWBD, his-tagged
CWBD proteins were expressed from a recombinant CWBD plasmid in Escherichia coli
BL-21. The proteins were then purified using HIS-Select” Nickel Affinity Gel under
native condition. The active fractions were pooled and dialyzed against 0.1M phosphate
buffer (pH 6.8). Purifed-CWBD proteins were immobilized on PAA-grafted MNPs by
EDC/NHS coupling method. To determine recognition and differentiation abilities of
CWBD-conjugated MNPs, mutans streptococci, including S. mutans and S. sobrinus,
and other two oral streptococci (S. sanguinis and S. salivarius) were used in the study.
Each of bacterial culture was prepared in various concentrations in a range of 102 to
10’ CFU/ml. Each culture was then mixed with CWBD-conjugated MNPs and incubated
at 4 °C for 30 min. After incubation, the CWBD-conjugated MNPs were isolate from
culture by an external magnet and then re-suspended in 0.1 M phosphate buffer saline
(pH 7.4). The suspension was filtered through a 0.8 um nitrocellulose membrane by a
vacuum. Bacteria-bound CWBD-conjugated MNPs were remained on the membrane
since their sizes are larger than the size of membrane pores. The color intensity of

bacteria-bound CWBD-conjugated MNPs spots on a membrane were quantified using a



scion image. We found that mutans streptococci exhibits higher color intensity than the
other two oral streptococci. Moreover, the linear regression analysis showed the strong
relationship between the colored intensity and the number of bacteria which means the
color can used to approximate the number of bacteria. All of these results indicated a
potential to develop the CWBD-conjugated MNPs as a chair-side mutans streptococci
detection tool for distinguishing the high caries risk group (mutans streptococci >106

CFU/ml) from other groups.



Introduction to the research problem and its significance

Dental caries still remains an important oral health problem in many countries. It
is caused by multiple factors such as cariogenic bacteria (S. mutans and S. sobrinus),
fermentable sugars, host factors and time. All these factors are different among
individuals leading to the difference in caries development. However, the management
of dental caries in many countries including Thailand did not focus on individual risk.
The high-risk caries patients receive the same treatment and prevention as the low-risk
caries group. This may be a reason why the prevalence of dental caries has remained
at the similar level for more than 20 years in Thailand [2].

Caries risk assessment (CRA) is a method that evaluates the risk of caries
development in an individual. The method allows dental professionals to be more
efficient and successful in planning for prevention and treatment. CRA assesses an
individual's caries risk based on several factors such as past caries experience, dietary
habits, socioeconomic status, saliva characteristics, and the amount of cariogenic
bacteria [3-5]. Most factors can be tested at the chair-side except bacterial detection.
There are commercial bacterial detection kits that are more convenient and easier to
use than conventional ones. However, they still require laboratory supplies, expensive
equipment and incubation time that are not practical for working in community dental
services [B, 7]. In the past few years, commercial S. mutans rapid detection kit based on
antigen-antibody reactions became available. The assay used monoclonal antibodies
specific for S. mutans as a probe. The kit could determine the number of S. mutans in
saliva samples more accurately than the culture-based method [1]. However, the
classification of caries risk is still based on the salivary MS levels obtained from the

culture-based method.



Automutanolysin (Aml) is a peptidoglycan hydrolase produced by S. mutans. The
enzyme selectively digests S. mutans and also S. sobrinus, which are bacteria causing
caries in human[8]. This substrate specificity towards cariogenic bacteria is related to a
cell wall binding domain (CWBD) of the enzyme (unpublished observation). So, CWBD
has a potential to be a specific probe. Magnetic nanoparticles (MNPs) have been an
interesting novel material used for bacterial detection since they, with some
modifications, can separate targeted-bacteria from biological samples by using an
external magnet and exhibit detectable color[9, 10]. The color can be semi-quantitated
by naked eyes, so it is useful for the development of tools to be used in community
health services.

Therefore, the objective of this study is to develop a rapid mutans
streptococci detection using a conjugation of the cell wall binding domain of Aml

and magnetic nanoparticles.

Objectives

1. To develop a probe specific to mutans streptococci for rapid detection assay
using a genetically engineered CWBD of Aml linked to HRP.

2. To develop a probe specific to mutans streptococci for rapid detection assay
using CWBD of Aml conjugated with PAA-grafted MNPs.

3. To evaluate the specific affinity of CWBD-conjugated MNPs to mutans
streptococci.

4. To examine the quantitative ability of the chromogenic assay in the detection

of mutans streptococci.



Research methodology

Objective 1) To develop a probe specific to mutans streptococci for rapid detection

assay using a genetically engineered CWBD of Aml linked to HRP.

+ Construction of CWBD-HRP fusion gene and expression of CWBD-HRP
protein
Plasmid pET-26b (+) containing HRP gene with a directed evolution
(PETpelBHRP1A6Kan, Biotechnol Progress, 1999: 15: 467—-471.) was a kind gift of Prof.
Frances H. Arnold (Caltech, CA, USA) (Fig.1A). The HRP gene was inserted into the
vector as a fusion to the signal peptide pelB enhancing protein solubility. CWBD of Aml
with 6xhistidine tag was constructed in pColdlll vector with capA gene (Fig.1B). The
gene also helps in protein solubility.

A) HindIII B) Xhol

HindIIX

ET26b(+)-HRP-2pelB pColdIII-PT4~6xHis
P (6313 bp P 6640 bp

Figure 1 A) HRP gene in pET26b(+) vector and B) CWBD gene with 6xHis in pColdlll
HRP gene with pelB sequence was amplified by PCR with Ndel restriction sites and

was inserted into pColdlll-CWBD-6xHis plasmid (Fig. 2).



pColdPTA-HRP
7636 bp

1

INSERT
FRAGMENT

Insert at Insert
Ndel (272) Ndel (6) — Ndel (1002)

Ndel /XhoI

Ndel sNdel
{

peiB leader

HRP-1pelB PCR
1010 bp

" Hindr

pColdIII-PT4-6xHis
6640 bp
Figure 2 Construction of CWBD-HRP fusion gene in pColdlli vector.

The expression of 6xHis-tagged HRP-CWBD protein (size ~ 120 kDa) was
induced by the addition of 1 mM isopropyl-3-D-thiogalactoside (IPTG) and incubated at
15°C for 24 hours. The bacterial cells were collected and broken by osmotic shock
method. The periplasm, cytoplasm and total cell extracts were run SDS-PAGE gel and
stained by Coomassie Brilliant Blue to examine the protein solubility. The protein was in

cytoplasm that is an insoluble form (Fig. 3).

--perf---  -—-cyto--- ---total--

PTG

Osmoticshock

Figure 3 The expression of CWBD-HRP protein (120 kDa)



To improve the protein solubility, we varied IPTG concentration from 0.1-
1mM in order to reduce the rate of protein synthesis. We also changed the growth
medium by adding 1% glucose to repress induction of the /ac promoter by lactose which
is present in most rich media and adding 1% sorbitol to increase osmotic pressure for
accumulation of osmoprotectants to stabilize the native protein structure. Moreover, we
changed the vector from pColdlll to pCold ProS2 that facilitate correct protein folding.

However, all conditions could not yield soluble proteins.

Objective 2 To develop a probe specific to mutans streptococci for rapid detection
assay using CWBD of Aml conjugated with PAA-grafted MNPs.
» Preparation of CWBD of Aml|
Escherichia coli BL-21 carrying a recombinant CWBD plasmid were grown in LB
broth at 37 °C until reach ODgoonm Of 0.4-0.6. The expression of 6xHis-tagged CWBD
proteins was induced by the addition of 1 mM isopropyl-R-D-thiogalactoside (IPTG) and
incubated at 15 °C for 24 h. The proteins then were purified using HIS-SeIect® Nickel
Affinity Gel (Sigma-Aldrich Corp., St. Louis, MO, USA) under native condition. The
active fractions were pooled and dialyzed against 0.1 M phosphate buffer (pH 6.8). The
concentration of protein was measured by using the Bradford protein assay.
+ Preparation of PAA-grafted MNPs
Magnetic nanoparticles (MNPs) were synthesized by solvothermal method (Shim
et al., 2014). Briefly, 1.35 ¢ of iron chloride hexahydrate (FeCl;*6H,0) was dissolved in
20 mL of ethylene glycol with vigorous stirring. After the solution became colorless, 3.6

g of sodium acetate (NaAc) was added with continuous stirring for 30 min. at room



temperature. Then the mixture was transferred into a 50 mL Teflon-lined stainless-steel
autoclave and reacted at 200 °C for 12 h. After the reaction completed, the autoclave
was cooled to room temperature. The formed black Fe;O, nanoparticles were collected
under external magnetic field, rinsed with ethanol for 10 times, and dried at 60 °C to
yield black powder of MNPs (69% yield).

Poly(acrylic acid) (PAA) was grafted on MNPs surface by a grafting form
method. Firstly, 0.1 g of MNPs was dispersed ultrasonically in 100 mL of 9:1 (v/v)
ethanol-water mixture containing 1 mL of ammonia solution for 30 min. One mL of 3-
aminopropyltriethoxysilane (APTES) was added dropwise to the dispersed solution. The
mixture then was stirred at the room temperature for 12 h. The APTES-modified MNPs
were isolated using an external magnet, washed with ethanol for several time and then
were vacuum dried. The APTES-modified were immersed in 20 mL DMF containing
ACVA (37.5 mmol), DCC (47.0 mmol) and DMAP (3.74 mmol) at room temperature for
20 h under nitrogen atmosphere. After a reaction was complete, the product was rinsed
thoroughly with DMF and ethanol for four times each. The obtained initiator-immobilized
MNPs were then placed in a vial containing ACVA (0.5 mmol), CTA (5.0 mmol) and
acrylic(acid) (0.8 mol) in 10 mL of milli-Q water. The mixture then was heated at 70 °C
for 20 h under nitrogen atmosphere. The resulting surface-grafted PAA were removed
from the vial and washed with ethanol and milli-Q water, respectively.

+ Conjugation of CWBD on PAA-grafted MNPs by the EDC/NHS coupling
method

Five mg of PAA-grafted MNPs were dispersed in 1 mL of 0.01 M PBS (pH 7.4).

0.1 mL of EDC (2 M) and NHS (0.5 M) were added to the mixture and then incubated



for 30 min at room temperature with shaking (240 rpm). 0.1 mL of CWBD proteins (1
mg/mL) were added to the mixture and incubated for 24 h at 4 °C. Finally, CWBD-
conjugated MNPs isolated using an external magnet and rinsed with 0.01 M PBS (pH
7.4) and milli-Q water, respectively. CWBD-conjugated MNPs were stored at 4 °C until

use.

