R1-A ARRICAV-BERABERSLT47 OR|EREDIESE

[JMY] [JFY] [Jmo0] [JFO] L
Groups Japanese Japanese Japanese Japanese ssi;:itflis:aliacle
Young male Young female Elderly male Elderly female
Gender Male Female Male Female
Number 15 15 15 15
Median age [range] 32[25-35] 32 [25-35] 60 [55-64] 60 [55-65]
Median Weight (Kg) 64 54 65 51 [JMY] vs. [JFY] (p=0.0054), [JMO] vs. [IFO] (p<0.0001),
[range] [53-72] [44-73] [53-83] [43-61) [JMY] vs. [IMO] (N.S), [JFY] vs. [JFO] (N.S)
Median height (cm) 171 162 167 156 [IMY] vs. [JFY] (p=0.0001), [IMO] vs. [JFO] (p<0.0001),
[range] [165-180]° [151- 175] [161-182] [143- 161] [IMY] vs. [IMO] (N.S), [JFY] vs. [JFO] (p=0.0039)
Median BMI 22 20 23 21 [IMY] vs. [JFY] (N.S.), [IMO] vs. [JFO] (p=0.0265),
[range] [19-24] [19-25] [20-25] [18- 25] [IMY] vs. [IMO] (p=0.0161), [JFY] vs. [JFO] (N.S.)
matrices plasma plasma plasma plasma

N.S: not significant

R1-B AHARICAVEEERERSOT+7(BEA BA BN ORBRERAEDEE

[umy] [AMY] [cmY] -
Groups Japanese African Caucasian ssi;:?;f:a'zile
Young male  Young male Young male
Gender Male Male Male
Number 15 15 15
Median age [range] 32 [25-35] 29 [26-33] 29 [25-33]
Median Weight (Kg) 64 74 78 [IMY] vs. [AMY] (p=0.0037), [IMY] vs. [CMY] (p=0.0225),
[range] [53-72] [54-130] [52.2-113.9]  [AMY]vs. [CMY] (N.S.)
Median height (cm) 171 180 172.7 [IMY] vs. [AMY] (p=0.0037), JMY] vs. [CMY] (p=0.0062),
[range] [165-180] [165- 196] [154.9-185.4]  [AMY] vs. [CMY] (p=0.0379)
Median BMI 22 22 26.2 [IMY] vs. [AMY] (N.S.), [IMY] vs. [CMY] (p=0.0062),
[range] [19-24] [18- 34] [18.0-36.6] [AMY] vs. [CMY] (N.S.)
matrices plasma plasma plasma

N.S: not significant

2 UPLC-TOFMSODAHF4TAFA LV E—F CREShT-IBERHEMO ISR EXLHSFE

Number of
Lipid Class Lipid subclass Abbreviation detected
species
Glycerophospholipids  Lysophosphatidylcholine LPC 6
Phosphatidylcholine PC 35
Ether PC ePC* 19
Phosphatidylethanolamine PE 7
Ether PE ePE* 16
Phosphatidylinositol Pl 9
Sphingolipids Sphingomyelin SM 26
Ceramide Cer 4
Cerebroside CcB 6
Total count 128

*T—FLPCICEILTIE, PLFLI—FIBRUFPALS LI —FLEEZED
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e e R T A T T R g3 U2
Gender Comparison: Age comparison: Ethnic comparison:
Mann whitney t -Test 14h fast, AM collection 14h fast, AM collection 14h fast, AM collection
JEY JFO IMO JFO cmyY AMY
JMY JMO JMY JFY JMY JMY
Total biochemicals 10 20 40 31 45 60
p<0.05 (7.8%) (15.6%) (31.3%) (24.2%) (35.2%) (46.9%)
Biochemicals 0|0 18 2 3713 247 15| 30 39|21
(Increase | Decrease) | (7.8%) | (0%) | (14%) | (1.6%)] (29%) | (2%) | (19%) | (5%) | (12%) | (23%) | (30%) | (16%)
LPC (6 in total) 0|0 0]2 110 2|0 1)1 4]1
PC (35 in total) 3|0 3]0 160 6|0 416 915
ePC (19 in total) 2|0 0]0 1]3 1]6 3|5 102
PE (7 in total) 1|0 3]0 1]0 3]0 212 42
ePE (16 in total) 0]o 1]0 5]0 5]0 3|6 9|5
PI (9 in total) 3]0 0|0 8|0 1]0 2|2 2)1
SM (26 in total) 1]0 1] 0 1]0 6|0 0]6 115
Cer (4 in total) 0|0 0]0 4]0 0]0 0]1 0]0
CB (6 in total) 0]0 0]o0 0]0 01 0]1 0]0
Common Biochemicals 1]0 133 15| 19
(Increase | Decrease) (0.8%) | (0%) (10%) | (2%) (12%) | (15%)

RARPUTFREBE1220NREEERREESE

B i A A L3 EW ALT (U/L) ALP (U/L) T.bil (mg/dL) 2004DDW-Jz o7
(B/ %) rh R fill (HEEE) rh g fif (G 6 ) b Rl (FEEH) rh Rl (REEE) R {8 (G EE)
BT e g e B 9 (4, 5) 63 (33-80) 1362 (80-4093) 360 (219-1398) 1.38 (0.5-6.2) 7 (4-10)
Ba 2 0, 2) 50 (29-70) 341 (290-391) 1225 (1057-1398) | 2.57 (1.28-3.85) 6 (5-7)
FBF 1 0, 1) 77 U.N U.N U.N U.N

U.N, unknown

B4 PLsOARIT- LA BRAEE - BERRON Bi6 PLsDARHTCLDBHEABA-BAOBESHOL)
Eg:;?a:;?g:;gfzd]maﬁﬂ.h.m (PLS-DA), JMY JMO JFY JFO : jmg ::[’gg::ﬂ;o[g::‘ga ;lata128.M15 (PLS-DA), JMY CMY AMY | .(I:h',g{
Eatndsceag DER e : j?o( Colored according to classes in M15 3 AMY

T —

S e
S
.oaw1 mmos 8,
mi

-40

-60

-80

-100

-200 -150 -100 50 0 50 100 150 200 4k
11 -180 -160 -140 -120 -100 -80 60 -40 20 ©0 20 40 60 80 100 120 140 160 180
[ 4]
RIX([1] = 0.46€101 R2X([2] = 0.103841 Ellipse: Hotelling T2 (0.985)
SIMCA-P+ 12 -2015-04-22 12:51:50 (UTC+8) R2X[1] = 0.224138 R2IX[2] = 0.405135

Ellipse: Hotelling T2 (0.SIMCAP: 12-2015-04-22 12:38:21 (UTC48)
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Saito K, Maekawa K, | Glucosylceramide and
Ishikawa M, Senoo | Lysophosphatidylcholines as
Y, Urata M, Potential Blood Biomarkers . .
Murayama M, for Drug—Induced Hepatic Toxicol Sci. 141 377-386 2014
Nakatsu N, Yamada | Phospholipidosis.
H, Saito Y.
Saito K, Ishikawa | Effects of sex, age, and
M, Murayama M, fasting conditions on plasma
Urata M, Senoo Y, | lipidomic profiles of fasted 112266 2014
. PLoS One. 9
Toyoshima K, sprague—dawley rats.
Kumagai Y, Maekawa
K, Saito Y.
Saito K, Maekawa K, | Differences in metabolite
Pappan KL, Urata M, | profiles between blood
Ishikawa M, matrices, ages, and sexes )
Kumagai Y, Saito Y. | among Caucasian individuals Metabolomics 10 402-413 2014
and their inter—individual
variations.
B TEZ0
HoH] WH
B F. SR | AT E OBRIBHIREE TIMOFAIME | 2014. 11 11-18 2014
EE R A
LT
Nishikawa K, Iwaya | Resveratrol increases CD68+
K, Kinoshita M, Kupffer cells co-localized
Fujiwara Y, Akao M, | with adipose
Sonoda M, differentiation— related Mol Nutr .
Thiruppathi S, protein (ADFP) and Food Res. 10 press
Suzuki T, Hiroi S, | ameliorates
Seki S, Sakamoto T. | high-fat—diet—induced fatty
liver in mice.
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FIE OV BRI & ERE

i Llc

 HDEROFBI @, FHEES L a3 VR SRR ORBEA RIS C L L, avRzA v
WO BB LTV 3, EROEAZHEOBN LS R8I 5 —BEAAT, ERRODREEFHZTHL,
FOBEUERBET SNBSS IR L, BRSO EIFEL RS> TS, I LT ETI LY
T b BN N E SRR AT B D282 VRO L HNC T A BURE SROBICOVT, LFa S
PU—Y A L2 LN BRI ORI Z IR S,

