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Effect of various conditions on the expression of structural color of calcium carbonate
Risako Natsume?, Tetsuo Umegaki®, Yoshiyuki Kojima® *
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Abstract

In this study, we investigate the development of structural color of elliptical spherical vaterite with an average
particle size 0f0.66 1 m synthesized using MEA. Since the vaterite crystal is an elliptical sphere with a length:
width = 1: 0.7, a structural color corresponding to the wavelength of light in the visible light region from 0.7
x average particle size to the average particle size could be observed. The strength of color development was
related to the amount of crystals adhering to the slide glass and the overlap. That is, when there were few
crystals attached to the slide glass, the structural color became lighter without interference. On the contrary,
when crystals adhered in multiple layers, the particle size deviated greatly from the wavelength of visible light,
and the structural color became lighter due to the dispersion oflight. The optimum dip coating conditions for
developing the structural color were to repeat 30 times at a suspension concentration of 0.04 % and an average
pulling speed of 25 cm-s!. In addition, the equation that the light interference strengthens can be shown by
2dncos 0 = (m + 1/2) A, and the complementary color of the calculated light wavelength matches the

observed color.
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Fig.1 Emission spectrum of light source.
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Fig.2 SEM photograph of spindle spherical vaterite with
average particle size of 0.66um.
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Fig.3 Photographs of samples changing concentration
of suspension.
Average particle size:0.66um,
Suspension concentration/ %
(2):0.01,(b):0.04,(c):0.06,(d):0.12
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Fig4 SEM and optical microscope images of
samples synthesized changing concentration of
suspension. Average particle size: 0.66um,
Suspension concentration/ %

(a), ():0.01, (b), (f): 0.04, (c), (2):0.06, (d), (h):0.12
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Fig.5 Photographs of structural color developed at each
Number of dip coats.
Average particle size:0.66pm,
Number of dip coats / times
(a):1,(b):10,(c):30,(d):40

18

<otz (d).

K6IZEKT 4 v 7 a— NaE{To7= AT A
KRBT AWMER D~ A 7 10 A3 —71 IO SEM
B LEFEEA Y. 1EF vy Fa—FL
ABFTIEAT T4 MEGEDBATA BT R
FIEHITFE L TWDIONREIEINT=Z (). £
D=8, KOFHREA LT, ORI
ol EHEEZ L2, 10 BT 23R Tt 1 |
fTolilB LD L ORI E L TV
D, FERDMTE L T RWEIT L A DI, b
DA FE DT RAE—TH -7 (). 30 [EfT-
TZREB IR B A E L TORWES L H -7
D372 0 IR A LTz (g). £
720, BEGOBIEAPEE-T-EEZILND.
40 [T o 7R CIERE LRl LN E R - 7250
N, FIUT XD ELRS L CTREE @< 72
SfetEFEZ NS (h).

Fig.6 SEM and optical microscope images of samples
synthesized changing concentration of Number
of dip coats.

Average particle size: 0.66pum,
Number of dip coats / times

(a), (e):1, (b),(D:10, (c), (2):30, (d),(h):40
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Fig.7 Photographs of samples changing average
speed.
Average particle size:0.66um,
Average speed / cm * 57!
(a):25,(b):5.0,(c):3.3
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Fig.8 SEM and optical microscope images of samples
changing average speed.
Average particle size:0.66um,
Average speed / cm * 57!

(a), (d):25, (b),(e):5.0, (c),(H):3.3
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Fig.9 Incident angle of each structural color.
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Three drugs combined effect of antibiotics and natural antimicrobial agents
against E. coli and Candida
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Abstract

The three drugs combined effects of various antibiotics and natural antimicrobial substances, Benzyl
isothiocyanate (BITC), Cinnamaldehyde (CAL) have been investigated against Escherichia coli (E. coli)
and Candida parapsilosis (C. parapsilosis). Antimicrobial activities were determined by minimum
inhibitory concentration (MIC) using micro-dilution method. The combination effect was judged by the
fractional inhibitory concentration (FIC) index using the checkerboard method. Microencapsulation was
performed by a submerged curing coating method in which a mixture of sodium alginate and an antibiotic
or antibacterial agent was reacted with calcium chloride to form capsules by ionic cross-linking. The
results showed that the combination of Polymyxin B and BITC, CAL had combined effect against E. coli.
The combination of Amphotericin B, BITC and CAL showed combined effects on C. parapsilosis. MIC
value of three drags combination is much lower than that of two drags combination, leading to reduction
of antibiotic usage. Furthermore, sustained release of antimicrobial agents from microcapsules was

conformed in vitro experiment.
Keywords : Antibiotics, Natural antimicrobial agent, Combined effect, Microcapsule
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Itraconazole (ITCZ ; H iUkl T3 (#F)#Y), 5-
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Fig. 1 Chemical structures of BITC (left)
and CAL (right)
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% % McFarland 0.5 |ZFi#1%, &SN E.
coli IM109 : #J 5.0x10* cells/well, C. parapsilosis
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5ul BERE L, 1EIEASIC T 35°C, 24 h O Th;
Bk, KT /VHORNT, HOFEBEDRRD D
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2.4 BERAZROFIE