Objective 3 To evaluate the specific affinity of CWBD-conjugated MNPs to mutans
streptococci.

The binding affinity of CWBD-conjugated MNPs was tested with S. mutans
UA159, S. sobrinus OMZ176, S. sanguinis ATCC10556 and S. salivarius DMST18781.
Bacteria were cultured in brain hear infusion (BHI) broth at 37 °C, 5% CO, with shaking
(180 rpm) for overnight. The optical density of overnight cultures was measure at 600
nm (ODgoonm) @nd then was adjusted to ODggonm Of 0.1. The adjusted cultures were then
incubated at 37 oC, 5% CO, with shaking (180 rpm) to obtain ODgygnm Of 0.5 (= 1010
CFU/ml; log phase). The cultures then were diluted to 10G CFU/ml with 0.01 M PBS (pH
7.4). The colony count was performed to confirm the number of bacteria (before
treatment).

0.1 mL of each tested bacterial cultures was mixed with 0.2 mL of CWBD-
conjugated MNPs solution (0.15 mg/mL in 0.01 M PBS (pH 7.4)) and added 0.01 M
PBS (pH 7.4) upto 1 mL in a 1.5 mL tube. For a control group, bacterial cells were
substituted with PBS. All tubes were then incubated for 30 min at 4°C. After incubation,

a magnet was used to isolate CWBD-conjugated MNPs from a mixture. The supernatant

liquids were transferred to a new tube and then plated on BHI agar plates to perform



the colony count (after treatment). CWBD-conjugated MNPs were re-suspended in 0.1
mL of 0.01 M PBS (pH 7.4). 50 uL of the suspensions were filtered through a 0.8 pm
nitrocellulose membrane with a vacuum. The bacterial-bound CWBD-conjugated MNPs
were then retained on the membrane since their size was bigger than the membrane
pore size. The color intensity of the spots on a membrane, which reflected the amount
of bacteria, was quantified by scion image for windows, beta 4.0.2. The experiment was

performed 6 times.

Objective 4 To examine the quantitative ability of the chromogenic assay in the
detection of mutans streptococci.

The experimental protocol is same as in objective 2 except the dilution process.
To examine the quantitative ability, the log phase cultures were serially diluted ten-fold
from 10 to 10° CFU/ml with 0.01 M PBS (pH 7.4). After filtration, the color intensity of
the spots on a membrane was quantified by scion image for windows, beta 4.0.2. The
experiment was done in triplicate. The capture efficiency (CE) of the CWBD-conjugated
MNPs was determined by colony count (CFU). The CE was calculated using the
formula:

CFUpetore~CFU 4ter/CFUpgrore X 100.
Furthermore, the relationship between the color intensity and the number of

bacteria was analyzed by a simple linear regression.



Results and discussion
CWBD-conjugated NMNPs showed a substrate-specific binding ability towards
mutans streptococci but not to S. sanguinis and S. salivarius.

A substrate-specific binding ability of CWBD-conjugated MNPs was determined
against 4 oral streptococci (106 CFU/ml) and a control without bacteria. The color
intensity of CWBD-conjugated MNPs on a filter membrane with 0.8 pm pore size
represents bacteria-bound CWBD-conjugated MNPs. S. mutans UA159 and S. sobrinus
OMZ176 which are cariogenic streptococci exhibited higher signal intensity than the
other two oral streptococci (Fig. 1). Based on the color intensity, we could apparently

differentiate cariogenic streptococci from others with the naked eye.
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Fig.1 Signal intensity of bacteria-bound CWBD-conjugated MNPs on a nitrocellulose
membrane.

Moreover, we determined the number of bacteria before and after binding to
CWBD-conjugated MNPs by counting the colony. As seen in the figure 2, the number of

S. mutans UA159 and S. sobrinus OMZ176 was decreased dramatically after binding to



the CWBD-conjugated MNPS but not found this finding in S. sanguinis ATCC10556 and

S. salivarius DMST18781.

Before After Before After

S. mutans
UA159

S. sanguinis i
ATCC10556 i

VS salivarius
DMST18781 |

S. sobrinus
oMz176

Fig. 2 Photographs of tested oral streptococci colonies on BHI agar plate before and
after binding to CWBD-conjugated MNPs. The white numbers represent the number of
bacteria (CFU/ml).

The capture efficiency of the CWBD-conjugated MNPs for S. mutans and S.
sobrinus were 77 and 69%, respectively, whereas that for S. sanguinis and S. salivarius

(non-MS) was 38 and 15%, respectively.

CWBD-conjugated MNPs exhibits semi-quantitative measurement ability in
cariogenic streptococci detection.

Since the caries risk prediction relates to the number of mutans streptococci, the
semi-quantitative measurement ability of CWBD-conjugated MNPs was determined. We
found that the color intensity of bacteria-bound CWBD-conjugated MNPs remaining on
0.8 um pore size membrane show a strong positive relationship with the number of
bacteria (Fig. 3). Moreover, the regression coefficients of S. mutans and S. sobrinus

indicated that the color intensity increased by 11.35 and 10.92, respectively for each log



CFU/ml which are approximately 3 times of those of S. sanguinis and S. salivarius (b =

3.70 and 3.81, respectively) (Fig. 3).
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Fig. 3 Relationship between signal intensity and log 10 (CFU/ml) of S. mutans UA159
(A), S. sobrinus OMZ176 (B), S. sanguinis ATCC10556 (C) and S. salivarius
DMST18781.

r = correlation coefficient and b = regression coefficient.

Conclusion

The colorimetric assay using CWBD-conjugated MNPs had an efficiency to bind
to MS and distinguish MS from the other two predominant streptococcal species in oral
cavity. Moreover, the color intensity of CWBD-conjugated MNPs can represent the semi-

quantitative number of bacteria in range using in caries risk assessment (CRA).



Therefore, it could be developed into a visual MS detection tool for CRA. However, to
develop this method for clinical applications, we need to perform the experiment using

saliva, which is more complex than single species culture.
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Introduction

1

Results

Chair-side rapid mutans streptococci detection
* An important aid to clinical dental caries risk assessment.
Automutanolysin (Aml)
* A peptidoglycan hydrolase, an enzyme that cleaves glycosidic bonds
within peptidoglycan structure of bacterial cell wall.
* Two domains: a C-terminal catalytic domain and an N-terminal cell
wall-binding domain (CWBD).
* Its CWBD has substrate specificity towards cariogenic streptococci;
S. mutans and S. sobrinus.

I Objective

|

To develop a visual detection assay using magnetic nanoparticles
(MNPs) conjugated with CWBD of Aml.

L Materials and Methods

Immobilization of CWBD on MNPs-PAA

CcwsD

yoor
MNPs-PAA CWBD-conjugated
MNPs

EDC = 1~ethyl-3-(3~dimeihylaminopropyl)carbodiimide
NHS = N-hydroxysuccinimide

Determination of binding ability and specificity of CWBD-
conjugated MNPs against MS and other oral streptococci

magnetic
separation

1. supematant
femovat

RS

»

%h CwBD-canjugated

RN nps
%
o o o P — PS.screenprinted paper
35} streptococe! w e e s oo

magnet

Capture efficiency (%) = {(Cpetore ~ Catter)/ Chefore} X 100

The color intensity of CWBD-conjugated MNPs bound to MS was
higher than those bound to the non-MS.

60 -
10

. H Il

v 05 anv® T g
oo @ o c’sgaq“‘ o

Signal intersity (a.u.)

N
=]

The number of MS after binding to the CWBD-conjugated MNPs
dramatically decreased compared to those before binding
whereas non-MS were not.

Before After

After

Before

S. mutans
UA159

S. sanguinis
ATCC10556 §

S. sobrinus
0oMzZ176

S. salivarius |
DMST18781

The capture efficiency of the CWBD-conjugated MNPs for S.
mutans and S. sobrinus was 77% and 69%, respectively, whereas
that for S. sanguinis and S. salivarius was 38% and 15%,
respectively.

Conclusion
* These results suggest that the colorimetric assay using CWBD-
conjugated MNPs can specifically bind to MS and could be
developed into a visual MS detection tool.
* Future studies: detection ‘of ‘mutans streptococci in 'saliva
samples
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wisaflafinsiamulilunismsiamide (sensitivity) atispeay 97.6 udlianudnig (specificity) 1ie

$away 90.6 whtuilaisuiunisasaaniedsisealnsl #3819 (real-time PCR) ﬁquﬁ%’al{ﬁ{luﬁﬁﬁué’u
[3 &l . q"o a a d (Y]

MU (It J Paediatr Dent, Vol 22, p 363-368, 2012) ewgilvinliiAauunAnfiaeian
o -J [ [ =\ < ﬂ'd 3
F8nsamantaly wazanusuwstuideiunud ansulnnosla AUTERNT A NUINTY

wazdanaiunalasenian

wulwiuilalnauan lalasiad (peptidoglycan hydrolase) Wuteulesiwuldlunueiideoiiou
ynudia SwdihilunisdesaaauilalnauaudaiulassaireiwuldluniseadvosuuadiFemly
TnoiamsuuaiiZounsuuan (Gram positive bacteria) udifilassadraiflinuluwadvomyud ulai
Sunumddgsionmsudeds wasuendvengaduuaiiie 21n3189udETRT wasaINITefkuLN
windeawnsulnnenda faunud (Streptococcus mutans) wamevlwiiuuilalnauau lalasiaadegn
filedn selnngluladu (automutanolysin) viawotduuea (Aml) Afaruswnslunstosaaods
ansUlnranda funud (Streptococcus mutans) wazawnsUlnronda sauida (Streptococcus
sobrinus) seglunguiofiawnud awnsulnrsala (mutans streptococei) Suiudanguhdyndunils
domaAnlseituy wasuiitandsfldlumsussiuasmdedunaialsaituy Tassaieveneuleii
Usgnoufudaunsnexiilu 979 # Shwinlnanauszunu 104 Alamady wesilaaslawundnliud an
aladnlnuegnisilwanefumyasuenda (C-terminal catalytic domain) Seiunuwlunisteteane
wiawed wardnlawuegihvaedungesiluimindlunsfufumiaead (cell wall binding domain)
Faflmmsunsudeiiunud awsulaneala (Microbiol Immunol,, Vol 50, p 729-42, 2006 Wa
avibinsUsummamigeEnuanil US 7,776,325 B2 uas US 8,852,584 B2) Memnusuwieimnyinig
dasotulneiondrunanladnlaunililunsdoaarsnuilalnaunueanly Aasanunsnldionles
sndniflumsuiuaiivadveadefiownud @msulnanonln (probe) iileltlumsamataviinuveade
4

