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SWATH H &/ HTAIC X 5~ > T — BRI O HURIEVER O 70 -H5Ak D it B D7l 7

BTN, BIEET 2, VR IR %, A, R, R Y kR

£5

BREMERAL A, AR T2 RN TRIT 2 2 ERAREETH Y, EEEOR D e AR AER T % AlEE
PER S D Z L0, HEREMFIRD 7y 1A A SERITHEIT 5 2 LIFREECH 5. 2 D720, B DRI 52 %
R TFRIC & B 2 D FEOBRFEIRD GNTHD, AT, £, KIGEHRY R (LPS) TIEM L
Je~ 7 17 7 — UKk Raw264.7 filaz VT, w2 I—HED A ¥ ) —/UiliHi) (MLE) OFRIAEVER OFE 2 f#HT L
7. EHIT, MlaND & 3 BEE) 2 SWATH B & 0HTE THT I % 2 & T, MLE OHISIEER 04 FHs 2R
T& D072, 1.0 ng/mL O LPS TIEME(L L 72 Raw264.7 HIlEIZ MLE 23142 &, 83% BiFH O NO & IL-6 R
X MLE 0.56 pg/mL C, TNFa 213 2.3 pg/mL THEIZED L, 18 pg/mL TOTNOWE HARHEALL FIZE TR T
L7=. [FERIZ, INOS OF$HL T MLE 2.5 ug/mL C, TNFa, IL-6, IL-1p DI 10 ug/mL CTHEIZH L, 40 pg/mL
T, WTNOBE - OFRIE D LPS RO L~YUZE TR T L. IEfHZ v~ 757 4 —CMLE 47 L7- &
Z A, NO FEAIHIWERIFIRNE S VT, 2 TOEGHNIFMER R Sz, 2 2025, MLE OB DR DM
DOZFRIANERT 5 Z & T, BEMITIROCIIIEER % 295 LB 2 bz, SWATH E &tk il # v X308
TERT —H & ERGPABIIHT (PC-DA) 120N T % &, ARLEROHIE (LPS-E), 10 ng/mL ¢ LPS CHili L 7-Hifa (LPS+
), LPS {Zh12.C, 10 pg/mL ¢ MLE CHLEE L 7=/l (MLE #£) 0 3 BEIZIAREZ/0BE S, T RSN 72 2 2R
IETOa T 7 ANERLTND I EDIRESNTZ. ZOFTYH, MlAOEFEEZRD, REZIHA~EE L Annexin
A1 <° Annexin A2 7% MLE #ECTHIN L C\ /2. %7z, LPS-activated MAPK signaling #%E&(ZBEE 3 DI FI2EB 35 &,
LPSHEEIZ LT, MLE BETIE, HLRIEICRIH S SQSTMI 23N L, FREE D FLNF T D p3SMAPK <°, ERK1/2 7%
L LW e, 2B DRT-23 MLE OFSEIER L Bb- T\ L& X b

¥—U— R : SWATH E &5k, EE&EFuT 47 A, \iREEH, <> a—

AZRY w7 v Ra— NINEIEISEIC L 2RI, PR R BaE, @i &0
ERHLZREZ TR THEEBEETH Y, U E ARG BN Ch DHE R L ME R SR, BIREE (L & %
BT AMHERNENEENTVWAED, ZOAFZRY v 7oy Ru—ADMEMRFRE L L TBERENRE S
TWVn5H@,

PEPELRIE 1T BRI BN T, v~ 7 n 77— YN B AR T2 2 LTl &
Nz (K1), BEMHEOIERIEIZFE S5 Monocyte Chemotactic Protein-1 (MCP-1) OEEARENINC L - T, K
Mld~~7uv77—CORBENPEZD. ZORMLE~YZ 07 7 — UHMEEELR O Toll-like receptor 4
(TLR4) (ZAERAL U7 AEWARIRL > 5 23 s S AL 7= B RiE B A R IR 25 5 A L CIE ML S 89, TNFo <0 IL-6 72 &
DIRIEVEY A NI A L OHWERESED. ZORIEMEY A NI A DMEVERIEDEK TH 5. TNFa 1213

ZAPH 20214212 520 B, 32¥H 202242 A 16 H
ARFFEILAT 8 R Wy BT S50 BRI AOAIF FE No.16-11-1, 2018, No.18-111-12, 2019 DBk %% 17 7=.
1. TRV T SIER, T 649-6493 Foak (L B4 o)IHTFE =48 930