1. DA U EBREROIBIR

AEO T2k B WERC T 2R, UL, PRI TR PHBN TV RS, 2013 £ 7/ 1HER
SN BE E R AR B EE IR L LT (000804 VBN R OB S 5 5 ORIBPINC 7.5 B S
DNT ) CERHAIE 001 510 8) AFEHE N, a33od v BIFKICIET 3 IRIR% 2 AR EN, FDA LRI
WCIRAND 8z i BRI B B IR & ORIRICRERFEDNZENARETH S LS A HEE & 7.
7z, COMANRAUT, ZUVFTIINT B ALK BEERIETHEF Y b (Vysis ALK Break Apart FISH) 2€77 L
DA Txd 5 CCRAMHA- F GRFVIATFAL) Bav o4 vgiisie LTORERSITED, HAREN
KBWTS, D08t VBHEEORRE L RED AN~ I A VDV EER D, T6IC, PAOHFIENEIINE
ENB X, EFHRNVEENA AT — - UTBRIINS L 2356, BYRBIEROSUPEHOMkEEH
EEBNA AV DI BWE Y, FETE Ry A TEEROHEDE, BEEOFHORBIhD B3
VERBEIEAMER ENB r— AN T ETVAM, BB ERMBI oy S VB L U TEREEB TS0
FREDGG, ChUCE, ERBMOBHREERE T Tu—FICEAHENBRETHZH, H1 FI4VE0RD
HEHED CHIEHMNELBREN TR - IR EH L T058, BlcB U T, 2013 812 1 24 BT PMDA X

D T3z VBRI URET 2 ER RSO T 3 MM A« ¥V A RUED QA BHEREI, $BIEaY
A VB L UTOBEER~mU 281 & /mEd 2 & PTG, 25 Licavnod VBRI S EN

ADPRIRZDOT, WHBITER & » 3 TODBAD BT 5.

L1 DR BB

BHCBIRSThN, BRREERIOV ST VEBIEEOENE, NRELAFEHLLELELDIONER]I TEHS,
R azizq vighidte, ROFMERSMR FUL CREZEING 572D OBHRE L MIEIT BE, Tlicsy
TREGEOT—A—PEEL R 50, HAKT L TR TRERAEL NS r— A b BoTelt, BEOERHE
HaE, BHOMBLHTLTZOREENMRING, BOFHTOI R4 VBHROHANEA T, $&
EEHIOBIEE T T, Fis ORI £ 722 © LATHENS, B PENIKOMNTIE, B5R04—
T hERBNRAAT RN EOEEBHEEL 5 —A32 L, AERROBHIE, TOEEBHERON
EBELTHHTEAAELELLNARYD, IVt VBHSROBRIEETHS L EL BN,

BWHEN O LV OB SEHEO DV L Y BEEE S URES, FibEROCTERN S 30 ORG R
RS THNAZHE, BEFERRBRBETE RIFPCRERH-> THRING 241, $EERSEETEEORE
%%k%E@H&%%m?@&?%ﬁﬁﬁk%éh%giﬁ%&u,m&v{ﬁm?b%%,ﬁﬁﬁywﬁlyzﬁ
Wila BB L FEa ERMENL ERET 5 LA FHEN S,
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TR BRAR S Sk Bk W Fih
PathVysion (Abbott Molccui‘u') ‘
1998 4F ¢ Bl (R Herceptin ' D 5 L1998 G 12 - Clélsl) 2001 fii 1H (| 4&)} © FISH
2000 FE 5 A (A (trastuzumab) iirgi‘;;p::se HER2 ?fRf ession Herceplest (Dako) :
[Genentech] : er-express! (2010 4E10 J1 CHIK) 20014535 )1 (F40]  IHC
Zelboraf g L ) H Cobas 4800 BRAF Vo600 \Aumtmn Test (Roche "
2001 4E 8 K CRIED (vemurafenib) M.e msmncwrmlano.mg: BRAF kinase QRAF Tutaion Molecular Systems) s RI-PCR
[Genentech] ith BRAT mutation (V6o0E) 0114 8] CRIND]
2 W1 e T A : : ‘V)schLX\Bmai\Apart FISH Probe kxt (Abboﬁ
o iﬁ Ei}'ﬁ; @gf;)(mz‘m"’m ;\é‘;fr:;;’gﬁ;f“ . AlKkinase  BML4-ALK fusion Molecular) FISH
SR e B r Con 8 3 (Mm WRIEZA (EHA)]
e . P& 3 7o iR
M= e (HYy Y : : w7
s (A ;)/" CEAY o) CORIMEIRAT e coRa KD AN RIAT 2 5 %) e
o Ty v AR S8 {2012 483 Fi: (H49)) FCM
i = SEaY (AFI )
2001 4E5H ORED _— . ‘ . Bor-Abl SRR
2000 4511 F CEAD  Gleevee Cimatinid) }(“"’f’““? mycogenous - Ber-Ablkinase g0 tion ¢-Kit pharmDX - (DAKO) :
y eukemia (CML) o et CTHC
(Noyartis] KIT positive GIST KIT kinase o124 117 GREDT
2003 4E7 F (FA) P : . e Kit (CDL77)
st 1R 5 ;/7"}\; Camptosar  FE/NAKIIIAE, . 2l : UGTIAL %0 Invador UGT1A1 Molemlarz\my (Ihmi Wave Ao
1998 4 10 H (T"/KWD (irinotecan) ftfblides, <R, topoisomerase CUGTIAI*28. *6) “Technologies) - Invador
e o [von, phzer]  HHHE PR 2005 48 B CIED 2008 26 H (LT )]
02 71 (R B ; | ,
2003 455 F CRED it ey o e R therascreen EGRF RGQ PCR kit (Qiagen) L g
Filotrif 4(&1‘zmmb) NSCLC BGFR EGFR 25 12013 %7 /1 ‘(5}‘(’@1) 2012 4 1 }Ei (EI'/M] REPCR
20135 7 51 CRIED {Boehringer : : 124 LA (BT
A o Ingelheim]
2004 4 11 E CGRED ‘farceva (erlotinib) o Covas EGFR Mutation Detectxon Test (Roche
0070 H (B4 [ost NSCLC BGFR EGFRZEH Molecular Systems). RI-PCR
‘Pharmacewticals] i ! {703 ﬂr5) Ok ’il)]
" e therascreen KRAS RGQ PCR kit (Qxagx.n) .
9 ?i\: A e S . .
2004 2] ORI Erbitax (cetwmab) (oo HGrE KRAS 2R Do124£7)) CRIED 20114641 (FAD)  KTPCR
2008 4E 7 H (FI7) [Imclone] EGFR 22 3/p4s.  FORF pharmDX kit (DAKO) - ' He
OERALIT pa00e 9 11 OREIDY 1
Pl (P AN A "ALI\&AEP‘XA‘/E\ (m'f'lzww
2014487 F1 (FIAR) Fom T NSCLC ALK kinase ALK BEEIET A4V TYR) Hic