Tunsnnainviumesdeuuaiidelfimstaunssuiinmaavaseyniaushudnulud
aungonnvimBnaveatefiumud awsulnrenlaftanunsadiuralffemvdn faildlaensdain
Tawuduiusiuvedveaouleiedunsaiuaumautivinuilu (magnetic nanoparticles, MNPs) fiil
wuadaud 5 8 500 wiluas nnedumsussneveynaiimusmstudeinmud ansulonsn
la Taevialueymeuslmdmnluiifenlfinduwuuinuilng (Fe;0,) viounnglust (y-Fe,0,) fantad
ausonsuaUDiaauNLminaauanlfedeiaga dgautidinanivihldoyaaudiminulu
awnsodnlilumsuenideuuaiiFilasnamuguiaunuuivinaieuen WeuueiliFefuenunlids
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finnuuigns wazdreremsniiaindelu wazsiodrlunsesuuuidentiu (selective filtration)
AU LY J o ] ' 1] ' ) ] 2
asusgnovsymaifuiudenuafiierziseg uuuiuususiliaunsodugnuuesusuaus e
a duv o & o 'Y v [ o ' t
TnevsinaesansussnevsymanduiuidenupilFarsul stunseiuanuiduvesduuwiuasiusy 3a
a &‘ o of a d' a vy ! . . . .
ausaieseim@swuafiGolanauinnaldmeniuan (semi-quantitative analysis)

o e a ' 25 o A‘
figndunsnenunssdseumaudivdnuniusieuiveduillunisduiueuunfie Tasan
swsuwuinnsainsdneynmauivinnlusfweviueii eymeaunsadusudewvaiidels
a aw Y} a o o AR a o a d o
mudvdUnsUssmaanigosniavi 8,883,455 uazlaad 9,201,066 widtlsiflenddelafaduigaiu
ad a T = v e & o ‘ v
nssdsnskdneyMaklmdnuluiasnsansiniauiinasdefaunud amsulnaenala lagldoynia
1 a U A (-7 LY s LY 0= l;’ v
uivdmnluiefulawuiiduiusiusadvossulusiiedunen mavesmansraiaTunaadeiiamnsold
a o a v
Usgnaunasusziluanandeanisiialaniisle

faudsefisneaunsnsetausnaneadesialuaat Inifiadey (Salmonella
typhimurium) Iﬂaﬁﬂiiu"‘aﬁmwﬁmmqaqmﬂu.simﬁnuﬂum?aﬁwu.aua*ueﬁﬁﬁmmﬁmwwmzmﬁ’u
W shunsasaiussswiajanfuendauuiiuinreseymauiiuuivin uasmyesiluveauouiued
Taold 1-1efia-3-Glawdaafiulnsfia) arsludlaludlalasnaslsd (1-ethyl-3-(3-
dimethylaminepropyl) ~carbodiimide ~hydrochloride; EDC) {uSioiaudgaiu egnslsfiniaunuide
fnamssautymmannaiadsanamududuifigauesuuaiiFoiannsansiataldtadinge
ffuemsinssdimandaveduedadlivuiuiveseymaielilfoymausiugnunluftannse
avvindelunadilduazannsansiatadeldedieiusedniam (Anal. Chem., Vol 406, p 406-
866, 2014)

wonaniidafineaumsinemediweiinaduuiuioveseymauivinuily iedieshls
oynadianaaiesnnty ldemsinmenduueseymanazannsonszanedeglumsazameliisedy &
nuAtewZsufteuaniinisnssaneds wasenueissvessynawivdnunluinds waghilfsdoned
wed Teglddansizieymansiudnunluniwisenedesaidnuedn (poly(acrylic acid)) wienedalniu
(polystyrene) asuLiud Fuainoymauluwsimdnniuiasentuleleu eiiavywesesnlad
(peroxide group) VUL Teagvimih i fuasiiduufaten uadld 1daedialalvlowleen (1-
phenylethyl dithiobenzoate; PVB) vimthilduansanelould (chain transfer agent) Uluiijngen
wodlalngtuluuauAn  (controlled  polymerization) f3enalnuuy reversible  addition-

b 4 ' o o v a aa a b=t a
fragmentation chain transfer (RAFT) a¢ldeymawimdnunlufinisdenedozaddnuedanioweddln
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& a ) -] 1 i Mo e a < & oa
wudmwsansgaeda  uaslinnuddssfinioyaiawivdnunluilidldedswedwesasuuiiui
(Macromolecules, Vol 27, p 1665-1669, 2006)

uwanamihiuaulalunsiuupiuiarestanfenedwesie manisuiunediuedussy
(polymer brushes) FaflunedwesfiiiuaevesldifnmildnfinuuRuindetuslaniaud (covalent
bond) vil¥ladesamlunsBafnuuiufingandinisgadumenienin (physical absorption) N3
wisunodwefusuioundsndauisemedinelnstusiSuanituia (surface-initiated
polymerization) shtiprmenivedinedimaamsamunuidmnliugissmeaelswiuuuaiug
(controlled polymerization) LU atom transfer radical polymerization (ATRP) Waw reversible
addition-fragmentation chain transfer (RAFT) (Prog. Polym. Sci., Vol 25, p 677-710, 2000 uaz
Chem. Rev., Vol 109, p 5437-5527, 2009) Tngasdimaniiuasmenwusswedie fufatutusiinves
uouewaf (monomer) Mdonliftunsdanses

m‘itlssawﬁﬁaulaﬁazm%fﬂwaa‘l.ua%u%'wa\swaﬁasﬂ%amm%m (polyacrylic acid); PAA) asuu
Hunvesaymausindnunlu  HuUfA3en uas reversible addition-fragmentation chain  transfer
polymerization Tnelastairsvasnadimeiuieiiminiiuenda (carboxyl group) Feaansndnfintumy
auiilu (amino group) vastawTimTfiTuAURTaEad (cell wall binding domain; CWBD) tiunns
Rauszielud  (amide bond) W FesunsafalaumnilliuFinusnn dealdasussneveynindl
Ysramnmlunsaseimideriaty

ANEUTLALARINY MU YRIN TUTERYY

a & d 1 [ ada a = v W g £
nsUssivgilineatesfunssudinsuiinansuseneusyniaiarnnsaduiuidenalanfuy
H o ° Lo - Y R 4 & vy ! }
IfpghsdnmedmiuldlunsnesnuaznsaindenslsnfiugiBansuianaldfenidl Usznausaueae
L] = d o 9 dwr a o/ ¥ ! ! (3 a
nssiismswseNlaumvaseuluiivimihiduivuingadueudenslsafiuregiedunie waenssuisns

a [}

o ° a \ a a v o v )
wdmoynaulmdnuily ssulaenmailawuveseuludeslniimzluladuiviwiinndufuniagad un

33

-

) ) d v a cda I3 1 < a o a aa '
fadafuounawiivdnunlusSsmenediweiniivyileidudungasvendanionadozasanuedary

U

¢ a o ° v W o ¢
ol Bafiuansussneveymaiiipnudumumatuiudoiomud ansuinneala Tnslau

W
de v dw o o ¢ ey a & a ¢ - Y % #Ly
VYN RUIMIUNVAUASAFUUAININLAICHDLYDIILNUS akﬂilﬂﬁlﬂaﬂlﬂ ﬁdﬂ’mqimﬂﬂﬂﬂum‘ﬂ'}sl UL
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1 a ¢&d a o a ¢ P
AU IvIeYeIN TUsERv§ilendnansussnaveymaiindeienedinesuasininlaiuuges
wuledeslnanslulodudiannsoduiudedelsaituglietnsdumes Tnenssdglunsednansussneu

< <t ' v - ¢dl C o ' ¢ a o« a aa a
aymAldiBnmsndseymawlimiinunlutewedweiniivygiladdudunyarsuendavionedevaianueda

v
o) \'d [

ISR A a d o Y oo v a a YY)
ldaunsadadalawuninuindduiundagadladudiuauein dasaliiuussdnsamlunisduiv
\Telaasety

fasureuilisulaeda

o a daa 1 da ° o )
JUN 1 uamswanadiagnuanndfudaunianudunislunsdusiagad (cell wall binding
domain; CWBD) Mnieulesiealnfangluladu Weuresuawes pColdil

nsawemsussugianauysal

a Y A v Y aa a o Y !
nsUssAugiiisadestunssudsnsnanmsusznevayniaftanunsaduiuiderelsaiiun
' ° ) o & “® A vy i ad
ldagreaduwzdwivldlunisuenuazasiaiaenslsaiiugmdansusuinladeandan Sdupou
k9 ) ¢ o ) o < d YY) A" ] i
Uszneushemahlawuveusuledivhwihaduivaiuead Faunseduiuiderslanfiurlungy awsy
[ ) ot a1 o ‘o o et v a cda ¢
Tnrenlaldodeuinzindadamuiussieludiveymauindnurluindsmeneduesniwyfaidudy
[] < < o o a o 4 S o A:ﬂ o
mjavenda uienediosAsAnuedn (polylacrylic acid)) mm“i‘JumsUsznaueqmﬂwmmmmtmz‘lu
v : . ' - ! v Gv} 1 a A}
msfuiuienelinfiuglunguainitlorenla Tnenssuidtinanuseneusiuieduneudendail

¢senedunway ddusaulsenaugas

(1) Madrawanadagnuesl (recombinant plasmid) AifiBuveslamuilimihfidudu miivad
(cell wall binding domain; CWBD) snievlesfesiafiazliladu TaeBuanmsosnuulnsiadlv
dhanth wasdoundu (forward and reward primers) Mndduihndlalnd (nucleotide sequence) 984
wuleloalninsluladuifeglugrudeyavesiaunued s%a 189253514 (GenBank accession
AB253514) Tnedaudaslivnauans 5° vasinswesludrmihiiiaadlelnddaunsadaldfeioules
Xxho! Taeildrwuinadlelnddail 5’ AMACTCGAGGATGAGCAAMATS  uazdauaslinisany 5
saalnsweifounsuiindlolnddaunsadalidisoulesd BomHl  Taedidrduiianglalndeed
5' AMMAGGATCCTGGCAGAGCAACAGC3  anndunfluduaudulagldlasTulananidoansulnnonds
fnuvud WuABuewsliuu (DNA termplate) dunaiinufiengnldlwdineisa (polymerase chain
reaction; PCR) uddewiududidriunanes pColdill ﬁqﬁﬁ'ﬂttﬂﬂdﬁﬁﬁwﬁ’uﬁaﬂﬁia‘lwﬁwaﬂaaﬁﬁu
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(histidine) agmeTuddufiute (ONA sequence) ialtluduneunsvinlilusiuuigvs uaeiiduion
sUfTausuaufiddu (ampicillin resistant gene) tielflunsdnidenifofisunanaingnuay
Wilvlueadlidge uil 1) mathuadouinewanafingnueniliirgdeloae3ide Tala aeug BL-21
(Escherichia coli BL-21) (transformation) fadanidetsu wanaiagnuasihdlulsdugalasnsides
Wouuemsidsadeuiiaute Qi38-1ue3n1{l (Luria Bertani agar) AlefTrurueniddy (ampicillin)