2. K FAEYIL T M5 7 TR, T 649-6493 Fudk il B4 oo )16 =4 930

3. KAV T AR Z TR, T 649-6493 Fusfk (L AL o) 1T =48 930

4, TEKFAEDI T A TR, T 649-6493 Foik 1L RAZ D) THTE =4 930
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FERGRAIZ AR U CHRIA /0 R 2 (it X, SEBERR AR O W 2 M S A ER MR H 0, = OBEBEIR IS A
TLR4 Z /L THON~Z 07 7 —V%1EMAL L, TNFa O AEET &0 ) BIRR 2B L, RIS
BEL TV, EOREER, TR SR 7 faF B O RIEMEY A b A VN EH IR &, 5K
b UCHEIART, BhREE(L, $EIR 7 & S ESIERWEAFI /S ND. LLEDOZ LB IENMRIC T
BHARMEIIEZMHIT D 2 E N TEIRETEEEO TSR N D AR H 5.

~ v 3 — (Mangifera indica) 1%, V)V R~ I —BORBTH Y, R T 1000 FEEELLEO ST G
BENTnD, v~ I—REOKEITIITEN AR TH D P, & SN EETH 2R RIENFEET,
ZTOFFREEINTWD, ITH, 2O~ I—FFEED A X /) — LY (Mango leaf extract, MLE) (2,
WK Y S — B RN RY, $RBELEY (AGEs) OIFIEIERS O, i/ 7 & OREFEREER 2
FHETDHDZEDPHLNZR > TWD., T4, Fxld TLRE 2T 2 KIGE B kY RN HE
(Lipopolysaccharide, LPS) (Z & - TIEMAL L7z~ 7 1 7 7 — Uk Raw264.7 #lfa z AV C, MLE ([ZFE&# (258
WHIRIETER D B D Z & % T ZBRIC L 0 A L7-. 2 2 C, AMFSEICE8 W T, MLE OHKEER %
FERICHRAT L, 200 THEICRED S EREIGT 52 L2 HIELT-.

LPSICZ L B~7 v 77 —UOEMAE, #MIEEmEmo TLR4 23 LPS %58k L 72112, nuclear factor kappa B
(NFxB) ZH.LE T DRFRENEMALT D 2 & TR Z 5. KEBRFR TOHRIEDIEFREF & it + 2B
IX, 2@ NF-kB fREKICB G T 5RO U @bl EOFREEMOEIE Y =2 Z 7wy ME
WZE o TRl T 2560320, L)L, LPS S TLR4 IZHEET 5 2 & TIHM L S D v VT M BER D 2R
BITEEITEMETH Y, NF-kB BELSMCHIEMAL Y 7 TNV BB 2 DV TR EEFET D L ST
2O BEOSTEENE LTSNS ERD L&, BIEEMER Y RN & 45 0 1 2 Fallc
T2LZELIPIEFICHETHD Z &b, BREESOTREFEHOREKGEE VAL T ay MEDHTH
g2 Z SIXIERICHEETH H. £ 2T, AR TIL, MlaZR SIcEEND ¥ o387 B &2 MR E &)
HE72 SWATH EH &0k x v

SWATH & &5, @SPERED TripleTOF MWE & 37514 5T LC-MS ¥ A7 A& Wi 72 2
NOBERETH L. RKGEEEHT 5 &Ik 288 — B O & v R B & R E
BARECTH 5. AWFIETIL, SWATH E &0k %2 VT, MLE IZ X » TH &l Z S5, Raw264.7 Mg
DT FMGERME X 37 B O & MR, L TE 5252 LT, MLE OHRIEER O
THEE 2 RIS D 2 L RATREN & D D ERETT 5.

EROME-=HE
TLR4

TNF-q, IL-6%5&
DRIEHH A+

hA
/

1. B U 72 NEIWGAERR L 46 1 2 18R JE D 1K



2. MHERE
2.1 ##

v A=A L ) — Vi (MLE), XY, = ORL i Sy (Frl—FrS) X, FHESIC XY, v a—
(LT —7 4 ) OB EENSHTHE L2 b0 2MH LY. M B EE (FidkilLIRGEET) 128
WT 2013457 A & 2015 4F 8 AICERIEN T~ I—BEHED 5 b, BUkEE LI R#EEE 50°CT 72 K
M ST, 10 g DEOFRICK LT200 mL D A ¥ /) — V&I z, 72 B =SiE it L, & b=
2T T CHE S TCTMLE 2457-. MLES44 g 2> U 5 Vvra~ 757 +— (Wakogel C-100, &
7 4 L SRR, KPR, 125 g, 37 mm x 205 mm) (2, FREN 1.2 L $50 CHClL/MeOH
(10: 0 v/v), B0 : 1 vAV), (10 : 1 vAv), (5:1v), (0:10viv) ZHWT, A7 v 7 U A XIZEHL,5 >D7 57
g UEMET CHERESE, ool ERE Frl—Fr5 & L7z,