ﬁf%f‘ié}i?é}

: {:10,14 F£7H (HER]




1.2 DN RERERICHE T S aRE TR

SEEC BN CEEBRBIEORL H o T, BWEEE U DA 0iER & 59700 CLIA Bt 20 75 BIK Tifd »
P LDT Ay R_od VBl LT r—2A 8 o720, S, FOHRCEIA2BREE o FHRE
BROBREOLDIEDNSE LW MRS T, FDA L L TEEBA LREHHER N BES . L OEHET
LI EREPS, 2000 T Ao oy i VBRI T B A XU AR U RSERL, 2014 8 FNCESERE R
S TS R DR D oA R L TR A FAERIRREEL T A L 0 S BB R LE LR, ELT
FDAICH\ T & 368 & BEREOHHMFTIMHEICER 2R D G0 DEBIC U5 T LARENT, SR, 22752
U BWHER L B L 7z LDT 2384 KIE T ORHBImSAER S N5,

— 75T, BRI (EMA) GRS D S0 VBIERIC M 5 40 K907 30 2 2010 4 6 HICH L TW B,
CBOHILFDA F BB EEBETEHLTESY, PUREENAD A, TN, BN TERSEOEENH-
TH-EEMSA LD 50, CEx—7 2R d EIGEITIRE L B3R EEHL TWa LEZ NS, Mgk
wﬁﬁ%ﬁ%ﬁ%,%%&%%@ﬁ%&%ﬁ%@%%&%%?%cawﬁ%ﬁéﬁﬁbfwéﬁﬁ,%ﬁ&m%;b%
MIFEOT DDA FIA 2 E0D BENEC. WTFRILUTE, ICEKBWTIDX I RS FIAPREETNEC
LiE, AOEROEBUCING 232082 L SO BRI YR ERL TV 5T L ERIT 5 50T, DA
BUTE RO A F 94 Y OIERAEEN T, | i

TNEZTTPMDA ILBENT AV SA ViglfE T u Y w7 AL E A, mmﬁ7ﬁ®ﬁyn”ﬁy%%%u
M9 2 AN IS OREBN Y BEAN DB ot ZhIEBBTRIDA DA KT 1 Vitii->RNEL G- TED,
LSS VRO RIS AN, TN ERIN B EIEE OB L BB E UTHICT DN EREL TN TV S,
FLT, HIEME HbEHERTI My h, EER LBIFEOGHMAPREIERE L T 2 L OBEBEE Y

TRENT A,

CNSHA RISy GRED BT, HRPHEEB) BERNEEBEIRENTVELOD, Ay Azt
%%maL*@%wm%mm%%m&HW%%k%LT&%ﬁémLw@v»%c%mwﬁﬂww4ﬁkmmAg9ﬁ:
DRI VU U RS A AR BRIC R T A RN AT A X R RUPE D Q&A AR ENL Y. T T, B
%ﬁ@u%wf RAFT—H—IC LD B RMET ABOBES L LT, Radv—h—ERom b i, imE
TRER RO RV L SRR, :/ﬁztzw%%£LT®AUTW/a/mﬁmimﬁw%kﬁmLﬂNBMTm
B, &7z, 200SSA VEBWEEORMICEILT, BRVES BSERR, RUSHEAY F—va VT EER S
PRENTWVS, EHIEILTHE, :/n:ﬁxwﬁﬁmﬁ“ﬁm&k%?%%ﬁ%mk%?@%%%%%ﬁgﬁﬁ&
WL EThTNS Y, : -

© 5 Laz R SR L TOREE R Lo, IR AL L ORISR BaICE, (505
RIS Z ST USRI TTAE T H 2 5, SR L X201, DNA F v 7EOFMBIFRE NS ARREOB
WSk LCORMEETH D, B LIy S oA Y BIRRORMC BT, © 5 UBiSin iR m i i L x5
TENFEEND, FDET, RS F VBEROBMREIC BN T, WS OB BRI BT 0K
PR EN TS BENS 570D, REFRFEMN OB %Tv&?b’\f%%ﬂ%auk, %ﬂif@[iﬁomtf“~ﬁhﬂ*
RIS B SN T OF e & &mmcmbf zo)ﬁ&)@i%%}“d&%«\%%% ROTZDDOHA RS AV OBHEEE
NTW3,
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HiEICEE Y 53R

21 @ARESETLESDH

BEEE L ORE L I SRR UHTERISEOZMEOB& L EDSRVE 00, I3 d VRSO
LT, BEGEORNREEIWRELIANKELERS, CORDITE, BHROBKIEREHROMRLE
i SHEEIC R L D BARSTDNARESD Y, BEFA——LBEEA A L OBBRRICRENSORER
ERPEHSNTED, FLLEYRATTFILVOMENEHTH S, BEEEEMAE BTN —T RO A A —RED
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HEMTHEH, ML OBENRELENAEENE L, PIREDEVBEEY 7 FOBRBHIEEED-REFTE
EDEIFTINE, ﬁ@?%ﬁ%&ﬁﬁt&ofv@Q

22 BT AEE

VRS VBT A RS OBEEEARB I N BN Ty VB L g A E K
SIS 2EBEROBBEIE L EED, BT A Y AL RINEZ LI L DSBOSAESNHEO M E BT,
HEARMICICHE L R RIESER L ORBERASRA L 254, & Ed & RGBT ERERD T DI RS
AR £ 75> TWeATLDT & LT OBMEA R L COIKEIE EOREE AV 2 EA B s,

BEEEFOA N VE Eﬁ%ajﬁﬁiﬁﬁgt@*ﬁgﬁﬁbfﬁﬂ ﬁ?ﬂbfgﬁa%ﬁ(m@&m@ﬁﬁﬁf wENN
W, EEECERICSWEY UTOMBEEESNEC RICES, TORBICFEL L & Phasclll, TE1UE Phasell i
FRERERIC A B WS BB R T S SR DN BT TN TV A RENH D, AW THRRERD SRR 1T
3 HEN B EREBOBTC B RRED DHSHADEEL S VBB, TORICEL S IR TIEL 257~
SEOTV OV TRONNCEIET 55, TS EFNEEFE LBV TEOLIKFET 20, SBROBELHELE
b5%, 51, Bl—0nRAFw—H— %ﬂi?%#/%@@bﬁ”@ B L d3ERROT I BN D
BMAOIEHZ ELHEE RS T LT RENS,

7 OS2 BERERALTRERTIES, BITH LTSN EEE Nt —A—RIEF) #
BRRBICB OV TESMIDEF L RBEEE L L PRENS, HUTHS & FUENEECN U TEIINE
WCHAHT LEEPTHEDICR, TROOESECH U CLERETI REND L, MENIFHLSDCEOREZD
&3 F—RBERT B EHEFNOBELES, LT hBERCH L THOERIOERERS 2 B8Ry
B, FARTVES, BESRERRUAENEEDNAEC LAY FEZEAL, SREELBHLEB T LFTE
ETNd,

T, BERSFHE N ZEBEETENT2H/RICBVTIR, 235 UREREEO & 2 BERFICREL TEWER 2D
BAHRTLREETHHH, BEHE UTOBKERZERROBRBT—205E2C LHELL, BANERERYE
FERROT— 25 FlAE S E SRR, TOBS, WENEIEL VI KDL, MBI —-H—ETEL

