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FDA News Release
FDA Approves Three Drugs for Nonprescription Use Through Rx-to-OTC Switch Process

https://www.fda.gov/news-events/press-announcements/fda-approves-three-drugs-

nonprescription-use-through-rx-otc-switch-process
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FOEHAILS98% ThHho7ztHEINTWD, £7=, [H
W 2,645 BIO KT A4 7 A BEEZNRIITbiL- RIRE
REIZR9 5 Web 7 7 — Ml Tl BEAH AN 22D
DOTIHRMALEBRY ORI Z KIBRTETWDEEDOH
BN 102% ThHh-o72Z &0, 1 H 6 BLRIRBA] (FRfFSC
WY OMSREEL 1 B 6F) WG EETI1 HOMIRME
BX AR FEoTBEDOESRH 80% TH o= &
DHREINTND, Fo, FHHEANZ D LT, I
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XEBYOREERIRTLL>BEEI-EE (TRE
STEE TR, Oll~AE ] &) SIREEIZ, i’
X ECRESINTZHENEEINLIBEEZE ) BT
DBYICHIRTE o 2B EIT, HERZE U212
RIB L 722050 235489 65%., T4 HIRFIC SRR SE 2 6 243 <
DE XN HETZNS ] 23 50%., [1 B O SRR
NG | TRIBIZ X VIERPLEL, 20Kk, AR
THVLENEN T2 D] DEINENK 40%E HwE S
NTWD, ZOZ e, RIATABEICEBNT, Bl
TEL D SIREIE A2 K L 7= SR A B4 5 2 L,
BER EORTR=— X% L, R EARERD &
Zz2 .1 H 6 B IR O IR A 5 oKL & B By
HlBEITo72, £ LT, kAl LT PVP (R
t=vnl Ry BI4ARE RY) 25 2Iiilms 5 2
LT, BRI A 1 H 3R L= 1 B 3 AR
FEBEL, BARNRTA T A BEEZ G E LR
B A Eh L7z, FUHERRICBW AR VLA L ®
AP AaT RRELE LA EREECS L1 H
3 (A ERBLA D 77 & AR R % T 2 4B 23 BRGIE
Sh. F72. BHFERER I X OEIDbL FHER IS\ T 1
H 3 BELRIBRAOLZEENHER INT, Zb0RER
H EICAREBFEL 2022F 6 HIC R T4 7 A 1HEA A
ARAI & U CHRLE IR e kG & IS L7,

TR0 - B
F o B R
CT A=
o — 7 F —
A D2 g%(t
D)

< WA F e >
O 1H 6= 5 AR A

1.

2.

3.

P2Y, ZRIMEB R CH DL 7 TR YNV F N UL kR
Y ET D RITATAREATH D,

(KA 53 W) BEOY T AF U 43We « BEAE] ZARMET S,
(Y- F v bk «invitro)

RIATABEEZGSGLE LS NIHERBRICBWNT, 7
A LA U REARA T BREE LA EREEIC
S, BT LA U AIRIR 0.1% (0.1%K8l e 7 v g
TRV T AR ICRT DIELERRIES Nz, F
o, B— AR A VY A a T ZIEEE Lo AR L
FFEEICRT L TCIX, B 7 LA 2 mIRIK 0.1% (0.1%%5 8
vrvm g YU ARIRBIR) ()T B ERE SRR
FE X L7,

52 Mo SIRRBRICENT, RIA4T7 A BFICx L, &
HBHMEHEE & i L CTTF R COFRICB W TH B W E
RDPFRD T,

FEl N i R BB L 3 T BIME R (RS R I A i 2 5 25 8 %
Eie) FBUEEIL 23.7% (RIER] 655 FlH, 155 6)) T
bolo, MIER 655 B, EIVEM (R A 52 A
a2 Gde) MR BT-DIE 155 61 (23.7%) TH -7z,
T2 BIVEF L BR AR 44 14 (6.7%) L BR AR 31 14 (4.7%) .
fElE TR 24 4 (3.7%) . HRJE 18 #F (2.7%). HR%E o ¥
16 1 (2.4%) . B 14 1 (2.1%) . IRAPLR 7 1
(1.1%) ZETh o7 OKGRIFHENERD) , fE 7 X IR
Feif & AEREFE I O A5, IRE D FERBIIIREE 5 FEIE &
IRZ 9 FEIE O A FF. BWIEITIR 0 Bk % x4, 8 ik
WA (BHEAKTE) (2BWT, BIMEMARHEMEE T
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6.3% (WRJEH] 3,196 HlH, 202 i) TH - 7=, FIEHF] 3.
196 il P, BIEA NGRS Bz DiE 202 #il (6.3%) TH
o7, EREMERIE, IRFENEUE 30 4 (0.9%). RAE 30
1 (0.9%) . HR¥E 22 1 (0.7%) . FEIEHE 20 1 (0.6%) .
MREEAR 191 (0.6%) Z&TdHh o7,

@ 18 3 AERRA

P2Y ZBEWEEERZET 5. BAFO 1 B 3 AR

DRIATAIREHTH D,

2. ﬁ@ﬁwfﬁ““ijww-7/b)&UFA%/
W] (UH X cinvitros 7 v ) ZAEE L, THREHEM ]
(Wﬁ%)#mbgmto

3. AL FOTIICEY, 1 H 3 EGEIREANT 1 B 3 ([
ﬁﬁﬂi?xla6ﬁﬁﬁ@ﬂﬁlH6Eﬁﬁ?lﬁ3
ERIRBIAIRA (R e RogaHEA) &kl T, AR
4 BRICABERAKR EEEELEER 2L
(p<0.01:Nunnett O ZEHHRE, 7 8 RTAT A
5 L)

4. FIATABEEZNGLE LT 7 2R % B BR
(BEIIFE ., MRFEAYFRBR) TIiX, 1 B 3 [BLSIREA]Z 1 (5]
L, 1B 3|, 4B AR LR, 5% 4BI2E
Téoﬁﬁ%@ﬁ%7wﬁvt4/ Lt 2 37 DAL
& (PR 2 PH8ME) IcsWnW T, 1 A 3 EAIREA D~
J R ﬁfé@@@#@&éhko