BEHZh R A2 E Lz MIC E4 HWT, BFH
hEOFEL Y] TS5 FICindex 2B H L7- 19,
TRl T RHERIC L Y, HHEN =05 248
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20 AR, >2.0 ZHEHUEHE L. 7ok, #H
FlEH B LOFMIER & 72 5 FIC index 1.0 LA T
R LIt OEMAZIEEY & L.

2.5 214 0hTILOESR

Table 1 OFEIZHEY Y, FEHITEM 1.0 wt % 7
VR EET MU U LK (Na-Alg ; 707 A
T A7 (RREDZ U Ui, EREE (N
0.70 mm; 7 /VE@K)EZHE U T, Wi D
S5em LV, AZ—F—HHETICHD 1.0wt%
FE 5.0 wt % HEAEI LT A(E LT AL
FYERISEER) KSR~ ~ S, 7e¥ s
e I (Ca-Alg) 7V ET DRI 2
mm DFHA Z M L= MC = Z - /ER L
7. MC JERf., TT A7 4 VE—ZHWT,
{fbAvw A MC %4558 L, MC AR L 7=,

Table 1 Composition of antimicrobial agents
encapsulated Na-Alg aq

Amount (g)
AMPH-B, 5-FC 0.1
ITCZ 0.02
BITC, CAL 1.0
5 wt% Na-Alg aq 3.0
DMSO 2.5
Distilled water 9.5

of the

Photograph
microcapsules

Fig. 2 prepared
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CAL (243, 292 nm)IZ BT 2 W eE%, 7& F=
kUL (MeCN ; B+ 7 A /b DFRGHISE(RR)HL))-
0.9%E B /K (Saline) [6:4, vVIZIASRE ST
HIE L, MEREER L7z, ER L 7= AINE
MC1.0g %,50mM O = =7 U U A(E
17 AV RS RR) ) 2 R S T2 0.9 %
AEPREEIK 50 mL H TVl - R S, 37°C, 140
rpm, 30 min DFAFTHRE 5 L, MC Z5ERUITH
fREET-. ZOWKES ) T 4 NE—TH
L7k, WOtEZHEL, MEHROMEN L
MC OFEAIN & Z I Lz
TRHERERE, AFAREK 50 mL 200272 100
mL =LA —TF7 23|I, MC 1.0 g &
FFlE S, 37°C, 100 tpm DT L 5 L. 1
h AR O A% 500 L 5EL, & OHEE,
B LWERE KA 500 pL Iz e, iR
EOBRMAM D 6 h FREE T, BRI K L
=, B L 72V i 2 MeCN-Saline [6:4, v/v]
WS TOREZREL, NUEx2 b LI,
MC OIEAF AT LT,

3 RBRERBELUEE

3.1 SrRAMEOREES K URRE TS
Table 2 (Z, BITC, CAL HAID E. coli IM109 ¥
L Y C. parapsilosis NBRC1396 (25325 MIC
ERERAE R A 7. (AR ISR LT, Table 2
DIRFETHEMEZ T Z &7
Table 2 £V, CAL @ C. parapsilosis \Zk3 541
BTV 2 & DR S T,

Table 2 MIC for BITC and CAL of microbial

strains
MIC (pg/mL)
Microbial strain
BITC CAL
E. coli IM109 200 400
C. parapsilosis NBRC1396 200 50

3.2 E. coli JM109 (=319 5 6 FASLER

Table 3 2, E. coli IM109 (2542 HHIHEH R
BROFER %, Fig. 3 IO HFEBRCTO MIC fE%
&L ITHEH L7- FIC index O B4 7=k Table 3 &
Y ,PL-B CIL=AIfFH#hR %~ L,PL-B ® MIC