CEBELTOANEIDDRICEWTER LR LELI LGNS,

SBAIITBIF B TR VEEROMBEASET 70, ERIEEEICBOTBER . LTOSECET

BEHREDZLENH 0, FORDHOH A FEEANEREOEMAHENS, WROBHOF T, HHe 5 EERE
OIRBOBHICRL T, EHT 202/ o4 VBRI L TLERTITLRDLNTED, ZOBRETHBE
BOREERIUT7LTOSCeRERINZLEILNS D, TOROFMEELLRD S5,

23 HERICETAEE

OVSSA VBB L > TRLEELHEEL ZADE, TORROEDOCYARERTHE LEZLNS,

F-OBEE LT, RRMESRCTARENERREFEEENT, 30D F U ERELHISEL LSS

RIZE YRR UTHD MARWHEREENRE D, E51E, BRPOEERGY Roy 777 b UEESIE, v

VEBEELLTEHILEVWDETHEYD, IOVAIREIR|I DN RELEETHSE, 5 LETLEZEATE
B, FMEEVAIEED oSG VBIEORELR, BN TEZEERETILEFBALEAS, aVX
=AVBHEE UTORBSEEE LTS E:“57’3(‘?’f§%3§% B, FREESOERICRERTELZ LOIBEN SR
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ABSTRACT

Drug-induced phospholipidosis is one of the major concerns in drug development and clinical treatment. The present study
involved the use of a nontargeting lipidomic analysis with liquid chromatography-mass spectrometry to explore
noninvasive blood biomarkers for hepatic phosphoelipidosis from rat plasma. We used three tricyclic antidepressants
(clomipramine [CPM], imipramine [IMI], and amitriptyline [AMT]) for the model of phospholipidosis in hepatocytes and
ketoconazole (KC) for the model of phospholipidosis in cholangiocytes and administered treatment for 3 and 28 days each.
Total plasma lipids were extracted and measured. Lipid molecules contributing to the separation of control and
drug-treated rat plasma in a multivariate orthogonal partial least squares discriminant analysis were identified. Four
lysophosphatidylcholines (LPCs) (16:1, 18:1, 18:2, and 20:4) and 42:1 hexosylceramide (HexCer) were identified as molecules
separating control and drug-treated rats in all models of phospholipidosis in hepatocytes. In addition, 16:1, 18:2, and 20:4
LPCs and 42:1 HexCer were identified in a model of hepatic phospholipidosis in cholangiocytes, although LPCs were
identified only in the case of 3-day treatment with KC. The levels of LPCs were decreased by drug-induced phospholipidosis,
whereas those of 42:1 HexCer were increased. The increase in 42:1 HexCer was much higher in the case of IMI and AMT than
in the case of CPM; moreover, the increase induced by IMI was dose-dependent. Structural characterization determining
long-chain base and hexose delineated that 42:1 HexCer was d18:1/24:0 glucosylceramide (GluCer). In summary, our study
demonstrated that d18:1/24:0 GluCer and LPCs are potential novel biomarkers for drug-induced hepatic phospholipidosis.

Key words: phospholipidosis; biomarker; lipidomics; tricyclic antidepressant; ketoconazole

Drug-induced phospholipidosis is a lysosomal storage disor-
der that results in the accumulation of phospholipids in the
lysosomes of the cells, organs, and tissues (Kodavanti and
Mehendale,1990; Lilllmann et al., 1975, 1978). Many cationic am-
phiphilic drugs (CADs), including clinically used antiarrhyth-
mics (amiodarone), antibiotics (gentamycin), antidepressants
(imipramine [IMI]), and antipsychotics (haloperidol), have been
reported to induce phospholipidosis (Halliwell, 1997; Kodavanti
and Mehendale, 1990; Reasor, 1989). Drug-induced phospholipi-

dosis is a dose-dependent phenomenon with the accumulation
of CADs along with phospholipids (Anderson and Borlak, 2006;
Reasor and Kacew, 2001). Some reports have demonstrated that
drug-induced phospholipidosis is associated with the inflam-
mation and fibrosis in the liver (Lewis et al., 1989; Poucell et al.,
1984; Rigas et al., 1986), although the relationship between drug-
induced phospholipidosis and the phenotypes of this adverse
drug reaction remains controversial. A similar lysosomal stor-
age disorder caused by genetic dysfunction, such as Niemann-
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Pick disease type C and Gaucher disease, represents neuronal
symptoms and hepatomegaly (James et al., 1981; Turpin et al.,
1991). Therefore, drug-induced phospholipidosis is one of the
concerns of risk management in clinical treatment and drug de-
velopment.

The gold standard method to determine drug-induced phos-
pholipidosis is the observation of lamellar body structures by
electron microscopy (Reasor, 1989). However, the evaluation
by electron microscopy requires a tissue biopsy, making this
approach unsuitable for high-throughput evaluation of drug-
induced phospholipidosis. Recently, a metabolomics approach,
which involves the measurement of a large number of metabo-
lites in blood plasma, serum, and urine, has emerged as a use-
ful tool for exploring surrogate biomarkers for diseases and
toxicities in vivo (Bu et al., 2012; Gowda et al., 2008; Spratlin
et al.,, 2009). Although no human study has confirmed this
yet, bis(monoglycerol)phosphate (BMP) and phenylacetylglycine
(PAG) have been identified as potential specific biomarkers for
phospholipidosis using a rodent model of amiodarone-induced
phospholipidosis (Delaney et al., 2004; Mortuza et al., 2003). The
levels of BMP (also known as lysobisghosphatidic acid) were in-
creased in the serum of an amiodarone-treated rat with un-
regulated its levels in liver, lung, and kidney. BMP levels were
also upregulated in the urine of a rat treated with amiodarone
or gentamycin (Baronas et al., 2007; Thompson et al., 2012). On
the other hand, increased levels of PAG were demonstrated in
the urine and plasma of an amiodarone-treated rat. However,
drug-induced phospholipidosis occurs in many different organs
and tissues, including the liver, kidney, lung, and lymphoid, and
its occurrence varies among CADs (Halliwell, 1997; Kodavanti
and Mehendale, 1990; Reasor, 1989). Thus, it remains unclear
whether BMP and PAG could be useful biomarkers for all types of
drug-induced phospholipidosis caused by many different CADs.

The liver plays a central role in many physiological pro-
cesses such as xenobiotic metabolism and lipid and glucose
homeostasis (Jungermann, 1986). The Japanese Toxicogenomics
and Toxicogenomics Informatics Projects (TGP/TGP2) have cre-
ated a transcriptome database of a broad range of toxic ef-
fects in the liver, including phospholipidosis, induced by about
150 drugs and biochemicals (Urushidani and Nagao, 2005). The
project has used the rat liver as a model of drug-induced phos-
pholipidosis and demonstrated that three tricyclic antidepres-
sants (clomipramine [CPM], IMI, and amitriptyline [AMT]) in-
duced phospholipidosis in hepatocytes and an antibiotic (keto-
conazole [KC]) induced phospholipidosis in cholangiocytes (Hi-
rode et al., 2008). By profiling gene expressions in the liver of a rat
treated with phospholipidosis-inducing drugs, the authors re-
vealed that scoring of the change in 25 transcripts allows evalu-
ation of drug-induced phospholipidosis with an accuracy of 82%
(Yudate et al., 2012). Although the transcriptomic approach us-
ing liver tissues can be used to assess the risk of drug-induced
phospholipidosis, this approach requires liver biopsy, and thus
would not be suitable for a high-throughput evaluation of phos-
pholipidosis in vivo.