Mouse leukemic monocyte cell line, Raw264.7 i@ (RCB0535) (FEMFNA AV VY —RA& L ¥ — L0 it %
%% 7 7= Lipopolysaccharides from Escherichia coli 055:B5 % Sigma-Aldrich f1- (St. Louis, MO, USA) &Y, mangiferin |3,
BT 4 VAR S L0, VT A Z A LAPCRADT T A ~—3dbiEE Y AT &« A =0 AKX
St (FLIRTH) K VA L.

2.2 HHRREER

Raw264.7 i, 200 units/mL ~~=3U >, 020 mg/mL A b L7 b~ A 2, 10% FEEL 7 R i iE %
M % 7- DMEM E5#1% I, 37°C, 5% CO, A ¥ F =X — & —(ZChsag L7z, 1538 B o SIEMERTE R 10
HITEIZ X D MLE OHURAENEH ORI, 96-well plate & W TLLF D K 912475 7=, 1.6x10° f#l/ml D% FE
725 X O T iE R & B CREVE L 72 Raw264.7 flif %, 100 pL 9°24% well 12002, 24 BfEIREE L2, £V =
JAZ ML PR & B Hh 2 80 pL N 2. 7= %%, DMSO (2 i L 7= #8588 (MLE, mangiferin, % L < %, MLE #1757 )
ZAEPRED 0—72 pg/mL & 725 K 512 04 pL N Z 72, Bk, ik & B3I PAfE L7= LPS % 20 pL iz
T,LPS OFRIEE L 1.0 ng/mL & L, FFON 24 FEFIRESE U7z, B BiE 2L L, NO 2% % Griess 75 'V (2 &
- CHIZE L7=. TNFo & IL-6 | X eBioscience #1: (San diago, CA, USA) @ ELISA Kit z W\ CHlE L7z, £53% k
16 & BRE L7 OFIIE, 100 pL @ PBS T 2 [AIYEyE L 721218, MiFHk X551 100 pL & MTS 3 (Promega,
Madison, WI, USA) 20 pL Z1x T 1 KRG L7, BEEE O 490 nm OWDEEZHET S Z & T Cell
viability Z 34 L7=. U 7 /L% A 2 PCR T D728 mRNA D[EIY A 3 5 BRI 12 well plate % VY, LPS
2 1.0 ng/mL, MLE #2J% 2.5—40 pg/mL O Z:FT1T o 72, LC-MS AT D 7= b D L 2R 7 B DAl &4 5 B
(21 60 mm @ > v — L% T LPS #2JE 10 ng/mL, MLE #2/% 10 pg/mL D5 TIiT- 7.

2.3 )7ILA A LPCR

Raw264.7 #ifid7> 5 D RNA O 1%, RNeasy Mini Kit (Qiagen, Hilden, Germany) % f\>, 155 L7248
RNA 7> iScript RT supermix for RT-qPCR (Bio-Rad, Hercules, CA, USA) % I\ T ¢cDNA %5k L7z,
mRNA L& O fi#HTIL, SsoFast EvaGreen Supermix (Bio-Rad) % >, MiniOpticon Y 7 /L% A A PCR ¥/
AT I (Bio-Rad £1:) % fi > T3k L 7=. PCR KUt E4 W > 7' /L triplicate TIEH L 7. AT L 72 8{s 1,
R LT 74 ~—0/, TEINDEIBALYI O A K 1128 L. mRNA L& IT AACtHEE
M, EFla OFEBLEIT A L THRHE(L L7z,