5. RIATABREZXNRICTH 3 EAIRAIE 1 H 60l
SR BLA 2 AV T Thhi- 4 — 7"/7A‘zv7uxﬁ%
AN— g EER (GBI AH, BERARER) It W T, AR
%@am~zﬁ>&w%mmu~4ﬁ>@awg#z
1 B 3FEAIBRFRETZEIZEN 80.0%, 89.7%. 1 H 6 [F]
SRBIAIRETZENZ I 70.0%, 66.7%TdH > 7=,

6. 1 H 3EAIREAE 1 8 6 [BLSIRRA O KRR
J A EEEOREEMATICB W, BIERIX. 1 B 3 [EA
IR B o I FBR T 169 B 12 6] (7.1%). 1 H 6 [A]
SR BLAIAGRE O 7 Z 2 A3t OIS EF] T 146 B 26
Bl (17.8%) . 3 &REROFAHEH T 509 Bl 114 1] (22.4%)
RO LT,

7. EREMERIZIRA, BiERETH- T,

=

< BN RO RFE > (1 H 6] AR BLA K& OV B 3] AR LA 2

I5m)

1. WRINANZ BAK (RN o= s 28 F7km0
MIRAITH 5,

W IR T o fiff
b

BUT B K7 A4 7 A 1%, koI Tz A TR
e 7T e UBRIR T ENZ LLERR NI4T A
ERERRT DN, A FUEAEZMOTEIRETH DY 7 TR
VI F RU T AL LRI RNIZEsTHET DI LENHE
ShTnd

CITHRYFT N U ATIRIERENSEINL, Wi s T
UNGWMBEEIND I D, BIZERENSKTLTND

L) RIEFICER DL BWREIETHDL E VR D,

417101




N SFOVTHOEA b 1 A 6 AL 1 H 3 EAR
A B g g,

T o (N | <FEIER >

it 3cE: 45) I A7 FIWE R %&EE EIJS%LJ\J:) D

D) _ ‘ mlE
AR R o) 4
PLFOWFNOEE 61 H 6lal 5 AR R K& O H 3[a] 5 iR 5
(2 A,

<EH>EE L

R g | =

i | L AFIORSCH LIBRGE OBEEED 5 5 B
RORMCE |« mamp R s > 47 L

D9 1Y) | <BEOSBEEAT S BEICET LS >

1. /IR

AN % 4 b LT B R R IR I JE M L TN L,
<HITARM > %72 L

BAEME KA

PEIZHDNT P L

EE N P
SO G| SR L
22T

HE A A 2

Py

e

ARICBITA RIA T ABEIL 2200 AN E0nbiu, SHTHML
Sobh b, o

[i) i [] 22 4% -
HHED A A
F- 0TC L. Dk
AT DNT

LUT o i 158 bR B F 18 RIRA 28 2 A v F OTC b ST %,
gy P =g 3l NNV

B2 A
N7 A%

RIATAZETA RTA 2 (FcHE5H 10 H)
HARDRT AT A DERHELZWEEDULET (2016 Fil)

T D
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3. XA DERKFTOREKNR

kA 6 70
TOEKB
i

— R EE S & LT ORAGIRD

CE CAE CARE CORE COmE
(BROK S 6 22 TORRBHNE)
Rk A [E T OERBARE
JeE | Boed (E¥4) | AR L
#hiae - R
ML - &
15 %
LE | Boed (E3E4) KRR L
e - 2R
ML - &
S
ME | Bes (E¥EA) | AR L
PIERENIE S
ML - HE
S
KE | Moed (E%4) | AR L
PIERENIE S
ML - HE
=]
IE | WRoes (E%4) | KR L
BhEE - AR
ML - &
=]
N | e (dE3E4) KR L
BhEE - AR
ML - &
=]
P34 PR I 3 & LT o0 AR AR
CHE CAE CAE CORE COmE

(i %)
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Bin, 7 U A REE L TORERG
CoE TAAE TAE TokE FE - TSN

(i )

ZEEHN-E

1)
2)
3)

4)
5)
6)

VI T AR 3%EHKGA F E a2 — T — 5 2023 4 3 HkET (5 13 i)

VI T ALX BHIRIE 3%EH A F B a— T 4 — A 2022 4 11 A%ET (5 2 [R)
RIATAMREDBRIA RT A MNEREBES. RIATABRIART A .
oo 5 H 10 H, HEREFE 123 © 489-592, 2019, p.510, 553

VU T A RIRIKR 3%iRAT S0 2022 4F 9 A ERR (58 1K)

VU T A LX mIRIE 3% WA S0E 2022 4R 6 A ERL (58 1K)

7 N i S = R~ | S = S
https://www.nichigan.or.jp/public/disease/name.html?pdid=9. (=8 2024-10-16)

AN
T
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2022F9H BET (B LhR)

P HR/E
BHHEAA : 35

RSA7 1685

(LF 2 /K773 R ARA])
ITPRYIF MU LSRR
WS EERER"

IDPARRE3%
DIQUAS ophthalmic solution

) EE-EMEOLTZICLVERT L

HAREEROFES
871319

AR ES | 22200AMX00300

R 5% B 18 20104E12H°

$anten

2. ZR(RDEZFCIFBEULREVTE)
2.1 ARIOBS K LBEEOBERO & 5 B

11.2 ZOtthDEIER
5%LLE | 1~5%KiH | 1%

SR

AR RRORIBL  (ARAG. 65 R AR T
Foln. B, (AR o B E
Ro 2 58 (IR, &
&, IR0 R FK Rl
PRk, BRI ) (B

SR A R O
®JE R
AEVO S A
DA LR &
=

=

3. #HRE-THR
3.1 #Em
HR7E#A U7 X EERE3%
ImLA
BES |V TARVILFRUTL
30mg

V) UBEBIKFRF MU LKA, T MBS b
A ) LKA AL S N Y 7 A B R U T L
TUNANFT DTN EBEER. pHAH

3.2 RAIDOMER

IR 7e4 YU 7 ARHRTE3%
pH 7.2~7.8
BB 1.0~1.1
LEE 7N MEEH, BEKERERA

4. FHEE-ZHR
RS 74
5. ZEE-MRICEHET ER
RHRE D AR LEEESRO SN, 171 &R
WS N BEICHERT S &,
6. Fix-HE
EH L LG, 1H6ME SRS 5.

9. HEDHRZBIDEREICHTIER

9.7 B
NREERE L7-ERRRBRIIER L T,
1. BIfEH

ROBHERNH 5bNDZ ENDHZDT BEZ 5TV,
HEDPRD O NGEIIIERE 2RI T 574 St 2 0B %
752 &6

457101

ANHREE, BR|ZEH. WK,
i % FERE A
ZOlt YEJE . UFEEER
i, ALT E
5

14. BRALOER
14.1 ZERIZAHFDER
BEICHLUTOEICERT A LHEET LI &,
CEERBALED -, SO E &, BEROLMPEZERIC
MNTVWEDICEET B L,
- BIRZ RS U CRBEENICEB L. 1 ~57MFER L CRE
A EES %, Bigd 52 &,
Ao HIRAI 2 FEH T 2541013, D7 50 RN ER
fExHITTHAOEIRTHIE,