(2) mswdntusiuanieleawedide Tala (Escherichia coli; . coli) ¥uwanafingnuasidnly
lédgs wazmsililusiuuigns TaeBuanniadeads £ coll aevug BL-21 Ailwaradagnay
(recombinant plasmid) vesuvadlauniiithiiduiusiasged (cell wall binding domain; CWBD)
mmau‘lﬁﬁaa‘lmﬁ'Jmﬂu‘la%u’lummﬂgm“gammqﬁ‘a-maéw'vﬁ (Luria Bertani; LB) ﬁﬁmﬂg‘j’z‘lws
wouAidau (ampicillin) irlusufigaitgf 37 esmneaidea 1luniardmdu (12-16 Falue)
deleuudodlfluyiuins Amursauaduemadoadainar L8 Aanujdiusuoniday
wlusuiiearaauldrnisganduuasil 600 wiluans eglutaessesulsianigu (og phage; 0.4-0.6)
nnhuitluoutgamgd 15 esmwalua Wunm 30-45 wid udSaduasazandlolelnsfia-wudh-i-
Ivlanuarlales (isopropyl-p-D-thiogalactoside: IPTG) 0.5-1 fadluans iwewieanhnisadrelusiiu

Y o < Pl ) v_ o ‘v v
yntnilveuiiquugi 15 esreaidea (luian 20-24  3lus udvimsiiuwadienisiiy
v ° ¢y v v '3 . ° a v
saemaiage ungadildavarelulada dvies (ysis  buffer)  wasihlvsiiliwadunnlaeg

o

. d o o < ° a 4
Bge (sonicaton)  iedivgldthliusiuignafreneluigadluinlduign

u

THndeeiilfinauana
Tnerpeduifiuenansauamusmg Gffinity column) F1aneduifaties Svies (wash buffer)
wazusnlUsiuesnanAsduifegiu Trires (elusion buffer) nsueniulusiviilsioanidudaus
(fractions) usazadrunenilldluiinseiiamaianefosadalusisadianlnsivida wwuieaiioa-na
(polyacrylamide gel electrophoresis; SDS-PAGE) Weudondiuneniis! U%mmiﬂiﬁumnﬁqw (active
fraction) ansaiu wasihlUlnesleda (dialysis) TuneaiminiWesendu (phosphate buffer saline;
PBS) ndemnifuvmsiinssimuimalusiufsuisutuauduturedusiivannsgu

(1) Fuaszvioymaudvdnuntudieitisluvesuea (solvothermal) Inudilasaunaslssian

w1l81ase (ron chloride hexahydrate) 0.01-0.05 Twan$ avanslulediau lnanea (ethylene glycol)
DY) a o ae al v Y a a ,

navasavawlidfulaeansasaeazsinanswisudiduinanady mntudnledioresdmm (sodium

acetate) Mty 0.3-0.7 Twand aslulumauiudruansavanslidnfuduig 30-50 U wéa
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Tacheansasansiiowgiemmueaimuiaedaummasuiolueuldauiouiigamgil 150-300 ae
wadea Wuan 14-18 i wiamniuinhusneynauindnuiluifesniseenandsesanelng
Taumwimdnmeuen d1veynedeenusandnilueuliinnuieuiionmai 50-80 swmwadua
wlisoymawsimdnulumuitfoinis

(2) sheymawimdnunTuiidaeasesilfnesyosiludadumiFulunsfiaygddelald
synawlimdnunTuiiedenldann (1) lunafunasiiussgeniues ududuse  3-esiilulnshalnsio
nendlaiau (3-aminopropyltriethoxysilane; APTES) wazansavmewenlanily winarsasaneliidniud

L%

gaumgiivies Wuiaan 10-14  Hlus ntiuheunauimdnnlulydefeieniues Tfouniausinen

1 a aan

da @ a a » ° A a o a T 3
ulunivyesfludunyssulunsitauiseanionsstiluldlunisiinans3i3a (initiator) Tudunis

Y

Fupsevinadwaiealy

(3) shnsnsmdnederaianuedauuiiufiavaseynausivinuily Tnsazane  4,4-Daleely
e8n wedn (4,4-bis(d-cyanovaleic acid; ACVA) 0.1-0.3 Twans, lalelratendannstud lelud 0.02-
0.05 Twang, (N,N’-dicyclohexylcarbodiimide; DCC) waz 4-lanuiaueliulnsdu (4-dimethylamino
pyridine; DMAP) 0.01-0.04 Twans Tulawfianasuilug (dimethyl formamide; DMF) aul#ansazany
i 36 dalus Agamgiviesaglusssmelulasiou mndudreasazmeiiludinaudod
ussqeymAkiminnluiisivyeriluiioteuldann ) vinsauilgungiivoaduam 2024 dalus
nthuheymauiminunlundhglnsfiavesinludiasionien mudiy Fedutuiasldoynin
wimanunluiidnassisy

(@) avane 4,4-Talygnluanadn wedn (4,4-bis (d-cyanovaleic acid; ACVA) 0.03-0.06 luans
way d-lgpnlu-g-iiaarsiuTuinledalnlowwunludn weda (4-cyano-d-phenyl  carbonothioylthio)
pentanoic acid) Fsimthiiduansdneleuld (chain transfer agent; CTA) 0.3-0.7 Taian§ luwoain
Uvefunduiiifien 7.4 (PBS buffer) uasiinususwesaitvyileidutumymiuanda uie asa3an
uo3m 00501 Tumd newasasaeliidhiudeumsloumsazansifludinufiussqoyniauivin
wluiinansiBuudinjisemeduelsiwduiigamgd 60-80 ssreaidea Tughaisfuduam 20-29
Halue theymawiwmdnuluildundrsheenuea wasth muddu vheymausimdnululfuds Ty
uilagldoymawiudnuniudinisenedwei v suoniavionoozaianuadn ioluldlunis

a W

o o Yy do w o ¢
fatulauivinwiihdduiurtagad
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(1) avane 1-tofia-3-(3-laufiatediulwifa) mﬁumidmﬂa‘tmﬂaahm (1-ethyl-3-(3-dimethyl

aminepropyl) carbodiimide hydrochloride; EDC) Avaitindy 0.1-0.3 Tuans wasidulansenddnddlud
(N-hydroxysuccinimide; NHS) aaadindu 0306 Twand  luvsavintMivedorduiiifies 7.4
o w : v v ow A ) ' d o2 v
MR AuEsasanelwLiniu mnuumaa'ﬁasmm‘i‘h]mmmun’muswaumﬂu,nmanuﬂuwmama
a ¢da 0 ¢ - a aa a & a w ¢ ad dasx
wotweininmivenda wienefesAltnuedauuiiuin avaglueawniviesyduniifie 7.4
| L YV QU d 2/ =l
winuasaranelidiuiigamgiivesunan 20-50 Wil

P d o v do o o < v v a o o oaa
2) LWNTWINUVWI'WTNWWQ'UﬂUNUQL‘Ylaaﬂqquwu‘uu 0.1-0.3 flaanfu/iiadans Ysuna 1-3 Haddns

Y & upd a =t y v o ‘ v v
faaliflgaumad 2 - 10 eswnwadua Wunan 20-2¢ Halus wdnhaymauimdnuluildlugage

) 3 d ’D’ o o o i L4 v v 1
woamniWioferduniifies 7.4 wazih sudeu yheymawiwdnuiluliiviy szldeynaudménun

gl

< Vv a a o dd - @ :J o L7 du o L7 ar
TunSedewediwesniivyasueniavionedovadanuedandnfniulawuivimihiduiusineaddmsy

£-J Qo .3 A‘ = ]
ihluldlunsdutudedunud ansulnrenaladelu

Bslumsussiugiign

1

wileuruildnarliudluidemsdiamemsuszivsinoasysol
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! - o a v J Y L9 a
waznsrvtadenslsaflugdeRsuiualdtemar ffunsuvssneudenailawures
‘J L o ar L S} U U J‘ { ' v 1 o
wulsimiwmihdudusineaddeaunseduiuenslsafluglunguawmsUlnnanlaldognedume

% o @ (-] o a e co & [y a a aa
dadafuaynnwivinnlunisowedwesnivyFsiduluniaivenda vienedasadn
a a ) da [ v o ¥ '
wedn iimluansussneveymanlianuduwirlunmsiuiudenelsaiuglunguainsulnaanle
o o v o & | o o
9B awseNasUssnaveymafiansadufiuwenalsailugliedrsdumzdmiuldluns
o & P vy ' o o i<t o
wenuazmsIvinlienelsadusgdsnatdnaldmenivan mudetiednd 1 Adnsnseulamuues
a0 v do o o ¢ o o & : v
wulwdfvimihiduiuniagadBeanunsaduividenalsafiuglundu awmsulnaenlaldegng
° & v
g dtuneulssneuniy

U

) a . . daa d o v dao
(1) msasrawanadiagnues (recombinant  plasmid) Afiguvaslawuiviuihiduiv

2

rifawad (cell wall binding domain; CWBD) annawlesiaelnfinnsluladu Inedendudutl
funames pColdill figniauladlsiitdrduiiandlalusvesdadiu (histidine) agnitludduiau
10 (DNA sequence) wialdlutungunavililusiuuiand uasiifudianesuiiaug (antibiotic
resistant  gene) il aldlunisdmienitodisunanafingnraudluluwadiddnge andu
\ndoudrewaradagnuauiliirgioioave®ide Tala (Escherichia  coli (transformation)
wdsntuinnsfaidendeisunaraingnrauiidaluld Tnedsadoluemsdeadedien
UiTuzeladefuiluwanadadiufadesnt