2.4 LC-NS/MS iz
60 mm > ¥ — L E® Raw264.7 Mz /L 27 LA R—Z W CEIL L, Kif L7= PBS T 3 [EI¥E4E L7,
Uy — LSO E 1 ARDF 2 — 714D, 100 pL @ RIPA buffer (50 mM Tris-Hcl (pHS.0), 50 mM EDTA,
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150 mM NaCl, 1% NP-40, 0.5% CHAPS, 0.1% SDS, cOmplete protease inhibitor cocktail (Roshe), DTT,
phosphatase inhibitor cocktail III (Sigma-Aldrich)) % N X CTEEfE S, SR A 1372, 28D 30% TCA Rk %
Nz C, 7K T304 fE V2. 14,000 rpm X 10 43, 4°C Cizils L TA U720 %, 500 uL O 7 & b > THeyg L,
AHZ S ® 72, B A 100 pL ORI (8M urea, 2M thiourea, 4% CHAPS) TIRf# L 721412, Bradford protein
assay (Bio-rad) & H\W\\TH L 7 BHOREREEIT 72, 30 pg DX 237 G 2B O v |2 Sequence
Grade trypsin (Promega, Madison, WI, USA) (Z J - TiH{k L, Ziptip (Merck Millipore, Burlington, MA, USA) T
i L 7. LC-MS/MS #Il7E 13, Ecksigent nanoLC system (Z#t L 72 TripleTOF5600+ system (Sciex, Framingham,
MA, USA) % I\ T4T 57z, Ton library {ER%H @ information dependent analysis (IDA) HIEIL 3—5ug D ¥ >~
RIERER L, B 0@ 0L TITo . ERM O SWATH #I7E TiE, Q1 window 3% 50 fHIC##% &
L, % window O m/z i %, IDA JI7E D& F % HlZ SWATH Variable Window Calculator (SCIEX) % FV T
B LT, LSO SEBERom@E (O ICEE L, 1| BOBIEIS 5 pg OTF RIEREHER L,
SWATH HIEIE 1 DY > T IZHNWT 3 [T 7.

#1. UT7VZALPCR MEHLET T4 ~—

Name Sequences Sizes (bp)

EFlo Forward: 5'-“ACACGTAGATTCCGGCAAGT-3' 119
Reverse: 5'-AGGAGCCCTTTCCCATCTC-3'

iINOS Forward: 5'-CCTGGTACGGGCATTGCT-3' 90
Reverse: 5'-GCTCATGCGGCCTCCTT-3'

TNFoa Forward: 5'-GGGTGATCGGTCCCCAAAGG-3' 95
Reverse: 5'-TTGAGAAGATGATGAGTGTGAGG-3'

IL-6  Forward: 5'-~AAGAAATGATGGATGCTACCAAACTG-3' 79
Reverse: 5'-GTACTCCAGAAGACCAGAGGAAATT-3'

IL-1B  Forward: 5'-GCAACTGTTCCTGAACTCAACT-3' 89

Reverse: 5'-ATCTTTTGGGGTCCGTCAACT-3'

2.5 TEEREN

IDA HIFEIZ &> TH B2 MS/MS A7 kL DT — % %, Protein Pilot software ver 4.5 (Sciex) % T
T = HNR—= AR DNT T, BBk DT — & ~_— X% UniProt (http://www.uniprot.org/) @ Mus Musculus
OTF—X MWz, BHEE 95%LL ECRIEINXTF FEFE LA Lz, $£72, False discovery rate
(FDR) ##t%H L, FDR 1%L FCRIE SN X v RV EE AR E 7 Ui, Bonic ¥ VR BRIET —#
% HZ SWATH HIEIZ VN5 Ton library Z {ERE L 7-. SWATH B &45H1E THE BN T-T — & DHT1E, Peak
view software ver 2.1 (Sciex) % F\THT > 7=. lon library (2 856k S 72 A I & m/z EIC RS W =K B —2
DIFIE, ©—7 OFE &, B L OVE &R O False discovery rate (FDR) & KBMEDOIFEEA % 7~ 3 Gap [HDFF
BTy 7 by =TI ko THBIIITbILE. 1| DOZ U RV BICRBENTZATF ROF NG, Gap i
(%) MOTHY, 777 A v T DE—T7 OIARNBIR, ) A ZE—7 D7 D& KT 5 EERR
L. A—_TFFRICHKRT L2777 A0 M AU OHEMEEL, R TEFHLTXTF FOERMEL L.
B, 1ODF NI BEIERORTF FRBERSN TV L 5EICE, ZRbDORTF ROEREL 2
TARL, oV EOERME L. ESI DA L—0ORIEAR EAMIET 5 Z & 2 HAC, FiEICiEw,
2L R BOFEREORFIIH T DMHAEEF R T 5 2 & CEREE(LEIT 5 72