16. FAPENRE

16.1 MANRE
BEREBEASBHEOMmARIZ0.3%. 1% 3% 5% 7 7 &V ILF
MUY LA SIREE & 1RE,. 1HIEILHB. 1H6EIIHMS L
<IZIH6E7HM R U 7z & & O MBEFRRE KR O
REZRE L Z2HER, MBEFAREEREIRX. T XTORK
B IC B 2 2RER R CER NRME (2ng/mL) K TH -
7zo REW(UTP. UDP. UMP, 77U I 2)IZDWTH,
NERMERS ICHRT 2 EBOBEICHELEE 2 L h o7,
)RR EREINTVWAEEIIINTH 5.

16.3 5370
HEY Y XFOMBRIIIRC-Y 7 THRVILF + I~ L SIRK
ZHELRL- &, MR, AR COHNRBHERICE VR
Eoisn, BEEOAKRTIIRIBRST ICREREZ T
U R 24BERIC I3 R EIRE 04~30% & 75 5 72V,

16.4 X5
b MR NFI 7Y —L % B n vitrofR# K
JBICBWT, Y7 TARYILF YT LEES IR E X
7. UMP, 7)YV ROT TV IVOERPRD 5
(in vitro)»
27 ARVIF I Aldecto alkaline phosphodiesterase 1
&0, UTPRUUMPICIIAKA S NS & &2 570,



17. ERFRREEE
17.1 B3R UREMICET R
17.1.1 BASE MEHER
R Z A 7+ BEWBTH (BRI R 286M]) 235 & L&
B ZEEMLERERICB VLT, BRI S RERR
Z2EM 1 HolE SAR% .. AFITUI0. 1% & e 7L a VEES -
U LSRR Z1H6E.. SEMSRUER. AF( -2
L U REIREREEE 360 2 & T 14400) (I X IBER (2 = — 7' L Vi
IREEEE 2 &L 14260 ICHE LT, RS0/ 7 LA L
YA VRER AT OBRTNRD NIz SHIT. AFNIR
BEICHE LT, ABELROREET - XX AIVREZ D7
EERIERNS 72,
BRI XA A BE 144450 FR 22151 (15.3%) 1258 & 11, T EIfE
FH X AR #06. 3% (9/144051) . HRAG2.8% (4/144%1) K OHR D &
IR .8% (4/144%1) TH - 727,

TNVF LA VRERATT*OHE
A (n=144)

-2.12%0.14

0.1%HA (n=142)

ZLE
(4% F 7= 13 1R EE)
BERZE [95% S HEX ]

(AAHI—0.1%HA)
0.1%HA : 0.1%¥8 e 7L VEF N YU ™ L SRk
(Pt +1ZHERRZE)

-2.08%0.13

-0.03[-0.405~0.338]

0— ARV HIVEER T T * O HE
Al (n=144)

-3.06%+0.19

0.1%HA (n=141)

Z{LE

(4E% % 7= 13 k) -2.38+0.18

BERZ[95%E X ]

(AH1—0. 1%HA) -0.67[-1.18~-0.16]

0.1%HA : 0.1%E8 e 7 Lo v EEF Y ™ L SIRK
(P iEEEE)
*ERREETO AT v I HE
TVF LA URETIIARE ERTIC3NE L. FhE N0
MPOIETHEOEE# 27/l AFt9smms LT L
Too H—ARYHIVGRETIIIFE] L7z ABOFHEIC A T &M
HEROBEAEEL2Z Z N 208, 53R TREDEER2 A7
{fbU. AETISAsRE UTHHI L 72,

18. ENEIE
18.1 {EFtERE
VIOTARYNLFNU T LI, KRR OHME o
P2Y,ZBRICER L, MIlENO ALY T L BEER ERSE
B EITED, KR LTF > DS UMEEERZ RS, £/,
AR LR ORBESTILT > OFE-EEMERADLET Y2,
18.2 LF VZZBURED WMEEER
- EEFHV (VI ROT Y MIZBWT, Y77 ARV b
U LAQBEISIRICE D . RRO WM FEBEMRD 5 0
LF AR L)
T R RIATAETNAZBNWT, I TARVILF MY
LOHEERIZED ., REODWEEE Lz, /2. KIE
HERIC & D SRR O L F B L 721919,
18.3 AR FRTHRRRD L F V ELE(BEER
DU TARYVIVF M) L. A EEMREO LT Y OBET
FHRMNOY ST EREEEZ B LTz (in vitro)'? 17,
18.4 AR ERRFEEWEER
TV NRIATAETNVICBIT2ABLEREIX. V77K
VL M) LAER 2 IH6E. SEEKESRELZER. B
ERENICSRESN. 1B ETEIREZR Uz, /2. 1%
DI TAVIVF NI LBEEELERRESRLUER. 1H
6IE DD s EREE CRANED R Z R LY,

(2)

19. B3RS ICEET SB{EZEHFR

—fg 1 V77 AYILF MY LA (Diquafosol Sodium)
{b24 : Tetrasodium P',P*bis(5'-uridyl)tetraphosphate
F3 ¢ CisHaNaNasO2sP4
STE : 878.23
B R ARIECORBEEOM K TH S,
AREZIKICHRD THEF T < RILLT I FIETR
9L AT ) =IO TETICL, 28 ) — i
FEAEE TR0,
Tl
o
HN""‘j
Naojé/o O% b ‘
Naoj\P/c') i ’
N 0:\1/(" Q HHo OHH
a\\ o HNJK\
Naofii O///i\NJ
1 o
22. 2%
75 AF v 7 AR HE5mML X 104, SmL X507
23. FEXk
)PR8T HE8 A - 1 H 5 S AR EE (2010E4H 16H
A8, CTD2.7.6.1) (62135]
2)AENER 5B T ARE e ARARER (201054 H 16 H &G,
CTD2.7.6.2) (62136]