(2) mandelusiuanndisieaweside 1ala (Escherichia coli; E. coli) ﬁ%’uwmaﬁmqn
raadinlulgdnda uarnnsvinlililsfuusant Tredumnihnmsdeadeieaeside Tala e
msganduuasil 600 uiluwns oglutisssseutssminn (log phage) MntiuthiVeuitgumngdl
15 perrigaided \ue 30-45 wil wdRaduansavanelolelnsfia-Lusn-f-Inlenuanlaled
(isopropyl-3-D-thiogalactoslde; IPTG) wewdvnhmsaiulusiu mnﬂ"’uﬁﬂﬂauﬁqquﬁ 15
ssrnigade Wunan 2024 Falus wdvhmafuradienistiufennuige wimnduad
Tusiuneluead Tnensvinliiaadunn ihlusiuils luinliusanilaedueefinifuenansma
AWz (affinity column) wenifiulusiiuitlaeanidugauy (fractions) thusiazdiuueniils
IWmrsimeamaiianedezasanludiaadianlnsinida wuuleddiea-twa (polyacrylamide gel
electrophoresis; SDS-PAGE) Liteidendauuendifiuiunailusiusnniigs (active fraction) an
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sy wazihluleezladd (dialysis) TuweavnUivinesendu (phosphate buffer saline; PBS)
LY 5 ] a 2 Py L [ Y v <
wdamnduihnmsiieszinuiualusiu wisuifsuduamududusedlysiusnsgiu

aa - A [ . 7 A‘ ' 1 4 L) LJ U
nssinsidenansussneveymafisnininduiuideralsaiturldogradumzdmiuldlunis
o { cl o 2~V 1 ¥ <4 d
Lwnu,asmqmmﬁanaisﬂﬁuw@qmﬂsmm‘lﬂmﬂmnJm mudefiednd 1 AZinswioueynn

[] a a o

] a d o v a ¢da PRVE- ' P a & a a )
wiwmdnunlufiedidewefinesifinilatduiunymivandaviowsfesaitinuedafldunen
Usenaun’e

(1) wisulosaumaslsnanvilawmsa maududy 0.01-0.05 Tuans lwefidulnanea udy
Wulafenosdnnanududy 0.3-0.7 Taand augsavarslmdaiudunan 30-50 it il

v 1% o ’ o& ") &
sulvinnufouiigamgll 150-300 swueaded \uan 14-18 ¥alus ndsenifuueneynia
(a8 o v [V ) < 2 v v o %)
wimdnuiluiisesnsiaeldaunwivinaeusn deeynadisieniueaudnilveuliana
v o a N 'Y )
foufigamadl 50-80 svrnwaided vldnsayniauimanuily
a d =t 2 i a v

(2 Wuenivea adlulusyaraudimdnunludimieyldann (1) udwfudae
3-pefilulnsfialnsienendleiau (3-aminopropyltriethoxysilane;  APTES)  wagansavane

o ' uw vy o d Ay o ) Y v 8
walindly weransavareliidriuigamgivies Wuaan 10-14 Hlus 9nduheyniaudingn

nlulEade levuea teynawindnunluiifingesilubumiEisulunsiaujisemieu
wiilumsinens3idy (nitiaton) Tutunsdaanevinedisesely

(3) avane 4,4-Tdlwelaniadnuedn 0.1-0.3 Tuand, lalelaaendanisludlelud  0.02-
0.05 Tuansuay a-lawviaueilulwidululawRanesnlun 0.01-0.04 Tuans auldansazanet
fudunan 36l Tgamgivesmeliusseimealulasiau dewmanansazansiveymn
wimEnunly vhnseuftgamgiiveadunm 20-24 dlus sndinheymewiminuntumgng
Felawfaviefinluduazieviuen awdiy suaeldoynauimdnunluiifnanssdy

(4) azane 4,4-Tdloeludiadn uedn 0.03-0.06 Tuans was 4-legnlu-a-ilaansluly
Ivlodalnlawmumiudnuedn 0.3-0.7 Tuans lureawintvlive funadunifey 7.4 uasifuweus
wiesihmiisidudunymivendavioasaianueda 0.05-0.1 Tuans newensavandlidhiuud
dheansazaneilunausuivoynauimdnunluiidean sty Tasviu§asomwediuelaiwdud
gamgil 60-80 asrniwaidea Tugraiiudiunm 20-24 $lus thaymausndnuluitléings

v v Y

H o w o -] v bood o <t
faeniueawaziih muddy voynaunluwimdnliuis dullasldsymaudvinuluinga
Ld =3 A 1 <y 1 o < a aa =
Menedweindnifaidulungarsvenianienedesaitnueda
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=

humgjasvenda viowedesa3anuedn fdumeulsyneuie

v

(1) azane  1-0Wa-3-(3-lawfaediulnsfia)  asludteluslslnsaasisd Anututu

0.1-0.3 Tua{ wazidulensanddnddlud anudiudu 0.3-0.6 Tuans luneamadwinesenduds
o o W & &L Y] 1 o o o v a P
ey 7.4 sudwiu ntudeansavarsiiluraufveynawiminuilufin3sewafinasiiiv

a2

£ & ’ < - <4 = a = X a (Y] 2 alel et
Hardudumyjensuendaudenedesadnuedauuiuiy avanslunedindvloivduiifey
v vy o o ay P
7.6 whauansazangliindungamgiivieaduiian 20-50 wnil

o d o v dao o as ¢ cleat v oo a o a_ aa <
(2) inlawunviwmihadudundagadniianuaudu 0.1-0.3 fatinfu/dladany Usuu
a aa 0.5 A’ yal a y ° t P
1-3 fiadans oadiliigamgll 2-10 ssewaided (unan 20-24 lus sheyneusimnunlui
Tludasevoamninmaseduiilifiiey 7.4 uazih audwiv udrvheymawlndnuiluliuss
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$1uaude (nt J Paediatr Dent, Vol 22, p 363-368, 2012) FemmivilmAnuuadnilesiann
Bnasamafifironls sasnrusvneiuidolianid aanlaneela Afussavdamunnty uasding
vhunalddsanUEn

wilsiuuilalnauay telnsias (peptidoglycan hydrotase) iuieulsifinuliluwunaiiduifeu
ynwila i lunisdevaareuilalnaunudadulasaeivuldlundisadvemuadierhiy
Tneomsiuafi3aintanan (Gram positive bacteria) uiiulssasasiilainuluwadussanyud loulesi
fiunumdndyreniaudai wasuendavsawaduundide wnssrudvdtny sasnneniddeiiiiun
wuirdeamslnnenda Sunud (Streptococcus mutans) rameuleiuilalnauay lelasiaatlegn
et eelafionelulady (automutanolysin) Yaswidues (AmD Atmudunglunstosaamade
ansuinronfd funud (Streptococcus mutans) wasansuinranfia sauSia (Streptococcus
sobrinus) #eaglunguidaiunud masuTnaosln (mutans streptococe) Sududengudafyndumile
remaifinlsndiur wnalumanieillilumaussdunudsduniaialsatiueg Tnssedesaeuluil
Ussnovtudrensaeeilly 979 # shwilinTuanauszuna 104 Alaaady uneilaastnuumaniéug ar
alafininanegmaiisanestumlrsuanda (C-terminal catalytic domain) Ssitunumilunisdeseams
uiuved uavdnlnuegflaneiumisrilimirunaduturifasad (cell wall binding domain)
dafinrushwnsiudelumud awisulneealn (Microbiol Immunol,, Vol 50, p 729-42, 2006 e
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1k
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virlilasnsBmAnlaumiandmafuaymaulimiinuilu (magnetic nanoparticles, MNPs) deffuunastaus
5 i1 500 wluiing narefumaussneueynefifimmuduwsiudefiounud ansulamenla Tngly
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v UnsmenunsthaymawininunTudueufueiut#lunisdutudauuatite wasuen
Wossnmnasasaelresdoaunusiminneuen wdnhinasaiatinavendenuniifs Tasen
MemmuheynanlinnuniunfueuivediamseduiudeuvaiiFe ussnendosaninan
arazantlneafoaumiménameuenlfitle uasansansaatauinandelfnndvdnssane
anigauiAniionil 8,883,455 wasiavil 9,204,066 uddiliflAdulafnfuifisaunisuen wasnsieda
Uhnandeiuvud awnsulanonle Tnelfounmaulmdnunlufiodulanmidusuntavaduoaovle
indanen Smaremsnneinuiinadeimumsalivssneunsussiumadsnafatsasiugld

feruitefisesunnratavnavesidosaluuaan niifadey (Salmonella

typhimurium) Inah‘faqmﬂnﬂmﬁnuﬂuﬁ:ﬁ’wLtauﬁuaﬁﬁﬁmwhwwmmqﬁmﬁa elmn1saing

Wuogsewhummiuondauuiufnveseymauiiumlingn wasmjesiluvesueudued Tneld 1-10fia-3-
Glaiiaaniiulnaia) arsludlaludlelasnanlsd (1-ethyl-3-(3-dimethylaminepropyl) carbodiimide
hydrochloride; EDC) ihidiowaudgnau andufaanuufiduiidosmsnsatasenainansidevsdung
Trepdbanuiniminnisusn mufensnseshenssmunissuudandilagliumusgaginaued
9 (cellulose acetate membrane) Rignquilwinidushauénans 0.8 ulaswms wausniferignu
Fgoyme uariieseiinamaadonnmudidiunaguusiusmiusy Tnenuhenudivesduy
urasssissaiuUnande fafaunsaaneiuinanuaiidelfmmuatudushen wimit of
detection; LOD) 7 2x10' lnlailnefiaddng achdlsfmuamiddumindndussautigmnisasioin
dormnmudiuifigrreauaiifimssonsaialddiling iildmmnsonseindelusiane
4 (Anal. Chem., Vol 406, p 406-866, 2014)

yonniidifinsnunsiiemeduedniuuiuiaveseysauiminuily et
symalinuaiivsniy uasenursanssaeegliaasaslintedy Saadeilisufisuads
n3nsEae wazeanaesvaseymALimanuuiiede uadlildndmediued Indiédunssieynin
wimdnnTusSeienadosadinieda (poly(acrylic acid)} vienedslniu (polystyrene) avuiuin Gy
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vnhaymmnlueimdnuihu e fulelvu Weiamjwatesnles (peroxide group) unihuia &y
awvhuihiduanssSuuiite uasly 1-oifiaedialalnlotuuluey (1-phenylethyl dithiobenzoate;
pve) vmiduansdnelould (chaln transfer agent) shltvinufAtomedelaiedunuunaug
(controlled polymerization) saenalniuy reversible addition-fragmentation chain transfer (RAFT)
wlfoynimwimdnuiluiindeirenefesridnuedavionofaloiu udnlunasevanifimsnseaned
nasmuafies wuheymaniminulufifedwesanuiufiaumanisniedy wasliuiados
AnieymeusimdnuiluillaiidrdmeRuefasuuituia (Macromolecules, Vol 27, p 1665-1669, 2006)

wanailihhaulslunsuiuupfuiavesiagiheneiuesfe nawdundunediueiuly
(polymer brushes) FaduwetweiiumevedddnmiiBanauuiuinfetussinnawd (covalent
bond) vi*]'lﬁ’ﬂmﬁslsmw‘lum'sﬁnﬁ‘xmmn‘ﬁﬁqqqn':‘ﬁmsgviq'fvmqnwn"m (physical absorption) N3
dounedmefuirlanndoudeuiitomediunlnedudSueinfuls  (surface-hitiated
polymerization) iipanenavadigweduefannsomuglimnliufitemedumlaedunuumuny
(controlled polymerization) 9y atom transfer radical polymerization (ATRP) uag reversible
addition-fragmentation chain transfer (RAFT) (Prog. Polym. Sci, Vol 25, p 677-710, 2000 uay
Chem. Rev,, Vol 109, p 5437-5527, 2009) Tnsautivnniluaznenmusssiae fuSviuturiaves
uouawe? (monomer) AidonlHlunsduasied
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wtimdnansusnuds Ssnusaviwmtihilifudiswgitenininfuesduamsninnana i
(3,3',5,5"-tetramethylbenziding; TMB) uazgiSelelasiomaioonlyd (urea-hydrogen peroxide;
H,0,) Ifiusedvsmwinifsndvioulvdeesaisigioioanding (horseradish peroxidase; HRP) &
fethamAiines Woo wasans iareymausiinimalunusmiunadslamend vieds
Fnslada (retroviruses) uazigaduzidagum (breast cancer cells) TnereymaudminuiTundiag
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furudanalseituglunduainslnaenls