2.6 TET—ZDOMEH

Peak view THHI L& ¥ o R EOEREE =7 AR — bk L, Marker view software (SCIEX) % AT,
Hlfid » DI ESfi#HT T 5 principal component discrimination analysis (PC-DA) Z1T->7-. 7 — & OFEHE
b HEE LT pareto W& AW, ¥ 7 F U RERICEE S 2 K F DI BLAZ 5 7212, Ingenuity pathway
analysis (IPA, Qiagen) % F\THET 21T - 72. 2.5 THUS L 72 SWATH E & T DFERN D, BRI NTZF
sX7 G D uniprot ID, FEHOE R GRED pEAHEZH L, IPA Y 7 b = T IZHAAEE T ABRED p
B2 0.05 LD X /378 % IPA @D expression analysis [ZfFf L7z, IPA IZRHIPOHEBEINLTWS
Canonical pathway ®—->"C& % LPS-activated MAPK signaling pathway % H .0 ZfEMT 2 E 8 7. IPA OFEEE T
H% Grow V=L EZHWT, BEICEEND KN FICHEZERERT DN T2 2R S8, SWATH O &R &
Overlay 9% Z & C, MLE O¥HNZ L - THT 2 & v 7 a2 R LT,

3. R
3.1 HA bhA VEGFRREELICL HBEEROFEHRE

HERRSEBR D S5 2 M3 5 72 912, Raw264.7 FIARIZ 0—100 ng/ml @ LPS ZLEEZE 1T\, 6 h, 12 h, 24 h %12
mRNA Z B L, TNFa & IL-6 BAn T DI B EZ Y 7L % A 5 PCR THIE L7z (X 2).

>
ve)
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=
o
o

=
o
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o

IL-6fE X FHIRE
5 3

TNFatB Xt FIRE
S

O N B O 0

F.F 3

FLOL A = Hﬂ
.l Ll ol G N Sl Sl ) e Sl S ) Sl i GG 3 N i
CYY YNy Yy Yy CYY CYy OYy Oy

[LPS] Ong/ml  1.0ng/ml 10ng/ml 100ng/ml [LPS] Ong/ml 1.0ng/ml 10 ng/ml 100 ng/ml

2. Raw264.7 MR I1T 2 RIEMEY A I A U BAEFHRBLED LPS R, B X OISR FKFNE.
Raw264.7 #ifd 2 0— 100 ng/mL ¢ LPS THLEE L, 6 h, 12 h, 24 h % (ZHfE 2> 5 mRNA # (AL L, TNFa (A), ¥
L OVIL-6 (B) B+ DHHEEL Y TNT A L PCRIZE ST, K% 7L triplicate THIE L7z, @EfnFI3EH
HIX, LPS R 6 R OBIE 7 3BLE 1 & LI-FIxHE TR L, FRE TR E T/R LT * P<0.01 to
6 h by ANOVA-Tukey.

LPS #2/% 1.0 ng/ml OALFLTIX, 6 h 7> HAETL L 54, LPS RALPRIZ L, TNFa T 2—4 %, IL-6 D) TlE
I35 ERBLENIEI L T o, F72, TNFa, IL-6 D E5H 5 4 24 h TORBEORIIR L7072, LPS
PR L 10 ng/ml LB CIX, 1 ng/mL ORF LV & & HITFEBLEA NN L7273, TNFo O R BLEIIRHEIZ K - TEAk
B9, IL-6 DOFEBLE(TRFRI DRI O THEINT 2 8M 28 4 S 472, LPS #2100 ng/ml ALEE TIIFEH &1L
BIZHIIM L, TNFo, IL-6 &5 5% 6 h 725 12 h A TRIELEN D L L, 24 h T 12h L 04 LEINT D[
DR DT, RBFFRITRIERIE & W D 59 WRIESN I T 2 MK R 25 T2 Z E NN TH H 720,
AfER L0, DIEOERIT, LPSIEEZA 1.0 6 L <X 10ng/mL & L, IGHEEE % TNFo, IL-6 DI HL A HERF &
NTWbH24h & L7,
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3. ¥#E RGO RIERIEIA F O F 812 X D MLE OHURIELEH ORI, Raw264.7 #ifid 2 1.0 ng/mL @ LPS,
BE, 0—72 pg/mL O MLE, mangiferin, MLE [/ TRLEE L, 24 FEff#% O E3E 2 IS IZ AV 2. A: Cell
viability. [MLE] = 0 pg/mL TOfEZ 1 & L7z DOFAXHE Tax L7z, B: NO JR L. o/X MLE, Ol mangiferin @
FEi A 7. C: TNFa 2. D: IL-6 JiR . E: MLE #4373 NO JREEIZ5- 2 52 o, F1; O, F2; A, F3; 0, F4; 0,
F5; x, MLE. & CO3EERIL triplicate TITV, EITFHEHFEMERET/RLZ. * P < 0.05; ** P < 0.01 to
[sample] = 0 pg/mL by t-test.