IVAEAER ¢ F BL[E S EREE O RRA B8 (2010684 H 16H
8. CTD2.6.4.4) (62137)

HHNERL 1 In vitrol2 BT B RE (M2 B T Bin vitro
) (2010FE4H16H%EE. CTD2.6.4.5) (62176]

SYRNER : In vitrolc B AR#@ (e MFIZ70Y -4
ICB Y Bin vitrofR#) (2010548 16H&RR.

CTD2.6.4.5) (62177]
6)Picher, M. et al. : Am. J. Respir. Cell Mol.
Biol. 2000 ; 23 : 255-261 (66614]

7) Takamura, E. et al. : Br. J. Ophthalmol.2012 ;
96 : 1310-1315 (62181]
8)Cowlen, MS. et al. : Exp. Eye Res. 2003; 77 :
77-84 (61701)
9)Pendergast, W. et al. : Bioorg. Med. Chem.
Lett. 2001 ; 11 : 157-160 (61691]
10) EfEEFM : 725 LWEREF 2011 5 28 : 543-548 (62642)
11) CGREF 0 75 LOEREE 2011 5 28 © 1029-1033
(627606)
12)B7CB H& A - B BIO Clinica 20155 4 @ 114-117
(64790)
13) &R IEREYNINT S 1ER (RR D IMEEER)
(20104E4H 16H&5E. CTD2.6.2.2) (62202)
14)Fujihara, T. et al. :J. Ocul. Pharmacol. Ther.
2002 5 18 = 363-370 (61630]
I5)HAER . FI 147 A ETLEMIHKTT 2/ER (R
SUMEECER) (2010F4H 16H&RE. CTD2.6.2.2)
(62203)
16)FENERL : R A 7 A BT VBN AR (L F >
UMEECER) (201047 16H &8, CTD2.6.2.2)
(62204]
17) CiEEFM 75 LWEREF 2011 5 28 © 425-429 (62609)
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18)HNER 1 7 v MRESNFIREH N1 74 ET LIS
BU s A LR EENEER -HERICHER - (62205]
I9HNER . T MREINEIREH N 4 7 A ETILIC
B % A LR EEUEER — AEREEOBE — (62206]

24. XHfFERERUEVEDEE
SERMEHRSH MRy —
T530-8552 (HRIBHEES)  AIRTTHLKAZEHT4-20
TEL 0120-921-839 06-7664-8624
ZAPHERE] 9:00~17:00(%- H-HHZHR<)

2. SUSARTRES
2.1 BHERRFETT

SXNERITH
KB 4 X A R BT 420

477101

(3)

30312

14



202246 AERL (B 1H)

EEEER S EES
871319
L} k- ZE=H
S KB E S| 30400AMX00210
By 5% B 18 20224E11H
RS A7 A 8EH

Ok Dbl LF 2 53 EEBE/RRPIEE RN <ARA)
ITPRYIF MU LSRR
WS EERER"

)P LXRERE 3%
DIQUASLX ophthalmic solution

F)EE-EMEOLFZICLVERTHZ L

$anten

14. BRALOER

14.1 ZERIZHFDER
BEICH LU TOMICERT 2 LH1EET S &,
CERERBALED -0, SO & X, BEOLHPEZERIC

2. BR(RODEFCIFBELREWVTE)
2.1 ARIOBS K LBEEOBERED & 5 B

3'1 .‘&%Egziﬁﬂk ST T
L BRI L CREEEANIC SR L, 1 ~52 R L RS
B7E 4 VU 7 RLXIHRE3% HaEEES %, BRT L.
ImL O SR 2 BT 2B A1IE. D L5 EER
BRI | PO TARVIVF R T L A BT EIET 3o
30mg °
) UBKEF U LK. T FEES b 16. ZFEApEHRE
WIOED |V LKA, LT R U T AL R,

16.1 MANRE
R ABMEOMARIZ0.3%. 1%, 3%. 5% 7 7 &YV ILF
~ U L RERYE (1 6la] s ERELA]) 2 1[I 15, 1H 1= H fE.
1H6EILHE S L <31 H6E7HBSIRY Uiz & &0 MiEhR

THEEER. pHFAETA]

3.2 SFIOMERK

WA 507 ALXEIR% HH L <SLH :

B o077 (LA TR O RIS &I L 75 5 ISk (il £

AT 1'O~1'1 T RTOWERE 1B 5L RER S TER FRM@E (2ng/mL)

= e KWTH o720 RBEW(UTP. UDP. UMP, ¥ ¥ >) i

L B~ TREIET, MR DVT ., WEHERS I ERT 5 ERNBE I B L 52
73\,)7‘—:1)'2)0

4. 3pHE-FR ) AF3 ] H3E AEREEITH D . RKES N TV S EEII3%
RSA74 .

16.3 575

6. AiL-FE

. E . | 03E ST 2 HEYYFOMIRIZ3%T 7 7RV ILF ~ ) 7 LQHRE(1H6

(0] kAR BA) R OV (1 H 3[E] AR BEA) 2 BLE R L7z & &

9. HEDHRZBIDEREICHTIER

9.7 INR
NREEZNG E UZERERIIERL T,
1. EIfER

ROBEWERHN H5DND ZENHBDT BEz 71TV,
BEPROoNTZBEIIERE RIS 5% SEY G AEE

s = -

TH52 &,

11.2 ZDfthDEIEF

1~5%A | 0.1~ 1% SN
AR ARG, RRAE|AR o 25 R (52| ARy, ARO BRI,
SR GERRE, (ERESANEREE. BRI
XD E) ., |R R
RoZHER, |BHR, 28, WK
fERETT I B, EER. R
KA - R AR
2%-ART S AZED
FIE ERRE
Z DAt I SEI. AT ERERIEIN.
ALT B5&
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A, BEENFERFRY 7 7RV VEBEIINT S SRREIS
53 (PR OGS RED) I3 153 ORI ISR iR E 2R L7zt 1
B E EHITHED Lz, AR, BEEXCRERFS 7 7Ry
VBE IHER CHEEETH 727,

16.4 X5

b MR NI 7Y — L%V fan vitrofR#E K
JBIZBWT, YT THRYVIVF MY LIEEP IR E 2
3. UMP. ZU PV RUOT T VILOERDIRD 5z
(in vitro).