T dufunfasadiilanudunngdodofumud sasilaresles Siunsaidandy
whwdos] WunisflaymewludmnTunSheweiuesfiviyitutummivonta viswedesessn
uodn Aevanrsauenifeitiufuasussneusynaifesninanasasmelagenfaniuusivinnisuen
tazdhannsodineiidinaveiiefuunsanis

manenuavasvinUSnadaiound aurslananladosiuudatiu 3 dou dl

W tuemsusznsveymaiilemurdamsdunsdutudaiunud s Tanerla tdady
lunaemmanasitusigietauud ansulansalafiinududureadonudasnis Asidiiidune
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shmsgramsideadelaits udnhasuseneusymaiiensenuiluiinssiusunandefiaunud anmsy
Tneelaiiny

(2) wisnmsUszneveymaiienldain (1) amudndy 0.15 fadndu/Aadans luvlsaun
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nanunngaglaaes Al gwgumnavum 0.8-1.0 luaseu Tneasussnaueymedlduiudetioumd
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wamsy daumsUssneveymeftllldtutudatumud ansulanerlaaviinumidnningrquvenis
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Separation and Detection of Mutans Streptococci by Magnetic
Nanoparticles Stabilized with Cell Wall Binding Domain-
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The number of salivary mutans streptococci (MS: Streptococcus mutans and Streptococcus sobrinus) is used in dental
caries risk assessment. In this study, a simple, yet effective assay was developed for MS detection. Magnetic nanoparticles
(MNPs) were first grafted with poly(acrylic acid) that bears active carboxyl groups available for conjugation with the cell-
wall-binding-domain (CWBD) of automutanolysin which specifically binds to MS. The binding efficiency of CWBD-
conjugated MNPs to MS was tested with pure cultures of streptococcal standard strains. After mixing CWBD-conjugated
MNPs with culture, bacteria-bound particles were separated from unbound cells using a magnet and filtered through a
cellulose acetate membrane (pore-size 0.8 pm). The color intensity of particles remaining on the membrane represents
the number of bound bacteria. The CWBD-conjugated MNPs showed higher efficiency in binding to S.mutans and
S.sobrinus than to non-mutans streptococci {S.sanguinis and S.salivarius) with capture efficiency of 77 and 63% for MS,
and 38 and 15% for non-MS, respectively. Moreover, this method can quantify the number of MS in the range of 10>~10’
colony-forming units (CFU)/mL, which covers the range of MS levels used in caries risk assessment. The calculated limit of
detection of the assay was 16 and 72 CFU/mL for S. mutans and S. sobrinus, respectively. Furthermore, the CWBD-
conjugated MNPs could be used to efficiently quantify the number of MS in human saliva samples containing highly
complex mixtures of bacterial species. These results suggest that the assay could be applicable as a simple tool for MS
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determination in not only clinical settings but also community fields without clinical expert requirement.

Introduction

Dental caries is one of the most prevalent infectious diseases
in mankind. Although it is not life-threatening, it can cause pain
and lead to severe infection. * Moreover, the disease impacts

on quality of life, especially in_children, > * While the direction _
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of caries management has been gradually shifting from
treatment by restoration to prevention in recent decades, the
prevalence of dental caries remains high, especially in
underprivileged populations worldwide .This situation is caused
by the failure of treatments and ineffective prevention
strategies. Caries risk assessment is a tool to help solve the

“problem since it gives information on individual risk of caries

development and the dominant etiological factors in each
patient. This information allows dentists to select an
individualized treatment and prevention program for the
patient. 24

The number of mutans streptococci (MS; S mutans and S.
Sobrinus) in saliva is one of the factors determining the risk of
caries development since there is much evidence showing
association between the amount of MS and caries status.’ The
culture-based method is still widely used to determine the
level of salivary MS, and is considered the gold standard.®
However, the method requires laboratory skill, equipment,
and also time for bacterial growth, so it is impractical in clinical
settings and for community field studies. To overcome these
limitations, a number of commercial chair-side kits have been
developed.” ® However, despite their ease of use and their
equivalent efficiency to the conventional culture-based
method, these kits still require an incubator and time to grow
bacteria. Recently, a commercial S mutans rapid-detection kit

J..Name.,.2013,.00,1-3.|
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based on antigen-antibody reaction has become available. Gao
and colleagues reported that this kit could determine the
number of S mutans in saliva samples more accurately than
the culture-based method. ° Nevertheless, classification of
caries risk is still based on the salivary MS levels obtained from
the culture-based method A level of MS >10° colony forming
units (CFU)/mL is considered as high-risk for caries, whereas
that below 10* CFU/mL is considered low-risk.****

Here, to develop a specific detection system for MS, we
exploit the binding specificity of the enzyme automutanolysin,
a peptidoglycan hydrolase produced by S mutans The enzyme
selectively digests MS.2 The substrate specificity of
automutanolysin towards MS is conferred by the cell wall
binding domain (CWBD) of the enzyme (unpublished
observation). Thus, the CWBD could be a good probe for MS
detection.

Magnetic separation in combination with size-selective
membrane filtration was recently introduced as a rapid,
versatile, simple, low-cost and effective method for bacterial
separation/detection.”' 14 Magnetic nanoparticles (MNPs)
usually appear in a magnetite form (Fe;O4) which responds to a
magnetic field.* Moreover, their small sizes (5 to 500 nm
diameter) result in alarge surface to volume ratio available for
conjugation of probes (mostly antibodies) specific for bacteria,
which enhances the bacterial capture efficiency.m'19 Based on
these properties of MNPs and the binding specificity of the
probe, target bacteria can be isolated from contaminants using
an external magnet.”' 202 After magnetic separation, the
targeted bacterial suspension is filtered through a membrane
with a specific pore size. If the MNPs conjugated with the
probe capture target bacteria, their size increases, so they are
retained on the membrane.** 22 Since MNPs are brown, the
bacteria-bound MNPs remaining on the membrane can easily
be detected by the naked eye.

A number of polymers such as dextran,23 polystyrene
(PS),”' % and poly(acrylic acid) (PAA)ZG' * have been coated
onto MNPs to increase their stability and dispersibility. The
polymeric stabilizer can increase the affinity of MNPs for a
specific solvent and inhibit particle :<1ggregation.28'31 Polymer-
grafted MNP nanocomposites form very stable dispersions in
organic solutions.>?3¢ Among the most effective methods for
preparing polymer-coated MNPs is surface functionalization by
grafting of polymer, particularly via the “grafting from”
approach or surface-initiated polymerization. This strategy
involves the formation of a covalently bound polymeric layer
growing from a surface-attached initiator. This method
provides high grafting density with controlled polymer
molecular weight so as the thickness of coated polymer layer if
controlled polymerization process (i.e .atom transfer radical
polymerization (ATRP), reversible addition fragmentation chain
transfer (RAFT) polymerization) is employed. 32,3537

Based on these previous studies, this research aimed to
develop CWBD-conjugated MNPs as a simple tool for MS
detection based on magnetic separation and size-selective
membrane filtration. MNPs were grafted with PAA via surface-
initiated RAFT polymerization to yield PAA-grafted MNPs
CWBD was then conjugated to the carboxyl groups of PAA via
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1-ethyl-3)-3-dimethylaminopropyl(carbodiimide/N-
hydroxysuccinimide (EDC/NHS) coupling chemistry The CWBD-
conjugated MNPs specifically bound to the target bacteria and
then an external magnetic field was applied to separate and
concentrate the MNPs-bound captured bacteria from
contaminants .The bacteria-bound CWBD-conjugated MNPs
were subsequently filtered through a cellulose acetate
membrane .With appropriate pore size of the membrane, the
bacteria-bound CWBD-conjugated MNPs remained on the
membrane and could be detected by the naked eye.

Experimental
Materials

Iron (lll) chloride hexahydrate (FeCl;.6H,0) was purchased
from Merck (Germany). MNPs were prepared via a
solvothermal method following a published procedure.38 3-
Aminopropyltriethoxysilane (APTES), 4,4-azobis(4-cyanovaleric
acid) (ACVA), 4-cyano-4-(phenylcarbonothio) pentanoic acid, 4-
(dimethylamino)pyridine (DMAP), N,N'-
dicyclohexylcarbodiimide (DCC), dimethylformamide (DMF),
EDC, NHS, acrylic acid (AA), sodium acetate, and ethylene
glycol were purchased from Sigma-Aldrich (USA). Phosphate
buffered saline (PBS, pH 7.4), and cellulose acetate membrane
(CA membrane with a 0.2, 0.45, 0.8 and 1.2-um pore sizes
were purchased from Merck Millipore (USA). All culture media
except Mitis Salivarius Bacitracin (MSB) agar were purchased
from HiMedia (India). Mitis salivarius agar and bacitracin were
bought from Becton, Dickinson and Company (USA) and Sigma-
Aldrich respectively. Materials for protein expression and
purification, isopropyl-B-D-thiogalactoside (IPTG), HIS-Select®
Nickel Affinity Gel, imidazole, dialysis bags (MWCO 10 kDa)
and Bradford Protein Assay reagent were bought from
Calbiochem (India), Sigma-Aldrich, Affymetrix (USA), Thermo
Scientific (USA) and Bio-Rad (USA), respectively. All reagents
and materials were analytical grade and used without further
purification. Ultrapure distilled water was obtained using a
Millipore Milli-Q system (USA).