3.2 MLE DI IE1EFA DM
Raw264.7 i % 1.0 ng/ml ® LPS, 5 1 O}, 0—72 pg/ml ® MLE, MLE ® £ %%y Cd % mangiferin, %7213,

MLE D&y CHLER L, 24 BT @ Cell viability, 558 % ® NO, TNFo, IL-6 2 2 H1E L7 (X 3). 0—72
pg/ml O & @D MLE £ T % Cell viability (ZZ81bi% 722y > 72 (¥ 3A). NO R, 0.56 ng/mL @ MLE O ¥R



THREIZHA L, 2.25 pg/mL LL EOJRE T NO JREE A BRI LA TIZ £ Tl L7z, ZHisxt L, mangiferin
T 18 pg/mL LA EOIRET LA E R 2R &7, HIE L7 T NO IR Z i HBREELL T IZ £ T
#9422 &idlen o7z (K 3B). 72, TNFo I, 2.3 pg/ml © MLE CTHEIZHEA L, 9 pg/ml LI o MLE
TR TR IR IS £ Tl L= (K 3C). IL6 1, 0.56 pg/ml @ MLE 2> 5 A & (23 L, 18 pg/ml LA
o MLE CHHBRE T F T L7= (K 3D). LPS %U{%z Raw264.7 #liilZ MLE O W4y %2 = ik 54
% L NOREL, T X T T3 2 @M %2 RA722%, HEEiOMLE 2 K& < @2 5282 FFomlisy
IR B h o7 (K 3E).

RIZ LPS #illiE Raw264.7 FIfEIZ %795 MLE OFRIEMEH 2 & HICFHET 2 72912, KIERERFD U 7
JL % A I PCR %17 - 7-. Raw264.7 flld % 1.0 ng/ml ® LPS, XN 0, 2.5, 10, 40 pg/mL ¢ MLE THLEE L, 24
W[4 7 iNOS, TNFa, IL-6, IL-1f D FE B & 4 HIE L 7=, INOS DR B & (X, MLE #2% 2.5 pg/ml 7 5 A B 12
b U7z, MLE RN 2 51220 C, RBLEITEIZHEAD L, 40 ng/mL T LPS ARALEE & [FFEE £ T L7z
(X 4A). TNFo D% 3% MLE 10 ug/mL LA _ECTHEIZHD L, 40 pg/mL C LPS ARALEE & FRIFRE & T L
72 (X 4B). IL-6 & IL1-B O3 HLEIL 2.5 ug/ml @ MLE 4LEC MLE RGN E D b AEBEICHEMN L= H DD, 10
pg/mL LA_b oD FE CIEiEA 28 U, 40 pg/mL T LPS AALER & RIFLEE £ T L7z (1K 4C, D).

A B
10
S . :
g ° £
Z 4 d £ s
R a H a
m 2| @ = a
o L o | o L [
LPS - + + + + LPS - + + + +
MLE (pg/ml) - - 2.5 10 40 MLE (ug/ml) - - 2.5 10 40
C 1000 . D 40 c
i | iz | b
s 800 s 30
600
ﬁs b ﬁmﬁ. 20 d
£ ; :
= 10
0 a |+| E 0 ==
LPS - + + + + LPS - + + + +
MLE (pg/ml) - - 2.5 10 40 MLE (pg/ml) - - 2.5 10 40

PRIEME B K F- D FEBLE I D < MLE OHUIEIEH OFEAl. Raw264.7 #ifid 2 1.0 ng/mL @ LPS, ¥ X
W, 0, 2.5, 10, 40 pg/mL ¢ MLE THLEE L, 24 K§ff]#% @ iNOS (A), TNFa (B), IL-6 (C), IL-1p (D)D) F& 5 & % H|
LT, JEIRA Y 7L triplicate TIT o 72, FEBLEIL LPS KA OMILIZ BT 2 F N ZEH O&EA I E
Z o1 L LUTREOMXHEE U, FHOEEERERE TR L. BT V7 7 Xy NETHERENRAOLNT
(P <0.01 by ANOVA-Tukey).

