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Ao 1: AU I A

ARAopelu Wi 2 EEA

7}AlobH|uE (Acanthamoeba castellanii)+ American Type Culture Collection (ATCC 30011)ZHE F5F U},
Acanthamoeba trophozoitest PYG medium (10 g proteose peptone, 10 g yeast extract, 10 mL 50% glucose,
10 mL 0.5 M Na2HPO4, 10 mL 0.5 M K2HPO4 in 970 mL distilled water, with the final pH adjusted to 6.5)
oA axenically Y= ed, wFr= 25° C2 FA=HYY. XFPA (encystation) encystment medium
(95 mM NaCl, 5mM KC1, 8 mM MgSO4, 0.4 mM CaCl2, 1 mM NaHCOS, 20 mM Tris-HCI, pH 9.0)ollA 25° C oA 3
A7+ F= (induce) ¥ Jtt.

obdlul  Axze] defst4 W3l  (morphological changes)® 7FA334  &w7  (light microscope) o2&
S =

HCE Al %k

HCE (Cultured human corneal epithelial) A% endothelial cell growth medium (KGM BulletKit (CC-
3111); Lonza, New Hampshire)ol A, 5% C02 % 95% &7]2 X3+l bAoA, 37° CollA wjekatdc). wix)=
3guje} Zdol3in.

<3} 5

o17F Zhet M E 9} ZRAolHHFS AFR-3F CPE (cytopathic effect) assay

polyhexamethylene biguanide (PHMB): Arch UK Biocides (Castleford, United Kingdom)olA] T3} om,
AZE2 92 g4 A3A (cellulose synthesis inhibitors)Ql 2,6-dichlorobenzonitrile (DCB) ¥ isoxaben
Sigma Aldrich (Missouri)olA T¥43Ft}l. Monolayered HCE Al¥:+= 96-well culture platesel seeding
T3, PHMB, DCB, T+ isoxabens XEStslAY 831K &= ZFAANA, 5%9 C02E X338 7| ZAA
37° CollA v = ALt

Monolayered Acanthamoeba trophozoites: 6-well culture platesel] seeding %13, PHMBWF 3}l 1), PHMB

¢} DCBE ¥¢3AY, =+ PHMBSF isoxabenS ¥ 3= Z7o A, 25° CollA] mid=sltt..

CPEX Giemsa staining 2o A|ZHAH o2 oAo] HUow, 5% sodium dodecyl sulfateo] &3% 0.1 mLe A&
9] optical density (at 590 nm)E =43}, HAE CPE (% CPE):= tfg9 FAo =z AAE et % CPE =
100 - [(OD of the experimental well — OD of Acanthamoeba alone) / OD of control cells] x 100. CPE ol A
ol 334 G = Q).

A3 2: PHMBY| ojrlu} &F a5 B QI AWAE 54 H}

Aoz 9y AMSEE s Ee PIMB AFdl 93 spAjeldnl 5 as 2 AzF A E (HCE AE)el o
g 548 Hrista L A9E = 14 Atk 19 Ao JERA vkel 2ol 0.02%9] PHMBE ZhAlofwHlHEe]l
thal 2217kl 70%, 8AIZFel 90% Aol A& %S Hth. & 1¢] Bell YERH upel o] 0.02%°] PHMBE A
SRS wl Q17F A E] 50% ©]/de] 30+ ‘ﬂoﬂ cytopathlc effects UERo] SAdo] 7% oz H7tH
th. & 19] Ceoll vERdH mRe} o], 0.00125 H& L o]3le] FEOA = PHMBO QUxE ZhehAazel dig H/do] A

o gl= Aoz HrrE .

A3 3: DB =+ isoxaben® opwul ¥FHA AAaT H7L

DCB T+ isoxaben®] 7FAlebdul ¥4 (encystation) oAl &%& H7lste]l 1 A3E & 2 9 & 30 e}
WA

T 20] YER HEe} 7ol DCB (= 29 A)e] A
A E5S BPYow | isoxaben (= 29 B)Y A

50 WA 400 pME A7 Al 40 WA 50% A=<

45 34
5 WA 100 pM2 A2 Al 20 WA 256 Lo x9

2

I
%

oﬁ: oft

[<S]
o]

2,

L 3o uERd wpel 3Fol A9 B tilEwrS WERT young cystse] @A (% 39 A)ol &3] trophozoites7t
mature cyctsZ W3 (%= 39 B)EH+= AL F2ld 4 ok, ¥hE | 100 pMe] DBE AHZsAY (= 39 €), 10
uMel isoxabeng A3 A9 (& 39 D)ol= endocysts?] Aol A Yo, HAAAH R SZx MxF
< B3la, Axdel AEA Alolo] HIAGYA R HE FTho] FHAHU.

=

A3 4: DB =+ isoxabens PHMBS} Z3tete] ALZ3GS wio] 7Ajopwul HFds 7t
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[0085]

[0086]

[0087]
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T 4% 0.00125%%] PHMBYHS: 2 3bslE A E (@), 100 uMe DCBSF 0.00125%<] PHMBE *x3tst= 2AE (M)
210 uMe isoxaben® 0.00125%%] PHMBE X3l ZAE (A)Y JHAoHMl AEss Hr Ad9s

&= 4o bR wpeh o], PHMBRRE EFehE 2AJEI MlaeiS w, PHMBSE $H/l DCB = isoxabend:

sk 2AEC] AAS] #e ARl @A - TpAotunt AT RS Hole AR N, A
| A%aS |, PHBYS E3shs %

PIMBS} &7] DCB W= isoxabend EgHali

0

o]

I~

A3 5: DCB T+ isoxaben®] QIZF AWAYE EA g}

%50 vERL kel o], 100 pMe] DCB ®E 10 pMe] isoxaben ©Eo® HE AH9oE QzF zZtubax
(HCE)ell disl] A3 AESAZES YeplA] eksteh. (& 59 #fxelA] 71 59 3|4 9 4 wgag)z).
oot wx=9 PHMBSF 37 100 pMe) DCB ®=3: 10 pM¢ isoxabeno] A el®l 7-¢-, PHMBW @ o2 Algd 7
S nlaEl EAHCR Foust Mrmgde] F7HE YERA] ettt
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80

40

No. of viable amoeba (%)

20

0
0 1 2 3 4 5 6 7 8 (h)

eeetpee PHMB —8—PHMB+DCB —a— PHMB-+Isoxaben

i
50
40

30

Cytopathic effect (%)

20

10
0 i-l

PHMB (%) 0 0.02 0.01 0.005 0.0025 0.00125 0.000625
DCB -+ - -+ - -+ - = # = -+ - -+ - -+ -
Isoxaben - - + - - 4 = = - = - -+ - - 4 - - 4
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