Characterization of MNPs

The crystal structure of MNPs was characterized by X-ray
diffraction (XRD). The XRD pattern was obtained using a Rigaku
RINT-2000 diffractometer (Japan) using CuKa radiation (A =
15418 A). Infrared spectra of surface-modified MNPs prepared
as KBr disks were obtained from a Fourier Transform-Infrared
(FTIR) spectrometer (Nicolet, USA), model Impact 410, with 32
scans at resolution 4 cm'l, in the frequency range 400-4000
cm'l, using a TGS detector .The morphology of MNPs before
and after modification was examined by transmission electron
microscopy (TEM) using a Philips Tecnai 12, FM 208 instrument
(USA) at 100 kV acceleration. Negative staining was performed
by dropping 1% (w/v) aqueous solution of phosphotungstic
acid on the MNPs deposited on the carbon-coated copper grid.
The excess solution was blot-dried by filter paper. The sample
was then air-dried in the dark overnight before subjected to
TEM analysis. Thermogravimetric analysis (TGA) was

This journal is © The Royal Society of Chemistry 20xx
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performed on a SDTA 8S1 (Mettler-Toledo, USA) in the range
of 32-900 °C at a heating rate of 20 °C/min under nitrogen. The
size and zeta potential of the MNPs were measured by
dynamic light scattering using a Malvern Nano ZS90
instrument (UK) at room temperature at a scattering angle of
90°.

Preparation of CWBD of automutanolysin

Escherichia coli BL-21 carrying a recombinant CWBD-expressing
plasmid were grown in Luria-Bertani broth at 37 °C until an
ODgoo nm Of 0.4-0.6 was reached. The expression of 6xHis-
tagged CWBD protein was induced by addition of 1 mM IPTG
and incubation of cells at 1S °C for 24 h. The proteins were
then purified using HIS-Select® Nickel Affinity Gel in native
conditions. The active fractions were pooled and dialyzed
against 0.1 M phosphate buffer, pH 68. The protein
concentration was measured by the Bradford protein assay.
Sequence of CWBD together with schematic plasmid map
including CWBD and the expressed CWBD protein on SDS-
PAGE (Fig.S1) are shown in ESI{.

Preparation of PAA-grafted MNPs

PAA was grafted onto the surface of MNPs via a “grafting
from” method. MNPs were first immobilized with APTES.
Briefly, 0.1 g of MNPs was dispersed ultrasonically in 100 mL of
9:1 (v/v) ethanol-water mixture with 1 mL of added ammonia
solution (38%) for 30 min. To the above dispersed solution, 1
mL of APTES was added dropwise, and the resulting mixture
was stirred at room temperature for 12 h. Thereafter, the
APTES-modified MNPs  obtained were magnetically
concentrated, washed thoroughly with ethanol, and vacuum
dried. The APTES-modified MNPs were immersed in 20 mL
DMF containing ACVA (37.5 mmol), DCC (47.0 mmol) and
DMAP (3.74 mmol) at room temperature for 20 h under a
nitrogen atmosphere. After the reaction was complete, the
product was rinsed thoroughly with DMF and ethanol four
times each. The obtained initiator-immobilized MNPs were
then placed in a vial containing ACVA (0.5 mmol), CTA (5
mmol), and AA (0.8 mol) in 10 mL of Milli-Q water. The vial was
then placed in a preheated oil bath at 70 °C for 20 h under a
nitrogen atmosphere. The resulting PAA-grafted MNPs were
removed from the vial and washed with ethanol and Milli-Q
water, respectively. The synthetic scheme for the preparation
of PAA-grafted MNPs via surface-initiated RAFT polymerization

_OH APTES P SO
OH --- . 0 8T TNK
oM RL12h . ° & ~6° ’
MNPs APTES.modified MNPs

? : M

Ho i : . Oh
oo &) i

DCC, DMAP, DMF

HO

© PAA-grafted JANPs

B : Ot
Scheme 1 Preparation of PAA-grafted MNPs via surface-initiated
polymerization.
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is shown in Scheme 1.

Immobilization of CWBD on PAA-grafted MNPs

PAAgrafted MNPs were conjugated with the CWBD of
automutanolysin via the EDC/NHS coupling method, as follows.
PAA-grafted MNPs (5 mg) were dispersed in 1 mL 0.01 M PBS,
pH 7.4. To this, 0.1 mL of EDC (2 M) and 0.1 mL of NHS (0.5 M)
were added, and then the mixture was incubated for 30 min at
room temperature at 240 rpm on a rotary shaker. CWBD (0.1
mL, 1 mgmlL) was added to the mixture and it was incubated
for 24 h at 4°C. Finally, the CWBD-conjugated MNPs were
isolated using a magnet and rinsed with 0.01 M PBS, pH 7.4
and Milli-Q water, respectively. The product was stored at 4 °C
until use.

Bacterial preparation

S. mutans UA159, S. sobrinus OMZ176, S. sanguinis ATCC10556
and S. salivarius DMST18781 were cultured in brain heart
infusion broth at 37 °Cin a 5 %C0O, atmosphere with shaking
at 180 rpm for 24 h. The optical density of 24-h culture was
measured at 600 nm (ODggonm)- The cultures were then diluted
to ODgoonm = 0.1 and incubated for 2.5 h to obtain an ODgygnm
of 0.5 ('”10“’ CFU/mL). After that, the bacterial cultures were
10-fold serially diluted from 10’ to 10® CFU/mL with 0.01 M
PBS, pH 7.4. Colony counting was performed to verify the
number of bacteria.

Determination of bacteria captured by CWBD-conjugated MNPs

The efficiency of CWBD-conjugated MNPs in capturing S.

mutans UA159, S. sobrinus OMZ176, S. sanguinis ATCC10556,
and S. salivarius DMST18781 was determined Briefly, 0.1 mL
bacterial suspensions in the range 10% to 10’ CFU/ML were

transferred to a 15-mL tube containing 0.2 mL of CWBD-
conjugated MNP suspension (0.15 mg/mL in 0.01 M PBS, pH 7.4)
and then incubated for 30 min at 4 °C After incubation, the
tube was placed on a magnet for 10 min to isolate and
concentrate the bacteria-bound CWBD-conjugated MNPs. The
supernatant was removed and bacteria-bound CWBD-
conjugated MNPs were resuspended in 0.1 mL of 0.01 M PBS,
pH 7.4. A piece of filter paper (Whatman #1, i.d .125 mm) was
screen-printed with PS in a pattern that leaves circular areas of
5 mm diameter uncovered with PS, using a previously
published method.>® For selective filtration, a CA membrane
with selected pore size (0.2, 0.45, 0.8, or 1.2 um) was placed on
top of the PS-screen-printed paper in a Bichner funnel
equipped with an Erlenmeyer flask and an aspirator. The

membrane was wetted with 001 M PBS, pH 74. Fifty

- microliters of the bacteria-bound CWBD-conjugated MNP
" suspension was then pipetted onto the membrane in a

position that exactly matched the circular area of the PS-

“iscreen-printed paper underneath under vacuum. The overall
“concept for bacterial detection is illustrated in Scheme 2.

The color intensity on the membrane, which reflected the
amount of bacteria in the sample, was quantified and averaged

This journal is © The Royal Society of Chemistry 20xx
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mL test tube. The mixture was then incubated at 4°C for 30
min. Magnetic separation and selective filtration of the
bacteria-bound CWBD-conjugated MNPs were performed by

the same procedure as described earlier.

Results and discussion

Preparation and characterization of PAA-grafted MNPs and CWBD-
conjugated MNPs

MNPs were synthesized by a solvothermal method .As
displayed in Fig.S2 (ESIT), an XRD pattern of the MNPs showed

separation-and tiitration:

from three independent samples using scanned images
recorded on an Epson Perfection V33 scanner in 24 bit
Professional Mode. The brightness/contrastrresolution was set
to 128/128/300. The images were saved as TIFF files. The
intensity of each spot was determined using Scion image
software by first converting to grayscale at 300 dpi. Intensity
measurements were carried out using the Line tool to select
an area for analysis to obtain profile images. The amount of
bacteria was determined from a standard curve generated
from the intensity as a function of known bacterial
concentration.

Study population and saliva collection

The study protocol was approved by the Ethics Committee at
the Faculty of Dentistry, Chulalongkorn University (HREC-DCU-P
2016-013). Sixteen healthy adult volunteers were recruited
from among dental students at the Faculty of Dentistry,
Chulalongkorn University and workers at a private company.
Saliva samples were collected following the procedures of
Wennerholm and Emilson with some modifications.* Briefly,
all volunteers were informed not to brush their teeth and to
refrain from having breakfast before collection of the saliva.
Stimulated saliva was collected while chewing a piece of
paraffin film for 10 min .The collected saliva was immediately
placed on ice, delivered to the laboratory directly, kept at4 °C,
and used the same day.

Determination of the number of salivary mutans streptococci

Conventional culture-based method. Saliva was tenfold
serially diluted with sterile 0.01 M PBS, pH 7.4, and then 100
uL of each dilution was spread onto a MSB agar plate. The MSB
plates were incubated at 37 °C in 5% CO, for 24-48 h. After
incubation, the of mutans
determined under a stereomicroscope.

CWBD-conjugated MNP assay. To determine the number of
bacteria in saliva using CWBD-conjugated MNPs, 800 pL of
stimulated saliva was treated by adding 200 pL of 1 M citric
acid and 50 pL of 0.1 M sodium hydroxide9 and then boiled for
20 min to denature proteins in the saliva. After that, 100 pL of
treated saliva was mixed with 200 uL CWBD-conjugated MNP
suspension (0.15 mg/mLin 0.01 M PBS, pH 7.4) and sterile 0.01
M PBS, pH 7.4, was added to make 1 mL total volume in a 1.5-

number streptococci was

4| J. Name., 2012, 00, 1-3

diffraction peaks at 20 = 30.12, 35.48, 43.12, 57.02 and 62.62°,
which can be assigned to (311), (440), (220), (511), and (400)
planes of Fe;0,, respectively. This characteristic coincides with
that of standard magnetite (JCPDS card no. 19-0629). No other
diffraction peaks corresponding to other iron oxides, such as o-
Fe,0; and y-Fe,0s3, could be detected, suggesting that the
MNPs obtained are in the form of pure Fe30,.

PAA-grafted MNPs were prepared by surface-initiated
RAFT polymerization. The success of stepwise surface
modification of MNPs was confirmed by FTIR as shown in Fig.
S3 (ESIT). A characteristic Fe-O vibration of the unmodified
MNPs (Fig. S3a) was observed at 584 cm™. The spectrum of
PAA-grafted MNPs (Fig. S3b) shows a band at 1740 cm™, which
is assignable to C=0 stretching of carboxyl groups of PAA. This
signal disappeared upon CWBD conjugation (Fig. S3c),
indicating that an amide linkage was formed between carboxyl
group of PAA and amino group of the enzyme.