3.3 lon library M¥Em & SWATHSRIC K B2 VRV BDEE

10 ng/mL @ LPS TIHMAL L 72 Raw264.7 8 (LPS+), 7HME(L L TV 720 Raw264.7 i (LPS-), LPS (2 &
5iEMAL % 10 pg/mL © MLE (2 X - TE5U 72 Raw264.7 #ifill (MLE) @ 3@*’5@%&5@753%%& LC&ixyw
R BHZNTI SWATH BE&OITETHN L, BEND X N\ BEOMEN R EREZR AT, RIERT
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il F L 72 Raw264.7 flAEIE, FFRICAT - 72 NO PEAE B 0D LPS S ERAFE DA C, LPS (S 2 SUstERDS, #5
FARTLTHY, LPSIRE | ng/mL OFMETIE, +o20& M2 7 67 h - 72 (Data not shown). = Z T,
LPSIREE A 10 ng/mL (2 & T Z DO FRMITE 2 TICEREZ T o 70, 7pds, RFEFRIZIHWVTH MLE OHLRIE
TERMD /RS ND T & %, 24 IEREZ OBFHIO NO JRE 2 PRI fER8 L T 5 (Data not shown).

SWATH Z &5 5217 O NS, F8E3, b LIXb5ug D ¥ V7 B % IDAETHNT L, T—F _X— 2
FRIZ & - C, Ion Library D1ERZ 1T > 72, IRICKHES pg D ¥ > /37 F % 7= SWATH I E 12 & ¥ Fragment
ion DM ERT — ¥ B L, ionlibrary L RS LA 5 Z & T, Raw264.7 MlE N OREEERN) & > R 7 E D
ERmABIRoT. BETI69HO & /7 ENREE S, £D 55 368 HRAERAIREIE 72, S HIT, &
BT — % % LPS+if & LPS-RERE], 35X OV MLE B & LPS+HEER] CLu#k L7z, t BREDOFER, BEEICHEEN
B2 )7 ¥, LPS+LPS-fE T 289 fiil, MLE/LPS+f T 306 [ CH-7=. ZDHH, ~/na 77—
CORIESISICE DD 3 DDA+, ERK1, RALA, ACODI1 % B2 S, 3 BER CE B8 4 bl L= fE R4 X 5
(R L7z, LT O ERE (K 5A) ST, £2X XV EOERMBOARTHI D Z & THEE(L L7 ME

(X 5B) #R% &, 3 HEOKNERIIED LW E F, EEFEENRDT2EANRE LR, 2205,
EERIZ K 5 T ESIO XA 7 L—iRiE 72 &) IERERR OIRBEICEE D < MIERRZAEN M IE S LTV D Z L AVRIR
S,

>
w

!\J
w
-
o

Peak area sum x 107>
P
(9, ] [
o o o = =
" e ) T+ « IR N N T -
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Relative peak area sum x 10°
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X X x %
P EEY Ry FIFY FFY FHW

o

o
o W
T B
o
b
o
j-uc'
o

ERK1 RALA ACOD1 ERK1 RALA ACOD1
5. RIERIHEK T ERK1, RALA, ACODI O E &ED il SWATH & E/Hratic K-> CER I N- & X
7 E D 9 H, ERK1, RALA, ACOD1 @ 3 D%, E &A% LPS-#f, LPS+f, MLE #E# CLulg L7-. A 12V
LRI ERMBOEE. B: &4 L /X7 BOERMOAFIR L TRENL LIZEDOE. 1 SOH 7o
WT 3 EORIEZITY, T EEHEERE TR L. BT L7 7y NEATHEERENA LN
(P < 0.05 by ANOVA-Tukey).

i ) DSEEMATTH D PC-DA fftT 21T -7- & 2 A, 3 BEIXIAMEIZ0BE S 4L, TSRS 728 #
VRIBETu Ty ANEATDH I ENRENTE (K 6A). fERENTZ oD LRSS OWN, L5 (D1)
IX, MLE BEN A OfE, LPS-FERIEDEZ R L, T b 2 HOSBHICAS Ch L 2 LaRahiz. B+
%531, MLE BENE O, LPSHEENTEDEZ R L, 2 b “HOSBEHCANTH D Z LivrShiz.

MLE OHRIEVER ZfEHT T 5 720121, 3 _ERDICOWTIIT T2 Z ERAETHDL Z LR EnT.
% ZC, D2 @ loading score ®_EA7 20 i, FAL 20 HD X > /X7 EOBREIZ DWW TRz (FF 2A, B). D2 ©
loading score @ A7 20 {# (%5 025—0.13) OX /X7 X LPSHIEL Y & MLE BE Tl LTnd & >
NRIBETHDHN, EIT ROS HE, Mg, FHREHCEET X X7 ETHY, MR & ORER



MERIZRE D 2 b DR E -T2 (3 2A, X 6B). %7z, D2 loading score @ FA7 20 % (%75--0.15—-0.070)

X LPSHiEL W H MLE #ETHINL CWA ¥ /X7 ETH D)3, Annexin Al, A2, A5 7¢ £ ® Annexin 7 7

V= Z U RTER, MR O & RN S L EER TV (3 2B, X 6B). D2 loading score @ LAz,
TRED X X BN, VT IMEERDORE T X Racl D 1D ULvgEI T\ ehoiz.