wanre. £z,

B, BA) : 0.125 pg/mL 75, BITC & O Al
OfH 1 0.0625 pg/mL, BITC & CAL & & =F#Iff
JH :0.0313 pg/mL ~ &K L, PL-B O &%
HAE T 5 &, =HPFHTIE 14 I8z 5
iz, F£7z, Fig. 3 127~ L7z FIC index D HfE
R LY, BITC & O ZAlIffH, BITC & CAL & D
=HIPFH T, #HMEER (FICindex=1.0) %R~
T2 &Ny o7z PL-B X, 77 AREMEE O
AR AR T 23K TH 5 19, £/, BITC
BEO CAL OFEMRHIE A 1 =X LT 50>
EENTWVWARWE, £ VF A7 %— FITCO)
L, A OIERF A 28R ORIEL, MR R
DOIEAREEIC A, Z 20 EOWZEZ X A
FAIEBR S NS ST g 1118 F 7z
ITC FHOPE A B =X LI, p-7 7 X KR4
WME X0 _TTF RREAEME THS PL-B 70 &
WZHERIL TS EO@RE S H 5 9. CAL OFLHE
A B = AN, EICHEMEEECHEEE 525
207- %, BITC, CAL 73 E. coli DAMEAE &SR]
BaEG5 272 L2k, MEMRBECER S E
$ O PL-B MEA LT K ol 2 EDNER &
R0, AR E R LT EEZ LS.

ABPC, FRM X ZAIOFH, =FI0FH & ©I20F
FAZh BT HERR S 72 v o 7=, ABPC [HfiaeEA~L
TFRZY B AHERT S, BITC EAEA A
B = RLNEI D 9720, JEHEEZ RS 220
St EzZ NS £, FRM o7 ) 7
Uay RRGUEWE X, hFA o7 2 %k
EEBATHMEETHD. TOD, HIESME
DV REHED Mg = BEbRT252&T, HB Y
REHELAEA L, SR E 2k 5 2 & T,
UARY —NIZEELTERT 5 2 & ChiEtk
ZoRr9 2D, L L, FRM HA|IToO MIC fELL T

2.0

1.5

1.0

FIC index

0.5

0.0

A : ABPC+BITC B :ABPC+CAL C: ABPC+BITC + CAL
D : FRM+BITC E:FRM+CAL F:FRM+BITC + CAL
G :PL-B+BITC H:PL-B+CAL 1:PL-B+BITC+ CAL

Fig. 3 FIC indices of combinations consisting
of antibiotics, natural antimicrobial agents
in E. coli JM109



Table 3 MIC: for single, double and triple combinations of antibiotics, BITC and CAL against E. coli

JM109
o ' . MIC (ug/mL) Ratio™
Combinations of antibacterial agents — -
Antibiotics  BITC CAL double triple
Single | ABPC 0.5 - - - -
ABPC+BITC 0.5 200 - 1 -
ABPC  Double
ABPC+CAL 0.5 - 400 1 -
Triple | ABPC+BITC+CAL 0.5 200 400 - 1
Single | FRM 0.25 - - - -
FRM +BITC 0.25 200 - 1 -
FRM  Double
FRM+CAL 0.25 - 400 1 -
Triple | FRM +BITC+CAL 0.25 200 400 - 1
Single | PL-B 0.125 - - - -
PL-B+BITC 0.0625 100 - 1/2 -
PL-B Double
PL-B+CAL 0.125 - 400 1 -
Triple | PL-B+BITC+CAL 0.0313 100 100 - 1/4

# Ratio : Ratio of [MIC of antibiotics when Combined use of double or triple] to [MIC of antibiotics alone],

that is, ratio of decrease in antibiotics usage.

FIC index (2 drugs) =

MIC of Antibiotics in cornbined+ MIC of (BITC / CAL) in combined

MIC of Antibiotics alone

MIC of (BITC/ CAL) alone

MIC of Antibiotics in combined MIC of BITC in combined MIC of CAL in combined

FIC i =
C index (3 drugs) = ( MIC of Antibiotics alone

TIE, UV RSEOBEMEER KN -7 2 LT,
FHZNRZ RS ol B BND.

3.3 C. parapsilosis NBRC1396 IZ%t9 %
Bt FAEER

Table 4 |2, C. parapsilosis NBRC1396 (Zxf9" %
“ IO EERRE SE %, Fig. 4 |2 FIC index DL H
fERAE T, BE L2 TCOREWE, T70b
% AMPH-B, ITCZ, 5FC&:CALOI:%GﬁﬁT
IEPUAEME O MIC B 1/4 ~ 12 12, EHIZ
BHC%JMKﬁ;:ﬁGﬂﬂT:LU8~U4_ﬁVLL,
PAEME O &S ZHIOFHER LD &3
D2 EMsrinoTz. 72, Fig. 4 12737 FIC index
DEX Y ,ITCZ,5-FC & CAL & ® —AlPFHICE
WL, fINZh R (FICindex=1.0)2~L, &5
2, ZHIBFARBRICB OV CIE, £ CoMAagb
W THIRZ R L, FUAEWETRE T TIEZR<OF