Fig .1 illustrates the morphology of the MNPs before and
after modification as examined by TEM. The unmodified MNPs
(Fig. 1a) were spherical with an average diameter of 3282 *
22.7 nm. The average diameter of the MNPs increased upon
surface modification, to 357.4 + 19.2 and 745.5 £ 29.9 nm for
PAA-grafted MNPs (Fig. 1b) and CWBD-conjugated MNPs (Fig.

Fig. 1 Transmission electron micrographs of bare MNPs (a,d), PAA-grafted MNPs
(b,e), and CWBD-conjugated MNPséc,f) before (a-c) and after (d-f) negative
staining (scale bars 0.5 pm (top) and 0.2 pm (bottom)).

1c), respectively. A higher degree of aggregation was also
realized in the case of CWBD-conjugated MNPs. This may be
ascribable to the conjugation with relatively large molecule of
CWBD (MW =80 kDa). Negative-stained TEM images of both
PAA-grafted MNPs and CWBD-conjugated MNPs
demonstrating the organic shell layer of grafted PAA and
conjugated CWBD, respectively are shown in Fig.1e-f.

This journal is © The Royal Society of Chemistry 20xx
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The particle size and zeta potential of the MNPs were also
evaluated by DLS (Table S1 (ES!T). In good agreement with the
TEM data, the average size of the MNPs increased after PAA
grafting and again after CWBD conjugation. The pK, of PAA is
about 45 ** and the isoelectric point of CWBD determined by
calculation is approximately 5.17, which should result in both
PAA and CWBD being negatively charged in PBS solution at pH
7.4. For this reason, the PAA-grafted MNPs exhibited a
negative zeta potential (-31.43 mV), verifying the presence of
ionizable carboxy! groups of PAA surrounding the MNPs After
CWBD conjugation, the zeta potential of the MNPs became
less negative (-14.40 mV), which was due to CWBD being less
negatively charged than PAA. This set of data also indicated
the successful immobilization of CWBD on the PAA-grafted
MNPs,

The presence of organic components of PAA and CWBD
on the PAAgrafted MNPs and CWBD-conjugated MNPs,
respectively, was further confirmed by TGA analysis. As shown
in Fig. $4 (ESIT), the first weight loss of all MNPs took place
below 200°C, which should originate from evaporation of
water. CWBD-conjugated MNPs showed the highest weight
loss {about 3.44%), implying that they contained the greatest
bound water content. The second weight loss, occurring in the
temperature range 300-600 °C, could be ascribed to the
decomposition of organic content bonded to MNPs. The
greater weight loss of 9.1 and 9.8% from PAA-grafted MNPs and
CWBD-conjugated MNPs respectively, compared with 55%
from MNPs, confirmed the presence of PAA and CWBD on the
modified MNP forms. The third weight loss, appearing at the
highest temperatures ( >730 °C) in both PAA-grafted MNPs and
CWBD-conjugated MNPs, is assigned as char of
macromolecular organic content {(PAA and CWBD) on the
MNPs, because such weight loss was absent from the
unmodified MNPs curve. As determined by Bicinchoninic acid
protein assay, the quantity of immobilized CWBD was found to
be 6.66 mgf/g of PAA-grafted MNPs. The calculated
immobilization efficiency was 32.8%.

Selection of filter membrane suitable for selective filtration assay

To determine an appropriate pore size of the filter membrane
that would selectively retain bacteria-bound CWBD-conjugated
MNPs, CA membranes with pore sizes in the range 0.2-1.2 um
were tested. The CWBD-conjugated MNPs would become
larger in size once bound with bacteria and therefore retain on
the membrane upon filtration if their size is larger than the
pore diameter of the membrane. Since MNPs are brown, the
bacteria-bound MNPs would appear as brown spot on the
membrane. The higher bacterial concentration leads to higher
level of MNPs aggregation and thus yielded the brown spot
with greater intensity. As Fig. 2 shows, even the unmadified
MNPs (the smallest particles) could not go through the 0.2-um
pore-size filter membrane. This outcome corresponded to the
results of TEM and DLS analyses, which indicated that the
approximate diameter of the unmodified MNPs was 0.32 um.
When membranes with pore-size 045 um were used, they
could not separate bacteria-bound CWBD-conjugated MNPs

This journal is © The Royal Society of Chemistry 20xx
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Fig. 2 Color signal and corresponding intensity (arbitrary unit) of the brown spot
on the CA membrane with various gore sizes after filtering MNPs, PAA-grafted
MNPs and CWBD-conjugated MNPs both before and after bacterial capture.

from the unbound, CWBD-conjugated MNPs. This finding was
consistent with TEM and DLS analyses showing the diameter of
CWBD{conjugated MNPs was approximately 0.75 £ 0.03 and
063 * 0.02 um, respectively. The 08-um poresize filter
membrane worked effectively; a difference in brown color
intensity was apparent between bacteria-bound and unbound
CWBD-conjugated MNPs, Moreover, higher color intensity of
retained CWBD-conjugated MNPs when bound to S Mutan (MS
bacteria) implied greater binding efficiency of the CWBD
toward S. mutans compared with S. salivarius (non-MS
bacteria). All tested particles could pass through the 1.2-um
pore-size filter membrane. Based on these findings, the 0.8-
im pore-size filter membrane was selected for further
investigation.

Determination of bacterial binding efficiency of CWBD-conjugated
MNPs

Bacterial binding efficiency of the CWBD-conjugated MNPs was
determined with S. mutans and S. sobrinus (MS bacteria) in the
range 10%-107 CEUmL. Fig. 3 shows the intensity of the brown
spots produced by bacteria-bound CWBD-conjugated MNPs on
08-um pore-size filter membranes. The intensity was
converted to numeric values to generate a standard curve. The
intensity of the colored spots increased linearly as a function
of log {CFU/mL) for both bacteria {Fig. 3a and 3b). The limit of
detection (LOD) is the lowest detectable bacterial
concentration, which is calculated following Eq. $3 (ESIT). The
background intensity (0 CFU/mL) was 23.82 + 513, which
resulted in LOD values of 16 and 72 CFU/mL for S. mutans and S.
sobrinus, respectively.

Determination of bacteria capturing efficiency of CWBD-

(a) (b)
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Fig. 3 Linear relationship between log {CFU/mL) and signal intensity {a.u.) for (a)
S.mutans and (b) S.sobrinus.
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conjugated MNPs for various streptococcal species

Capture efficiency of MS bacteria (S. mutans and S. Sobrinus)
and non-MS bacteria (S. sanguinis and S. salivarius) by the
CWBD-conjugated MNPs was determined. First, a colony
counting assay was performed before {Cpeore) and after (Cuper)
binding of bacteria to the CWBD-conjugated MNPs As shown in
Fig. S5 (ESIt), the number of S. mutans and S. sobrinus before
binding to the CWBD-conjugated MNPs was approximately 10°
CFU/mL, whereas after binding the numbers decreased to 133
and 147 CFU/mL, respectively. In contrast, the numbers of S.
sanguinis and S. salivarius after binding to the CWBD-
conjugated MNPs were only slightly decreased from the values
before binding. The capture efficiency (CE) was calculated
following eq .54 (ESIT) The capture efficiency of the CWBD-
conjugated MNPs for S, mutans and S. sobrinus was 77 and
69%, respectively, whereas that for S. sanguinis and 5.
salivarius was 38 and 15%, respectively, These values indicated
the specificity of the CWBD-conjugated MNPs for MS bacteria
(S. mutans and S. sobrinus), rather than non-MS bacteria (S.
sanguinis and S. salivarius). This specificity towards MS
bacteria was further confirmed by the selective filtration
assay. .As shown in Fig. 4, the signal intensities obtained from
the interaction with non-MS species (S. sanguinis and S.
salivarius) were much lower than those detected with the MS
species (S. mutans and S. sobrinus).

Comparative investigation of bacterial detection by the magnetic
separation/selective filtration method using CWBD-conjugated
MNPs and the culture method in saliva samples

To develop the CWBD-conjugated MNPs for clinical
application, we demonstrated that CWBD-conjugated MNPs
can detect MS in human saliva, which contains a complex
mixture of many bacterial species. Saliva samples were
collected and then incubated with CWBD-conjugated MNPs.
The number of MS was determined by comparing the
detection intensity to the standard curve for 5. mutans.
Culture-based determination method was performed in
parallel by inoculating the same saliva samples on MSB agar to
determine the number of MS. As Table 1 shows, the number
of MS determined by the CWBD-conjugated MNPs method
was similar to that obtained by the culture-based method. This
similarity is important and useful, since the level of caries risk
is classified based on the saliva MS
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Fig. 4 Determination of binding specificity of the CWBD-conjugated MNPs to MS (S.
mutans and S sobrinus) and non-MS (S .sanguinis and S salivarius) species.
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Table 1 Number of mutans streptococei determined by the magnetic
separation/selective filtration method using CWBD-conjugated MNPs in comparison
with the culture-based method.

Number of colonies {CFU/mt}
Magnetic
separation/selective
filtration method

Saliva sample Culture-based method

1 7.2x10* 3.7x10*
2 1.3x10°* 1.6x10*
3 4.8x10° 5.2x10°
4 N/A <10’
5 5.7x10 <10
6 N/A <10
7 N/A <10’
8 N/A <10
9 1.5x10° 3.3x10°
10 3.6x107 2.9x10°
1 7.4x10° 1.3x10°
12 N/A <10
13 N/A <10
14 N/A <10°
15 N/A <10
16 N/A <10

N/A = out of range of the standard curve {10°~10’ CFU/mL).

level obtained from the culture-based method. Together, our
results indicated that the CWBD-conjugated MNPs have
potential to be a simple colorimetric method to quantify the
number of salivary mutans streptococci.

Conclusions

The present study demonstrated that PAA-grafted MNPs
could be prepared by surface-initiated RAFT polymerization.
They were successfully conjugated to the CWBD of
automutanolysin by EDC/NHS coupling chemistry. The
properties of CWBD-conjugated MNPs were characterized by
XRD, FTIR, TEM, TGA and DLS. By combining bacterial binding
to CWBD-conjugated MNPs with magnetic separation and
selective filtration, we developed a colorimetric assay for
quantitative MS detection in both pure cultures and human
saliva samples. Most importantly, the assay could differentiate
levels of salivary MS relevant for dental caries risk assessment.
Without requiring for bacteria culturing or clinical experts, this
effective assay is a promising tool for MS detection that can be
easily implemented in not only clinical settings but also
community fields. The simplicity of the assay would make
dental caries risk assessment more accessible and efficient.
The success of this work also suggests that the magnetic-based
immunoassay may be applicable for detection of other
bacteria in saliva, another biologically relevant matrix that has
not been much explored.
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