U T7ARVIVF MUY Lldecto alkaline phosphodiesterase 1
& UTPERUOUMPICIKA RS NS & Z 5170,

17. BRARREIR

17.1 BMERUREMICEET B5HER

17.1.1 BN MEHER
RT A 7 A BEIITH BRI R3I36H]) 2R & L4
TERAL R BB IC B W BRI T v R IR
#Z1H3[E AR RIRE. AL 7T 1 A SR TE 1



1H3ME, 4EMSER UZRER. AH(1686]) TlE 7T & AR SR
W (168M1) S L T, AR LA LEA YRGBT D
BEZERNPRO SN, KEIDO TSR HRRICNT 288
TEASERE S 720

BIVER N ARFIBE1696I 124 (7.1%) 12388 6. FERBIER
VX HRH3. 6% (6/169f) . BRAS1.8% (3/169f) Td - 727,

TG LA CYRBEATT O (FAS)

A 75 R R
(16841) (168f1)
Z(CE (TR0 | ]
(P memEs) | e O
(1)
Z(LR" (5 #40) 1.3 0.8l
[95% 15 M X ] [-1.49,-1.15] [-0.98,-0.64]
7o R E D o etrg e
[95%( #E ] 05110785 -0.27]
p,szﬂH .

CEERBTOR AT VTR

TIF LA Y RETIIAFEZ ERTI3HEI L. T EN0H
P OINTHREOERE L Z 7L L GEIORURRE U CEHE L7z
R ERE, FHERS. N—ATA VICBUSABT LY L
A UBE2a7, BERFEFHERSOREEHR, X—=271 ~
BT 2L2ABT VA LA e 2 07 &FHiR RO R B
MEzREEE U EREOHESBIEE % (€ L 72 The mixed-
effects model for repeated measures (i% B il 7E 7 — & 12 %t
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Research Article

Proteomic Analysis of Dacryoliths
from Patients with or without Topical
Rebamipide Treatment

Fukutaro Mano? Hiroki Takimoto? Masako Oe¢ Kuo-chung Chang?
Tomiya Mano? Yutaka Yoshida®

aSuita Tokushukai Hospital Eye Center, Suita, ®’Department of Structural Pathology,
Kidney Research Center, Niigata University Graduate School of Medical and Dental
Sciences, Niigata, “Tane Memorial Eye Hospital, Osaka, Japan

What Is It about?

This is the first report to clinically detect the different features of dacryoliths (lacrimal stones) related
to long-term use of rebamipide eye drops. Each protein profile with or without topical rebamipide use
was obtained by proteomic analysis and related to immune and inflammatory responses. Interestingly,
bacterial infection had a stronger association with dacryoliths in the rebamipide (-) group compared
to the rebamipide (+) group. It is possible that lacrimal protein alteration may be accelerated by topical
rebamipide treatment, resulting in less bacterial infection. Our research contributes to the expansion
of knowledge regarding proteomic analysis of dacryoliths.

Keywords
Dacryoliths - Dacryocystorhinostomy - Proteomic analysis - Rebamipide eye drops - Unipept

Abstract

Background: A dacryolith mainly contains organic material, but its specific protein content is
unknown. We observed a unique dacryolith formation in patients with long-term use of re-
bamipide eye drops and tried to identify the differences in protein compositions of dacryo-
liths from patients with or without use of rebamipide eye drops using novel proteomic analy-
sis. Methods: Dacryolith samples were obtained from 7 patients (4 samples were without
rebamipide usage, 3 were with rebamipide usage) who underwent endo-dacryocystorhinos-
tomy or lacrimal endoscopic surgery and were subjected to protein identification and meta-
proteomic analysis. Results: The proteomic analysis revealed that most core proteins of dac-
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ryoliths are involved in immune and inflammatory responses and rebamipide-related proteins
participated in several biological processes, including immune response, receptor-mediated
endocytosis, and negative regulation of endopeptidase activity. Metaproteomic analysis of
taxonomic diversity of dacryolith proteomes suggested less involvement of bacterial infec-
tions in dacryoliths from patients with long-term use of rebamipide. Conclusion: This is the
first report to clinically detect the different features of dacryoliths related with long-term use
of rebamipide eye drops with proteomic analysis. It is possible that lacrimal protein alteration
may be accelerated by topical rebamipide treatment with less bacterial infection involvement,
but this requires further study. Long-term rebamipide eye drop use may be restricted in pa-

tients with nasolacrimal duct obstruction. © 2018 The Author(s)
Published by S. Karger AG, Basel

Introduction

Lacrimal sac dacryoliths are often diagnosed during dacryocystorhinostomy (DCR), al-
though their cause is unclear. Some authors have described the components of dacryoliths to
reveal the mechanism of their formation. Several studies have described the etiology and
gender and age-association of nasolacrimal duct obstruction (NLDO) and smoking; however,
the results of each study differed in accordance with limited attendance [1, 2].

Reports have described the components of dacryoliths. Paulsen et al. [3] reported that
trefoil factor (TFF) peptide and mucins are the major components of dacryoliths. Iliadelis et
al. [4] performed a histochemical analysis of dacryoliths in a series of DCR procedures. The
histological examination revealed acellular amorphous organic material and limited calcium
salt depositions, while the chemical analysis showed mainly organic (over 90%) and minimal
inorganic material as the components of dacryoliths. Orhan et al. [5] similarly described that
dacryoliths comprised amorphous materials and organic materials. However, these previous
studies failed to identify the type of organic material. Lew et al. [6] reported a change in the
concentration of electrolytes and proteins in the tear samples of patients with NLDO, and
detected low levels of lysozymes. However, no specific causative protein was detected immu-
nologically in their study.