Because lipid molecules, such as phospholipids and sph-
ingolipids, are not only the major components of the cellu-
lar membrane but also the signaling molecules of important
biological functions of the cell, they have emerged as useful
biomarkers of the biological state of the cells, organs, and tissues
(Maekawa et al., 2013; Tajima et al., 2013). Therefore, we used a
lipidomic approach, which provides a comprehensive analysis of
the lipid profile, to explore common plasma biomarkers for hep-
atic phospholipidosis. First, we used plasma obtained from rats
treated with CPM, IMI, and AMT, which induce phospholipido-

sis in hepatocytes. Subsequently, we analyzed plasma obtained
from rats treated with KC, which induces phospholipidosis in
cholangiocytes, to examine whether the potential biomarker for
phospholipidosis induced in hepatocytes would also be usefulin
that induced in cholangiocytes. Using a nontargeting lipidomic
approach with liquid chromatography (LC) and time-of-flight
mass spectrometry (TOFMS), we determined the ion peak lev-
els of lipid molecules including PC, sphingolipids, and neutral
lipids. The levels of lipid molecules were subjected to multivari-
ate statistics using an orthogonal partial least squares discrim-
inant analysis (OPLS-DA) as models to identify potential blood
biomarkers for hepatic phospholipidosis induced by each drug.
We found that all three antidepressants increased the levels of
hexosylceramide (HexCer) and decreased the levels of lysophos-
phatidylcholines (LPCs) in plasma, and those observations were
consistent with KC treatment at early time point. Here, through
determination of the structural features of the identified Hex-
Cer, we present experimental data to propose glucosylceramide
(GluCer) and LPCs as potential low-invasive biomarkers for hep-
atic phospholipidosis.

MATERIALS AND METHODS

Animal specimens. The rat plasma samples used in the present
study were from the TGP/TGP2 project and our previous study
(Hirode et al., 2008). The drug treatment and histological findings
are summarized in Supplementary table 1. In brief, six-week-
old male Crl:CD(SD) rats (Charles River Japan, Kanagawa, Japan)
were subjected to continuous treatment with CPM, IMI, AMT,
and KC for 3 or 28 days. Each drug-treatment group (n = 5, ex-
cept for the 28-day IMI- and AMT-treatment groups [n = 4], see
Supplementary table 1) had its own corresponding control group
that was treated with vehicle (n = 5). For the study of the dose-
dependent effects of IMI on the levels of 42:1 HexCer in plasma,
the rats were divided into four groups (control and 10-, 30-, and
100-mg/kg/day IMI treatment) and treated with IMI for 28 days.
The doses of the drugs that were used in the present study were
shown to be the most effective doses for hepatic phospholipido-
sis induction in our previous study (Hirode et al., 2008), except for
the study examining the dose-dependent effects of IML The use
of animal specimens was approved by the Ethics Review Com-
mittee for Animal Experimentation of the National Institute of
Biomedical Innovation (Osaka, Japan) and National Institute of
Health Sciences (Tokyo, Japan).

Lipid extraction. Lipid extraction was performed with the
Bligh and Dyer (BD) method with minor modification.
Ninety microliters of plasma was mixed with 3.8 ml of
chloroform/methanol/20 mM Kpi (1:2:0.8) for 5 min and with
the following internal standards: 10 nmol of 12:0/12:0 phos-
phatidylethanolamine (PE, Avanti Polar Lipids, Inc., Alabaster,
AL) and 2 nmol of 8:0/8:0/18:2 triglyceride (TG, Larodan Fine
Chemicals AB, Malmo, Sweden). After mixing, 1 ml each of
chloroform and 20 mM Kpi was added, mixed for 5 min, and
centrifuged at 1000 x g for 10 min. After discarding upper layers,
3 ml of chloroform/methanocl/100 mM KCl (3:38:47) were added,
mixed, and centrifuged at 1000 x g for 10 min to separate the
lower organic layers. The lower organic layers (BD sample) were
collected, dried, dissolved in chloroform/methanol (1:1), and
stored at a temperature of —80°C until use.

Lipid molecule measurements and data processing. Lipid molecule
measurements were performed as described previously using
LC (Acquity UPLC System, Waters, Milford, MA)-TOFMS (LCT



Premier XE; Waters Micromass, Waters) (Ishikawa et al., 2014).
Raw data obtained by LC-TOFMS were processed using the 2DI-
CAL software (Mitsui Knowledge Industry, Tokyo, Japan), which
allows to detect and align the ion peaks of each biomolecule
obtained at the specific m/z and column retention time (RT).
The main parameters of 2DICAL were set as described previ-
ously with a few modifications (Ishikawa et al., 2014). To extract
the ion peaks of lysophospholipids (LPC), phospholipids (phos-
phatidylcholine [PC], PE, phosphatidylinositol [PI], phosphatidyl-
glycerol, and BMP), and sphingolipids (sphingomyelin [SM], ce-
ramide, and HexCer), the RT range was from 2.0 to 38.0 min
in the negative-ion mode, whereas for those of neutral lipids
(cholesterol ester and TG), the RT range was from 38.0 to 60.0
min in the positive-ion mode. The intensities of each extracted
ion peak were normalized to those of the internal standards
(12:0/12:0 PE for lysophospholipids, phospholipids and sphin-
golipids, 8:0/8:0/18:2 TG for neutral lipids).

OPLS-DA and lipid identification. The control and drug-treated
data sets for the intensities of the extracted ion peaks from rat
plasma were loaded into SIMCA-P+ 12 (Umetrics, Umea, Swe-
den), pareto-scaled, and analyzed using OPLS-DA to extract ion
peaks that contributed to the separation of the control and drug-
treated samples. To sort these ion peaks, |w[1]| > 0.05 and [p
(corr)| = 0.6 in the loading s-plot of the OPLS-DA score, which
represent the magnitude of contribution (weight) and reliabil-
ity (correlation), respectively, were selected as cut-off values.
The representative OPLS-DA score plot and loading s-plot were
presented in Supplementary figure 1 (RT 2.0-38.0 and negative
ion mode). Subsequently, the ion peaks identified as separat-
ing control and drug-treated rats were subjected to identifica-
tion of lipid molecules as described previously (Ishikawa et al.,
2014). In brief, lipid molecules were identified by comparing the
ion features of the experimental samples Lo our reference library
of lipid molecule entries. Our reference library was constructed
based on the RT, m/z, preferred adducts, and in-source frag-
ments of the representative standards of each lipid class pur-
chased from Avanti Polar Lipids, Inc. For our LC-TOFMS assay
platform, we chose 10 parts per million as the acceptable range
of mass accuracy in the present study.

Structural analysis. Long-chain base and fatty-acid chain of
HexCer were determined by LC-Fourier transform mass spec-
trometry (LC-FTMS, LTQ Orbitrap XL, Thermo Fisher Scientific,
Waltham, MA) as previously described with a few modifications
(Ishikawa et al, 2014). To identify the long-chain base of Hex-
Cer, data-dependent MS® analysis was performed in the pos-
itive ion mode. A specific neutral loss (H,0; 18 Da) was ob-
tained from HexCer with MS/MS and this was used as the trig-
ger from MS/MS to MS/MS/MS. Because the amount of Hex-
Cers in the BD fraction used for lipid molecule measurements
was not sufficient for data-dependent MS?, a fraction con-
taining HexCers was separated by LC, collected, and concen-
trated. Determination of hexosyl residue was performed by sep-
aration using borate-impregnated thin-layer chromatography
(TLC) followed by extraction of the lipid fraction from the sil-
ica plate and analyzed by LC-TOFMS. Borate impregnation was
performed based on the modified method by Kern (1966). Sil-
ica gel 60 TLC plates (TLC Silica gel 60, Merck, Darmstadt, Ger-
many) were immersed in sodium tetraborate (2%) in methanol
for 30 s and air-dried overnight. Plates were heated at 110°C
for 30 min prior to the application of BD samples. The sam-
ples were prepared as described above using 50 pl of plasma
and internal standards (2 nmol of d18:1/24:1 glucosylceramide
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[GluCer] and d18:1/24:1 galactosylceramides [GalCer]). The sam-
ples were concentrated to 30 pl for application and developed
in chloroform/methanol/water (70:30:4). After development, the
plates were sprayed with primuline (0.01%) in acetone/water
(80:20) and visualized under UV light. The GluCer and GalCer
spots were scraped and subjected to lipid extraction as described
above. GluCer and GalCer measurements were performed by LC-
TOFMS as described above.