)/ 1.5

MIC of BITC alone MIC of CAL alone

e <& 5 BITC, CAL ® MIC fi %

FIZE V&< ootz

C. parapsilosis \Z%{3 % BITC 3 XU CAL @
P A D =X NI LTH, FEL IS
TWRWH OO, BITC [TEFHAINEE IR 5%
Hx, REEELZHET LI ZEnmonTnd

. ¥£7-, CAL [ZEFMABE~DOEEIZTIN %,

HIRLEE G RRER ~DOE, EEF DI b2 K
V7 BLOEEMBEECEEZ5 25 &0\
TP A TN = X LPHE I TND P, F7e,
AWFFRIZ LD, CAL @ C. parapsilosis \ZX3 5
MIC 1%, %Hﬂﬂbé E. coli £V HARVME A
(Table 2)

AAFFET iﬁ MR ZE 95 AMPH-B,
ITCZ, EF DA ZET 5 5-FC &8 iE
L7z 10, 2 b OFANE, 4 CTHEEMIaRENE

, —AIBF

25



Table 4 MICs for single, double and triple combinations of antibiotics, BITC and CAL against C.

parapsilosis NBRC1396
o _ MIC (pg/mL) Ratio*
Combinations of antifungal agents -
Antibiotics  BITC CAL double triple
Single | AMPH-B 0.5 - - - -
AMPH-B + BITC 0.5 200 - 1 -
AMPH-B Double
AMPH-B +CAL 0.125 - 50 1/4 -
Triple | AMPH-B +BITC + CAL 0.0625 100 25 - 1/8
Single | ITCZ 0.5 - - - -
ITCZ +BITC 0.5 200 - 1 -
ITCZ Double
ITCZ+CAL 0.25 - 25 172 -
Triple | ITCZ+BITC+CAL 0.0625 100 25 - 1/8
Single | 5-FC 0.125 - - - -
5-FC+BITC 0.125 200 - 1 -
5-FC Double
5-FC+CAL 0.0625 - 25 1/2 -
Triple | 5-FC+BITC+ CAL 0.0313 50 25 - 1/4

2% Ratio : See footnote to Table 3.

2.0

1.5

1.0

FIC index

0.5

0.0

=2
[}

a

[
o
—_
-]
=

a: AMPH-B +BITC b : AMPH-B+ CAL c¢: AMPH-B+ BITC + CAL
d: ITCZ+BITC e:ITCZ+CAL f:ITCZ+BITC + CAL
g:5-FC+BITC h:5-FC+CAL i:5-FC+BITC+ CAL

Fig. 4 FIC indices of combinations consisting of
antibiotics, natural antimicrobial agents in C.
parapsilosis NBRC1396

WIERA R Z S, ZHI0FH TIX, C
parapsilosis \ZXF LT, JLAEME L CAL O8]
REEBEERIZ LY, FUAWE O &5 HIT
INEZEZBND. F2, CAL L OZANZM
z, &I BITC &Mz 7= =AIfFH TiX, BITC
B LU CAL WERFEMIEEEZ & OE R IMERE &
~OEEBIINZ, BERAE, I b FU T

26

S D BEREILEE DO SRR PIE A U = A LI
X0, C. parapsilosis \ZHE5% 52722 £ T, #t
AW DY EL AR EE N~ D B D A B ML A
S, ZAIDFAIREL D b & BT MIC fEAME S
ol bEZBND.

3.4 A 0hTEILOEARHFAR

Fig. 5 IZFEFNUSIN MC O AR T 28 2 /R T,
WA MC LT 5 Z & T, A ReE A9
HTENHBMNEZRY, ALV T APREED
BWHDITE, £, HTFEDPRENLDIZE
T B B S B ME [ B o 7. ARHFZE T,
AlgNa EH LA T LD Ca* DA A B8
B2 LV Ca-Alg 7V & 7 DR P REL RIS 1
£V MC Z/ERL L 7=, Ca-Alg 1%, 1 4@ kA
WHIZEB T, Ca-Alg 7L oo Ca & 1 &8
AFUTOAF U RIIEIZ LV, Ca-Alg
D—HH Na-Alg L 725 Z & T, Ca-Alg DIEE
BEEMET L, MC OBMERZEID D Z & AVA
HITWD. ZDO7®, L4 BRI T T,
MC D &5y 78 B NIZZ < DK E G A TEREER
LD 20 LLEDSND, Ca-Alg &R HIKFIC
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Fig. 5 Comparison of elution rates of MC containing various antimicrobial agents at 37°C in saline
stirring at 100 rpm; microencapsulated with 1 wt % (o), S wt % (m) CaCl: aqueous solution, non-

microencapsulation (A)
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