Dacryoliths are commonly characterized by yellowish hard stones accompanied with
nasolacrimal discharge (Fig. 1). We have noticed unique dacryolith formation that was rather
white and brittle in patients with long-term use (over 6 months) of rebamipide eye drops
(Fig. 2). We hypothesized that there are different protein compositions between dacryoliths
from patients who did not use rebamipide eye drops and dacryoliths from patients who had
used rebamipide eye drops over a long period of time, and we tried to identify the major
protein composition using novel proteomic analysis. The peptide sequences of the identified
proteins were analyzed by Unipept, a recently developed open-source web application de-
signed to explore biodiversity of complex metaproteome samples.

Materials and Methods

Patient and Tissues

Aretrospective dacryolith evaluation using proteomic analysis was performed at a single
center.

Tissue specimens (dacryoliths in the lacrimal sac) were obtained from 7 patients (Table
1) who underwent endo-DCR or lacrimal endoscopic surgery for NLDO (1 male, 6 females,
aged 69-82 years, mean age 75.6 years) at Tane Memorial Eye Hospital from April 2015 to
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Fig. 1. A normal dacryolith char-
acterized by yellowish hard
stones.

Fig. 2. A dacryolith from a patient
who had used rebamipide eye
drops over a long period of time
was white and brittle.

Table 1. Dacryolith case information

Case Gender Age, Durationof Diagnosis Treatment Rebamipide Duration

years epiphora, use of usage,
months months

1 female 75 30 NLDO DCR -

2 female 75 6 canaliculitis + NLDO DCR -

3 male 76 12 NLDO endoscopic surgery -

4 female 78 20 NLDO endoscopic surgery -

5 female 82 36 NLDO DCR + 6

6 female 74 18 NLDO DCR + 10

7 female 69 50 NLDO DCR + 40

NLDO, nasolacrimal duct obstruction; DCR, dacryocystorhinostomy; -, no rebamipide treatment; +,
rebamipide treatment.
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December 2016. Material from surgical procedures was obtained with the permission of the
medical ethics commission and used in accordance with the Declaration of Helsinki. Patients
were carefully reviewed for the duration of epiphora, history of acute dacryocystitis, general
conditions (existence of cancer or Sjogren’s syndrome, which may cause severe dry eye),
usage of rebamipide eye drops, and duration of eye drop usage.

Dacryolith samples were analyzed at the Department of Structural Pathology, Kidney
Research Center, Niigata University Graduate School of Medical and Dental Sciences, and used
to perform protein identification and metaproteomic analysis.

Each patient had been diagnosed with NLDO (case 2 had canaliculitis, additionally),
accompanied by refractory discharge, with a history of acute dacryocystitis, and underwent
DCR or endoscopic surgery. The first four patients were never administered with topical
rebamipide treatment in their medical history. Patients 5-7 patients had a history of topical
rebamipide treatment.

In these three cases, rebamipide eye drops were administered over 6 months for severe
dry eyes, and the dacryoliths with the use of rebamipide eye drops were larger and whiter
than those without the use of rebamipide eye drops. The patients had no systemic symptoms,
including Sjogren’s syndrome and cancer.

Protein Extraction from Dacryolith

Each dacryolith sample was divided into small pieces using tweezers. Dacryoliths from
patients treated with rebamipide eye drops were easier to cut than those from patients who had
never received rebamipide. The dacryolith pieces were suspended in sodium dodecyl sulfate
(SDS) sample buffer (2% SDS, 10% glycerol, 62.5 mM Tris-HCl pH 6.8, and 2% 2-mercapto-
ethanol) and homogenized using a Polytron homogenizer (Kinematica, Littau, Switzerland) and
an ultrasonic disintegrator (Hielscher, Teltow, Germany). The homogenate was heated at 95°C
for 10 min and centrifuged at 20,000 g for 20 min to obtain a supernatant as the protein extract.

Trypsin Digestion for Mass Spectrometric Analysis

The protein extract (30 pL containing 10 pg of protein) was transferred into a new micro-
centrifuge tube for “tube-gel digestion,” a modified in-gel trypsin digestion procedure [7] to
generate dithiothreitol-reduced, iodoacetamide-alkylated tryptic peptides for nano-flow liquid
chromatography coupled with tandem mass spectrometer (LC-MS/MS). Briefly, the protein
extract was mixed with 11.3 pL of acrylamide solution [acrylamide, 36% and N,N'-methylenebis
(acrylamide), 4%], 0.4 uL each of 10% ammonium persulfate and N, N, N, N-tetramethylethyl-
enediamine and polymerized for 60 min at room temperature. The polymerized tube gel was
incubated for 30 min at room temperature in 50% methanol and 7% acetic acid and stored at 4°C
in 5% aceticacid. The tube gels were subjected to in-gel digestion with trypsin (Sigma, Proteomics
Sequencing Grade) using the protocol described by Katayama et al. [8].

Mass Spectrometry

The peptides generated from each dacryolith sample was finally dissolved in 15 pL of
0.3% formicacid and 5 pL of the sample was injected into nano-flow LC (Eksigent nanoLC 415
with ekspert cHiPLC, Sciex) coupled through a nano-electrospray ionization (ESI) ion source
with a tandem mass spectrometer (TripleTOF5600+, Sciex). Analysis was conducted in dupli-
cates for each sample under the trap and elute mode using a ChromeXP C18 Chip column (200
um x 0.5 mm) as a trap column and a ChromeXP C18 Chip column (75 pm x 150 mm) as an
analytical column. Mobile phases A and B were 0.1% formic acid and 0.1% formic acid in
acetonitrile, respectively. Peptides were eluted by a 40-min gradient from 2% B to 32% B at
300 nL/min. MS spectrum (250 ms) followed by 10 MS/MS spectra (100 ms each) were
acquired under a data-dependent mode. Dynamic exclusion time was set at 12 s. Autocali-
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Fig. 3. a SDS-PAGE profiles of dacryolith proteins from patients with rebamipide (+) or without rebamipide
(-) eye drop treatment. The protein extract (10 pg) from each sample was loaded and separated on 10%
polyacrylamide gel, followed by staining of the gel with Coomassie Brilliant Blue R-250. b The number of
proteins identified by mass spectrometry was compared between the two groups.

bration using 50-fmol tryptic peptides of bovine serum albumin (KYA Technology, Tokyo,
Japan) was performed for every 5 or 6 samples.