Statistical analysis. To compare the levels of lipid molecules, the
Mann-Whitney U test was used to assess the statistical differ-
ence in plasma lipid molecule levels between control and drug-
treated rats using the R software (version 2.15.1). For the compar-
isons that showed statistical significance, we performed power
calculations with the G'power 3 program (Faul et al., 2007). The
average power calculation of all of the statistically significant
comparisons was 0.929, suggesting that the number of animals
used in the present study was sufficient for the statistical anal-
ysis.

RESULTS

Screening for Common Biomarkers for Hepatic Phospholipidosis in Hep-
atocytes

To screen a broad range of lipid molecules, we used the non-
targeting lipidomic approach. Phospholipids and sphingolipids
were measured by LG-TOFMS with the negative-ion mode with
an RT of 2.0-38.0 min, in which both classes of lipids were eluted
by LC. Neutral lipids were measured by LC-TOFMS with the
positive-ion mode with an RT of 38.0-60.0 min, in which neutral
lipids were eluted. In total, 312 and 847 ion peaks were extracted
by negative- and positive-ion modes, respectively, in plasma ob-
tained from control or drug-treated rats.

First, we employed the data set obtained from the plasma of
rats treated with tricyclic antidepressants (CPM, IMI, and AMT)
to identify common biomarkers for hepatic phospholipidosis in
hepatocytes. The data set of extracted ion peaks from control
and each of the tricyclic antidepressants were subjected to OPLS-
DA, and the score of the loading s-plot was calculated to iden-
tify ion peaks that contributed to the separation of control and
drug-treated samples of plasma (jw{1]} > 0.05 and |p (corr)| =~ 0.6
were used as threshold values). The ion peaks were subjected
to identification of lipid molecules (Supplementary table 2 for
lysophospholipids, phospholipids, and sphingolipids, and Sup-
plementary table 3 for neutral lipids). The number of identified
lipid molecules is listed in Table 1. In total, 64, 56, and 42 lipid
molecules (95 in total) were identified as contributing to the sep-
aration of the two groups in the plasma of rats receiving 3-day
treatment with CPM, IMI, and AMT, respectively, whereas 19, 69,
and 67 lipid molecules (88 in total) were identified in the plasma
of rats receiving 28-day treatment with CPM, IMI, and AMT, re-
spectively. Subsequently, we explored lipid molecules that were
commonly identified in the studies of all three tricyclic antide-
pressants. In plasma, 22 lipid molecules were commonly iden-
tified for either 3- or 28-day treatments (Table 1). These lipid
molecules include 16:1LPC, 18:1LPC, 18:2 LPC, 20:2 LPC, 20:4 LPC,
22:6 LPC, 32:1 PG, 32:2 PC, 38:5 PG, 38:6 PG, 40:7 PC, 40:8 PC, 34:2
PE, 36:2 PI, 34:1 SM, 42:1 HexCer, 42:2 HexCer, 54:5 TG, 56:6 TG,
56:7 TG, 56:8 TG, and 58:8 TG (Table 2). Of these lipid molecules,
LPCs (16:1, 18:1, 18:2, and 20:4 LPC) and 42:1 HexCer were identi-
fied as separating the control and treated rats in both 3- and 28-
day treatments. In addition, 42:1 and 42:2 HexCers showed more
than a twofold increase induced by all three tricyclic antidepres-
sants when treated for 28 days. Thus, we focused on LPCs and
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TABLE 1. The Number of Identified and Qualified Lipid Molecules from OPLS-DA of Tricyclic Antidepressants

3 days 28 days
Drugs LPLs PLs SLs NLs Total LPLs PLs SLs NLs Total
CPM 7 14 6 37 64 6 6 4 3 19
IMI 5 19 4 28 56 7 22 11 29 69
AMT S 16 6 15 42 8 21 4 34 67
Common 4 3 2 5 14 6 5 2 1 14
Total 8 32 11 44 95 8 29 12 39 88
LPL, lysophospholipid; PL, phospholipid; SL, sphingolipid; NL, neutral lipid; CPM, chromipramine; IMI, imipramine; AMT, amitriptyline.
TABLE 2. Fold Changes of Lipid Molecules Commonly Qualified OPLS-DA in All Three Tricyclic Antidepressants
Average fold changes (/control)
Commonality 3 days 28 days
Lipid Lipid
classes molecules 3 days 28 days CPM IMI AMT CPM IMI AMT
LPC 16:1 LPC + + 0.49 0.61 0.55 0.61 0.51 0.57
LPC 18:1 LPC + + 0.72 0.72 0.76 0.67 0.54 0.60
LPC 18:2 LPC + + 0.74 0.75 0.82 0.75 0.62 0.62
LPC 20:2 LPC + 1.02 0.61 0.64 0.68 0.49 0.49
LPC 20:4 LPC + + 0.80 0.76 0.79 0.60 0.63 0.60
LPC 22:6 LPC + 0.73 0.79 0.79 0.64 0.60 0.67
PC 321 PC + = 0.47 0.81 059 0.75 0.81 0.35
PC 32:2 PC + - 0.49 0.65 0.70 111 0.58 0.66
PC 38:5 PC + 0.72 0.76 0.78 0.85 0.58 0.48
PC 38:6 PC - + 0.87 0.96 0.94 0.78 0.62 0.63
PC 40:7 PC + 0.81 0.73 0.66 677 0.45 0.47
PC 40:8 PC + 0.86 0.92 0:92 0.74 0.54 0.62
PE 34:2 PE - + 0.71 0.62 0.96 1.34 0.47 0.51
PI 36:2 PI + 1.06 143 1.31 1.69 1.52 1.63
SM 34:1 SM + = 1.14 1.66 1.34 1.37 2.01 1.24
HexCer 42:1 + + 2.30 1.69 1.78 2.27 4.91 8.19
HexCer
HexCer 42:2 - + 2.98 1.67 1.59 2.63 6.43 3.96
HexCer
TG 54:5 TG - + 0.88 0.49 0.89 1.45 0.52 0.55
TG 56:6 TG + 0.28 0.16 0.42 0.80 0.08 0.09
TG 56:7 TG + - 0.45 0.24 0.44 0.70 0.10 0.08
TG 56:7 TG + > 0.39 0.20 0.49 1.00 0.13 0.17
TG 56:8 TG + - 0.55 0.35 0.53 0.92 0.19 0.97
TG 58:8 TG + = 0.55 0.29 0.54 0.92 0:19 0.22

Bold letter indicates that the differences in levels of specific lipid molecule between control and drug-treatment exceeded the threshold of OPLS-DA in both 3- and
28-day drug treatment. LPC, lysophosphatidylcholine; PC, phosphatidylcholine; PE, phosphatidylethanolamine; PI, phosphatidylinositol; SM, sphingomyeline; HexCer,
hexosylceramide; TG, triacylglyceride; CPM, chromipramine; IMI, imipramine; AMT, amitriptyline.

HexCers as potential novel plasma biomarkers for hepatic phos-
pholipidosis and included them in the statistical analysis.

Decrease in Plasma LPCs by Drug-Induced Phospholipidosis in Hepato-
cytes

As shown in Figure 14, significantly lower levels of selected LPCs
(16:1, 18:1, 18:2, and 20:4), except for 20:4 LPC with AMT treat-
ment, were observed after 3-day treatment with CPM, IMI, and
AMT. In line with this finding, the levels of all four LPCs were ob-
served to be significantly lower after 28-day treatment with CPM,
IMI, and AMT when compared with controls (Fig. 1B). The extent
of changes in LPCs induced by treatment was similar for all three
tricyclic antidepressants and consistent between 3- and 28-day
treatments. In addition, other four LPCs (16:0, 20:2, 20:5, and 22:6

LPC) tended to decrease (but not always significantly) both after
3- and 28-day treatments with all tricyclic antidepressant.

Increase in Plasma 42:1 HexCer Levels by Drug-Induced Phospholipi-
dosis in Hepatocytes

As shown in Figure 2, significantly higher levels of 42:1 HexCer
were observed for 3-day treatment only with AMT (Fig. 2A) but
for 28-day treatment with all three tricyclic antidepressants (Fig.
2B). The changes in 42:1 HexCer levels were much greater with
IMI and AMT than with CPM using a 28-day treatment, when
phospholipidosis can be detected in a histological study. In ad-
dition, an increase in 42:1 HexCer was strengthened from 3-day
to 28-day drug treatment of IMI and AMT. We also investigated
a dose-dependent change of plasma 42:1 HexCer levels induced
by IMI. As shown in Figure 3, 42:1 HexCer levels increased in a
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FIG. 1. Plasma levels of LPCs in rats treated with tricyclic antidepressants. Lipid extracts were prepared from the plasma of rats treated with indicated drugs (black) or
control solvents (white) for 3 (A) o1 28 days (B). The determined ion peak levels of the identified LPCs were normalized to that of the internal standard (12:0,12:0 PE). All
data presented were normalized to the average of each control (adjusted average control value as 1). Each spot indicates the level of lipid molecules in each individual
animal (n = 5 for the control group and n = 4 or 5 for the drug treatment groups). The bar indicates the medians of each group. "p < 0.05; ""p « 0.01 for control versus
drug-treated rats. LPC, lysophosphatidylcholine; C, control; T, drug-treated; CPM, clomipramine; IMI, imipramine; AMT, amitriptyline.

dose-dependent manner. Moreover, the increasing trend of 42:1 Decreased LPC and Increased HexCer Levels in Plasma by Drug-
HexCer induced by tricyclic antidepressants was also observed Induced Phospholipidosis in Cholangiocytes

for other HexCers identified in our study, namely, 42:2 and 40:1 Because we found that decreased plasma LPC levels and in-
(Supplementary fig. 2). creased plasma HexCer levels were common for the treatment

with all three tricyclic antidepressants thatinduce hepatic phos-
pholipidosis in hepatocytes, we investigated whether similar
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FIG. 2. Plasma levels of 42:1 HexCers in rats treated with tricyclic antidepressants. Lipid extracts were prepared from the plasma of rats treated with indicated drugs
{black) or control solvents (white) for 3 (A) or 28 days (B). The determined ion peak levels of 42:1 HexCer were normalized to that of the internal standard (12:0/12:0
PL). All data presented were normalized to the average of each control (adjusted average control value as 1). Each spot indicates the level of lipid molecules in each
individual animal (n = 5 for the control group and n = 4 or 5 for the drug-treatment groups). The bar indicates the medians of each group. ‘p < 0.05 for control versus
drug-treated rats. HexCer, hexosylceramide; C, control; T, drug treated; CPM, chlomipramine; IMI, imipramine; AMT, amitriptyline.
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FIG. 3. Dose-dependent effect of imipramine treatment on plasma 42:1 HexCer
levels. Lipid extracts were prepared from the plasma of rats treated with an in-
dicated dose of imipramine for 28 days. The determined ion peak levels of 42:1
HexCer were normalized to that of the internal standard (12:0/12:0 PE). All data
presented were normalized to the average of control (0 mg/kg/day) (adjusted av-
erage control value as 1). Each spot indicates the level of lipid molecules in each
individual animal (n = 4 for the control group, n= 5 for the 10-mg/kg/day group, n
=4 for the 30-mg/kg/day group, and n = 4 for the 100-mg/kg/day group). The bar
indicates the medians of each group. HexCer, hexosylceramide; IMI, imipramine.

changes could be observed for the treatment with KC, which in-
duces hepatic phospholipidosis in cholangiocytes. Thus, we em-
ployed the data set obtained from the plasma of rats receiving 3-
and 28-day treatment with KC. OPLS-DA and the same thresh-
old values for the score of the loading s-plot led to obtain ion
peaks separating control and KC-treated plasma samples. The
ion peaks were subjected to the identification of lipid molecules
(Supplementary table 2 for lysophospholipids, phospholipids,
and sphingolipids, and Supplementary table 3 for neutral lipids).
The number of identified lipid molecules is listed in Supplemen-
tary table 4. In total, 27 and 46 lipid molecules were identified in
the plasma of rats receiving 3- and 28-day treatment of KC, re-
spectively. The lipid molecules included eight LPCs (16:1, 17:0,
18:2, 20:1, 20:2, 20:4, 20:5, and 22:6 LPC) and 42:1 HexCer in the
plasma of rats receiving 3-day treatment with KC, whereas only
42:1 HexCer was identified in the plasma of rats receiving 28-

day treatment. A statistical analysis revealed significantly lower
levels of 16:1 and 18:2 LPCs but not of 18:1 and 20:4 LPCs after 3-
day treatment with KC (Fig. 4A). In addition, significantly higher
levels of 42:1 HexCer were observed after 3-day treatment with
KC. However, no significant changes were observed in any of the
LPCs or 42:1 HexCer after 28-day treatment with KC (Fig. 4B).

Determination of Fatty Acid Side Chains of 42:1 HexCer

Because our nontargeting assay platform could only determine
the total number of carbon atoms and the double-bond contents
of lipid molecules, we next characterized the long-chain base
and acyl-side chain of 42:1 HexCer. We determined the fatty acid
side chain of sphingolipids by performing positive MS/MS/MS
and characterizing the long-chain base (Ishikawa et al., 2014).
Because the amount of 42:1 HexCer in sample solution for lipid
molecule measurements was too low to perform MS/MS/MS, we
fractionized and concentrated 42:1 HexCer using LC. As shown
in Figures 5A and 5B, the collection of 42:1 HexCer was veri-
fied by chromatography and mass spectrometry. The MS/MS/MS
product demonstrated fragments of d18:1 long-chain base and
neutral (hexose and hexose+H,0) loss (Fig. 5C). This result in-
dicates that the side chains of 42:1 HexCer are 18:1 long-chain
base (d18:1) and 24:0 acyl-side chain.