Protein Identification

The raw data generated by Analyst TF1.6 (Build 6211) were converted to mascot generic
files by MS Converter (Sciex). Two mascot generic files generated from duplicate runs for one
sample were merged and searched against the Swiss-Prot protein sequence database
(2017-03 release) under the taxonomy of Homo sapiens parameter settings as follows: instru-
mental setting, ESI-QUAD-TOF; peptide tolerance, +20 ppm; MS/MS tolerance, +0.1 Da. Modi-
fication settings were as follows: fixed modification of carbamidomethylation on cysteine;
variable modifications of deamidation on asparagine and/or glutamine (N-terminal glutamine
to pyroglutamate and N-terminal glutamate to pyroglutamate) and oxidation on methionine.
A maximum of two missed cleavages was allowed. The false discovery rate was targeted
below 1%. For quantitative analysis, we used the normalized spectral abundance factor
(NSAF), a label-free, spectral counting method that correlates with protein abundance
(relative molar ratio) [9].

After completion of the identification of human proteins, unassigned queries (MS/MS
spectra) were extracted and searched against all taxonomies (all entries of the Swiss-Prot
database) to evaluate the convolution of bacterial proteins. Other parameters were the same
as those for the identification of human proteins as described above.

Results

Proteomic Profiling of Dacryolith

Figure 3a shows the comparison of SDS polyacrylamide gel electrophoresis (PAGE)
results of dacryolith proteins from patients with or without rebamipide eye drop treatment.
Bands with molecular weights of approximately 67, 50, and 25 kDa, possibly representing
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Table 2. Supposed functions of the top 20 abundant core proteins of dacryolith

Protein name Gene name  Supposed function

S100-A9 S100A9 Regulation of inflammatory processes and immune
response; predominantly found calprotectin (s100a8/a9)

S100-A8 S100A8 Regulation of inflammatory processes and immune
response; predominantly found calprotectin (S100A8/A9)

Lysozyme C LYZ Bacteriolytic, associated with the monocyte-macrophage
system

Neutrophil defensin 1 DEFA1 Antibacterial, antifungal, and antiviral activity

Cathepsin G CTSG Antibacterial activity; serine protease cleaves complement
c3

Azurocidin AZU1 Neutrophil granule-derived antibacterial and

monocyte- and fibroblast-specific chemotactic proteins

Neutrophil elastase ELANE Modifies the functions of natural killer cells, monocytes,
and granulocytes

Prolactin-inducible protein PIP Detection of chemical stimulus involved in sensory
perception of bitter taste; negative regulation of T cell
apoptotic process

Eosinophil cationic protein RNASE3 Cytotoxin and helminthotoxin with low-efficiency RNase
activity; exhibits antibacterial activity

Myeloperoxidase MPO Part of the host defense system of polymorphonuclear
leukocytes; responsible for antimicrobial activity

Lactotransferrin LTF Antimicrobial activity and able to permeabilize different
ions through liposomal membrane

Myeloblastin PRTN3 Polymorphonuclear leukocyte serine protease that
degrades elastin, fibronectin, laminin, vitronectin, and
collagen types 1, 1], and IV (in vitro)

Neutrophil LCN2 Iron-trafficking protein involved in multiple processes
gelatinase-associated lipocalin such as apoptosis, innate immunity, and renal
development

The top 20 abundant core proteins of dacryoliths were selected from online supplementary Table 2S. Of
these, plasma proteins (hemoglobin subunit alpha, hemoglobin subunit beta, hemoglobin subunit delta,
serum albumin) and immunoglobulins (immunoglobulin kappa constant, immunoglobulin kappa light chain,
immunoglobulin lambda constant 2) were excluded. Supposed functions were provided from neXtProt
(release 2017-04-12, http://www.nextprot.org), a well curated human protein database.

albumin and heavy and light chains of immunoglobulins, respectively, were commonly
observed in samples from both groups. The electrophoretic pattern was more similar in
samples from patients with rebamipide treatment [rebamipide (+)] as compared with those
from patients without rebamipide treatment [rebamipide (-)].

Proteins identified in the dacryolith samples are summarized in online supplementary
Table 1S (for all online suppl. material, see www.karger.com/doi/10.1159/000487585)
along with their NSAF values. No significant difference was observed in the number of
dacryolith proteins identified from patients with and without rebamipide treatment (Fig. 3b).
However, the variability in the number of identified proteins among samples was obvious in
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the rebamipide (-) group in comparison to the rebamipide (+) group, possibly corresponding
to the difference in SDS-PAGE patterns between the two groups (Fig. 3a). Itis interesting that
the number of proteins commonly identified in samples of the rebamipide (+) group (n=133)
was larger than the number of proteins commonly identified in samples of rebamipide (-)
group (n = 92).

We compared the 133 and 92 proteins and found that 76 proteins were commonly iden-
tified in all the samples from both groups. We termed these proteins as “core proteins” of the
dacryoliths. In addition, 57 proteins were commonly identified in dacryolith samples from
the rebamipide (+) group, but not the rebamipide (=) group; these proteins were termed as
“rebamipide-related proteins.” Moreover, 16 proteins that were commonly identified in the
dacryolith samples from the rebamipide (-) group, but not the rebamipide (+) group, were
termed as “rebamipide-unrelated proteins.” The sum of NSAF representing relative protein
abundance was compared among core, rebamipide-related, and rebamipide-unrelated
proteins. This comparison clearly indicated that core proteins are highly abundant, while the
abundance of rebamipide-related and rebamipide-unrelated proteins was much less (Fig. 4;
Table 2; online suppl. Table 1S).

Bioinformatics of Dacryolith Proteome

Gene ontology analysis based on biological process terms was adopted to characterize
core proteins of the dacryoliths. David Bioinformatics Resources 6.8 (https://david.ncifcrf.
gov) indicated innate immune response, proteolysis, receptor-mediated endocytosis, inflam-
matory response, defense response to bacterium, and immune response as the top six enriched
biological processes (Fig. 5). This result suggests the involvement of immune and inflam-
matory responses in dacryolith generation, which was confirmed by the functions of top 20
abundant proteins (Table 2). Most of the abundant proteins were related to immune and
inflammatory responses.