Determination of Hexose of 42:1 HexCer

Because there are two HexCers in the body, glucosylceramide
and galactosylceramide, we next tried to determine the hex-
ose residue of the identified 42:1 HexCer. Glucosylceramide and
galactosylceramide show the same molecular mass and mobil-
ity in typical reverse-phase chromatography. Thus, we employed
borate-impregnated TLC (Kern, 1966), which allowed to sepa-
rate glucosylceramide and galactosylceramide by preference of
forming a complex with borate (Fig. 6A). Separation and collec-
tion of the GluCer and GalCer fraction were confirmed by mea-
suring internal standards both in the GluCer and in GalCer frac-
tions (Fig. 6B). As shown in Figure 6C, 42:1 GluCer rather than 42:1
GalCer is the major component of 42:1 HexCer in plasma. In ad-
dition, only 42:1 GluCer was increased after IMI treatment. This
result indicates that 42:1 GluCer, but not GalCer, was increased
by drug-induced hepatic phospholipidosis.
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FIG. 4. Plasma levels of LPCs and 42:1 HexCers in rats treated with ketocona
zole. Lipid extracts were prepared from rat plasma treated with ketoconazole
(black) or control solvents (white) for 3 (A) or 28 days (B). The determined ion
peak levels of indicated LPCs and 42:1 HexCer were normalized to that of the
internal standard (12:0/12:0 PE). All data presented were normalized to the av
erage of each control (adjusted average control value as 1). Each spot indicates
the level of lipid molecules in each individual animal (n = 5 for the control group
and n = 5 for the drug-treatment group). The bar indicates the medians of each
group. ‘p < 0.05; “p < 0.01; *"p < 0.005 for control versus drug-treated rats. LPC,
lysophosphatidylcholine; HexCer, hexosylceramide; C, control; T, drug treated;

KC, ketoconazole.
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as a trigger to obtain the mass/mass/mass spectrum. In the mass/mass/mass
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DISCUSSION

In the present study, we used the nontargeting lipidomic
approach followed by structural characterization to identify
biomarkers for drug-induced hepatic phospholipidosis. We used
three tricyclic antidepressants (CPM, IMI, and AMT) as the model
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of hepatic phospholipidosis in hepatocytes and an antibiotic
(KC) as the model of hepatic phospholipidosis in cholangio-
cytes. Our experiments revealed d18:1/24:0 GluCer and LPCs
(especially 16:1 and 18:2 LPC) as putative blood biomarkers for
drug-induced hepatic phospholipidosis. The plasma levels of
d18:1/24:0 GluCer were increased by drug-induced hepatic phos-
pholipidosis, whereas those of LPCs were decreased. These ob-
servations are a common feature of hepatic phospholipidosis
among hepatocytes and cholangiocytes. However, no LPCs or
d18:1/24:0 GluCer were significantly altered by 28-day treat-
ment with KC, although d18:1/24:0 GluCer was identified to be
a lipid molecule contributing to the separation of control and
KC-treated rats after 28-day treatment. Thus, the application of
d18:1/24:0 GluCer and LPCs as biomarkers for hepatic phospho-
lipidosis in cholangiocytes might be limited in the early stage.

LPCs are lysophospholipids that are generally derived from
PCs by the enzymatic action of phospholipase A2. Recently, LPCs
have been described as blood biomarkers for several diseases
and adverse drug/food effects. For example, plasma levels of
181 and 182 LPCs compared with total saturated LPC levels
have been proposed as potential biomarkers for colorectal can-
cer (Zhao et al.,, 2007). In addition, serum levels of 18:2 LPC have
been inversely associated with the risk of diabetes (Floegel et al.,
2013). Moreover, acetaminophen- and p-galactosamine-induced
liver injuries lead to a decrease in LPC levels, such as those of
20:4 LPC, in serum (Cheng et al., 2009; Ma et al., 2014). Therefore,
the single use of one LPC for the diagnosis of phospholipidosis
might not fully exclude other possibilities, such as colon cancer,
diabetes, and liver injuries. Thus, a combinatorial application of
d18:1/24:0 GluCer and 16:1 and 18:2 LPCs would be more effec-
tive for diagnosing hepatic phospholipidosis.

To date, the mechanisms underlying the decrease in LPCs
in plasma remain unclear. However, it has been proposed that
CADs inhibit lysosomal enzymes, including phospholipase A2,
resulting in the accumulation of phospholipids in the lysosome
(Abe et al., 2007; Hiraoka et al., 2006). Because the secretion of
LPCs from the liver is quantitatively important for plasma LPC
levels (Sekas et al., 1985), the inhibition of hepatic phospholipase
A2 might resultin a decrease in the levels of LPCs in the plasma.

GluCer is a glycosphingolipid metabolized by glucocerebrosi-
dase in lysosome (Carroll, 1981). When metabolically inert L-
GluCer is injected intravenously, it is rapidly removed from the
blood and most of it is taken up by the liver (Tokoro et al., 1987).
Subsequently, hepatic L-GluCer is excreted through the bile duct
with a 3.5-day half-time. These observations suggest that blood
GluCer is predominantly taken up by the liver to be metabolized
by glucocerebrosidase to ceramide or be excreted from the bile
duct. Thus, one possible explanation for the increased plasma
d18:1/24:0 GluCer levels in drug-induced hepatic phospholipi-
dosis is decreased GluCer clearance in the liver via the inhibi-
tion of hepatic lysosomal glucocerebrosidase in hepatocytes or
biliary excretion of GluCer in cholangiocytes.

Although all tricyclic antidepressants used in the present
study induced hepatic phospholipidosis, the severity of phos-
pholipidosis varied between the drugs. All rats treated with IMI
and AMT for 28 days showed hepatic phospholipidosis, with
considerable severity in the case of AMT treatment, whereas
only two of five rats treated with CPM for 28 days showed symp-
toms of hepatic phospholipidosis (Supplementary table 1). The
increases in the plasma levels of d18:1/24:0 GluCer and its re-
lated HexCers (42:2 and 40:1 HexCer) were more drastic by IMI
and AMT than by CPM. In addition, the dose-dependent increase
in the plasma levels of d18:1/24:0 GluCer by IMI was consistent
with the dose-dependent severity of the phospholipidosis that
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was induced by IMI treatment (Hirode et al., 2008). These findings
may indicate that the extent of elevation of d18:1/24:0 GluCer
could reflect the severity of drug-induced hepatic phospholipi-
dosis in hepatocytes. However, each CAD has a different prefer-
ence for the formation of phospholipidosis in the tissues, and
it remains unclear whether phospholipidosis progressing in the
tissues other than the liver would modulate the plasma levels of
d18:1/24:0 GluCer.

Unlike severity-dependent increase in d18:1/24:0 GluCer, a
decrease in plasma LPC levels induced by 28-day treatment with
tricyclic antidepressants was irrespective of the type of the drug.
In addition, all tricyclic antidepressants resulted in a similar de-
crease of LPC levels irrespective of whether it was a 3- or 28-
day drug treatment. Thus, the decrease in LPCs might not cor-
relate with the severity as well as progression of drug-induced
hepatic phospholipidosis in hepatocytes. The levels of LPCs (ex-
cept for 20:4 LPC in AMT treatment) were significantly decreased
even after 3-day treatment with all tricyclic antidepressants. De-
creased LPC levels with a 3-day treatment of KC were also ob-
served. Thus, LPCs could be useful to predict the risk of hepatic
phospholipidosis.

In conclusion, d18:1/24:0 GluCer and LPCs are putative
plasma biomarkers for hepatic phospholipidosis. Because a sin-
gle marker, especially one LPC, is not specific for hepatic phos-
pholipidosis, a combinatorial application of d18:1/24:0 GluCer
and 16:1 and 18:2 LPCs would be more effective for diagnosing
hepatic phospholipidosis. In addition, d18:1/24:0 GluCer could
reflect the severity of drug-induced hepatic phospholipidosis in
hepatocytes, whereas LPCs could be useful to predict the risk of
both types of hepatic phospholipidosis. Future research and val-
idation of d18:1/24:0 GluCer and LPCs as plasma biomarkers for
hepatic phospholipidosis are needed to extrapolate these find-
ings to humans.
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