The relative abundance of rebamipide-related and unrelated proteins was very low as
compared with that of core proteins (Fig. 4; online suppl. Table 2S). Gene ontology analysis
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Fig. 5. Gene ontology analysis of core proteins of the dacryolith proteome using biological process terms.
Core proteins, defined as proteins commonly identified in all dacryolith samples, were analyzed based on the
Gene Ontology (GO) Biological Process using David Bioinformatics Resources 6.8 (https://david.ncifcrf.gov).
Only overexpressed or enriched GO terms statistically significant from those with all the genes of Homo sa-
piens are shown (p < 0.0001 by modified Fisher’s exact test).

using biological process terms showed that biological processes are significantly enriched in
rebamipide-related proteins (Fig. 6). The same analysis on rebamipide-unrelated proteins,
on the other hand, failed to give any significantly enriched biological processes.

Metaproteomic Analysis of Dacryoliths

Proteomic analysis of the core proteins of the dacryoliths indicated the predominance of
proteins that were functional inimmune and/or inflammatory responses. This result suggests
that proteins with a microorganism origin may be components of dacryoliths. To explore this
possibility, we re-searched unassigned spectra (MS/MS spectra excluded from searching
against the Homo sapiens protein database) against Swiss-Prot under all entries (all taxa).
This approach resulted in the identification of additional proteins as summarized in online
supplementary Table 3S. Although many spectra cross-matched to proteins of other mammals,
a significant number of spectra were well matched to proteins with a microorganism origin
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Fig. 6. Gene ontology analysis of rebamipide-related proteins of dacryolith proteome using biological pro-
cess terms. Rebamipide-related proteins, defined as proteins uniquely identified in all dacryolith samples
from the rebamipide (+) group, were analyzed based on the Gene Ontology (GO) Biological Process using
David Bioinformatics Resources 6.8 (https://david.ncifcrf.gov). Only overexpressed or enriched GO terms
statistically significant from those with all the genes of Homo sapiens are shown (p < 0.0001 by modified
Fisher’s exact test).

(online suppl. Table 3S). The bacterial elongation factor Tu was detected in all dacryolith
samples from the rebamipide (-) group, while it was undetected in samples from the
rebamipide (+) group.

The peptide sequences of the additionally identified proteins were further analyzed by
Unipept 3.1 (http://unipept.ugent.be). Unipept is a recently developed open-source web
application designed to explore biodiversity of complex metaproteome samples with excellent
data visualization, and evaluate tryptic peptides that are unique to a particular genus, species,
or any other taxon. Analysis using Unipept was performed without filtering out duplicate
peptides and the results were visualized in tree-view images (Fig. 7a, b). In the tree-view
images, the size of a node corresponded to the number of peptides associated with the node
or any of its children, while the width of each branch corresponded to the size of the desti-
nation node [10, 11]. The bacterial-specific peptide sequence was shown in blue code, while
the sequence nonspecific to bacteria peptides was shown in a green or orange code.

In 2 out of 3 dacryolith samples from the rebamipide (+) group (Fig. 7a), bacterial specific
peptide sequences were undetected. In contrast, bacterial specific peptide sequences were
found in all four samples from the rebamipide (-) group. In addition, the bacterial node and
its branches appeared to be wide and large in 3 of 4 dacryolith samples from the rebamipide

(-) group.

Discussion

Core proteins of dacryoliths were characterized by the immune and inflammatory
responses which were confirmed by the top 20 abundant proteins.

Gene ontology analysis showed that biological processes are significantly enriched in
rebamipide-related proteins and not so rich in rebamipide-unrelated proteins.

The metaproteomic analysis suggests that proteins of bacterial origin were less frequent
in the rebamipide (+) group.
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Fig. 7. Metaproteomic analysis of taxonomic diversity of the dacryolith proteome. After completion of the
identification of human proteins using the Mascot search engine with the Swiss-Prot protein sequence data-
base under taxonomy Homo sapiens, unassigned queries (MS/MS spectra) were extracted and searched
against all entries in the Swiss-Prot database (see Materials and Methods for more details). Identified pep-
tides (online suppl. Table 3S) were analyzed by Unipept 3.1, an open-source web application (http://unipept.
ugent.be) without filtering duplicate peptides. Results were visualized in tree-view images. a Results of
dacryolith samples from the rebamipide (=) group (cases 1-4). b Results from the rebamipide (+) group
(cases 5-7).

This is a first report about proteomic analysis of dacryoliths. It contributes a lot to further
study because the previous study could not identify the proteins of dacryoliths. Many proteins
are related to immune and inflammatory responses and have been proven to be associated
with bacterial infection. This suggests bacterial infection is one of the processes involved in
the creation of dacryoliths. In addition, proteomic analysis revealed that the TFF peptide,
considered as the predominant componentin previous report [3], was nota major component
ofthe dacryoliths in our study. However, the possibility of the TFF peptide may notbe excluded
because no histological examination was performed in our study.
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The rebamipide-related proteins were characterized with less involvement of bacterial
infections and highly enriched biological process. This evidence indicates that the original
category of dacryoliths related to the long-term use of rebamipide eye drops may be clarified.
It is possible that lacrimal protein alteration may be accelerated by topical rebamipide
treatment with less involvement of bacterial infection; however, this requires further study.
Whether these results of the proteomic analysis directly represent the features in stiffness
and colors of dacryoliths is still unclear. Other factors of inorganic materials may also
determine the characters of dacryoliths.

Clinically, we should note the different characters of dacryolith formation with long-term
use of rebamipide eye drops. How often dacryoliths occur in patients with long-term use of
rebamipide eye drops is questionable; however, rebamipide use may be withheld in patients
with NLDO because it may create dacryoliths.

There are several limitations of this study which should be acknowledged. For one, our
small sample size did not have the power to determine whether or not a statistical signifi-
cance existed between the two groups. Also, the samples were obtained only from patients
who had dacryoliths; therefore, the results in this study are subject to selective bias from
unobserved differences. Secondly, proteomic analysis is basically quantitative. Histopatho-
logical assessment is much more qualitative but was not performed correspondingly. Accord-
ingly, a prospective study with larger samples based on rebamipide use needs to be performed
using well-matched controls to confirm our findings.
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