0.3
7000 3 0.25 Eeflale cictel
5000 0.2 PekL_Ldha | b 41 Hspas
0.15 Engﬁdﬁ GAPDH
3000 o1 Aldoaili}o@ a Pkm
€ 1000 2 - Nme2 .~ O Hspas
o o© .
o 8 0.05 Ppclgl Pgaml
& -1000 [7] N 0 J of 7 =
-3000 -0.05 AkrlE)l 5 ;4) dh
-0.1 /Q o O)h E) Pdia3
-5000 Anxa5 & S %
A 015 | istona | aipsfy | Anxad gy o
-7000 02 ANXAL pnyap | AtpSmf AtpSfia
-10000 0 10000 03 0.1 01 03
D1 score D1 loading

6. SWATH & 87— ¥ @ PC-DA fi##T. Pareto-scaling D5 CIfti L 7=. A: Score scatter plot. O: LPS+AE,
o: LPS-#, A: MLE #%. B: Loading plot. m: Bt IMERIZED A Z /X7 HE, A: IFRIERIZEE DD Z VR0 'E,

¢:Annexin 7 7 I U —H I E

3.4 IPA fi#HT

SWATH & & Hr OFERN G, ER ST Z /37 B O uniprot 1D, E &I, p iz IPA Y 7 b = 7T
FAERT. P, LPS IC X » TRIWHINT 5 Z L B HE STV AIKRF ORI S W TR (K 7A,
B). LPS+RE L LPS A 92 = L1 Ko T, LPS ALEEN - 2 BB A 7= L = A LPS ALFRIZ L - THE
Mm+2H0LH0UE, HbT2608 A6 (X 7A). KIZ, MLE B & LPSHRIEZ LT 5 2 LI2 X - T,
MLE ORI LPS AUHRIZ 5 2 5 HBAE T 2 A, < OHT2 MLE ORI X > TRELWAHT D
ZEMRE T (K TB). WIT, [FERDFVET, LPS Hil Raw264.7 AR 31T D FE AR RIE S 7T /L& C
& % LPS-activated MAPK signaling #2& D % L /R B2 AT LT & 2 A, BRIRIZH D20 5% < DR O
ZRECTE 7 (K 8A,B). £7o, ARKEOEEARR & 3 500 Bk L7 [R+I2EHE T 5 &, LPS OIRMNIC
X~ T, EEERSy D Ras &, CREB/ATF1 X° NF-kB |2 & » THRIAHIE STV D FRKFOEnN 5 5
3, ZOHNCAFAET D p38MAPK X° ERK 23 KIEIZHHA LTz, F72, SQSTMI1 X° ACOD 1 &\ 9H RKIiE
EMZDHHBMERAT D2 ERHESNTODR T2 10 f5LL BB L Tz (1K1 9A). 72, MLE ORIN
({2 &>, Ras, SQSTM1 [ (ZH9/N L, p38MAPK, ERK, ACOD1 [T (295 Z L avr&E 7z (X 9B).

4. B

Rk 27 D THEREMEFR R &L I OBIRLR, B ORBEEES (RelE) oF7E Y L
D& RETWD, HREMERIROHEEICIE, WEMEICROERBTOBEN RO N DD, A OEREMIL,
TR TN EANS THITE a2 &, BE O D3 k& 7B HIER T 2 FIC L > THIRZRIEL TV D
AREMER H D Z b, vV RZ T ay b EHWEEROGIET, ZFOEREF 2 BRI+ 5 2 &
EREECH . F’exld, INETIEBHRFESCH 7 LY b—AFKM T TOEMOIEIBERN~ 7 AD
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JIFH 5 % % 5288 % SWATH B &3 iE Tt LY 12, KRB0, EFICHOERBIMEIC L v, 7k
HOLT ey Ry ERBEEOE ZMENICIEZ ) D2 LaR LTz, £ZTC, 20O SWATH E&oHT
ENRTR A OHFFEL TV 2D MLE OHRIENEH O FHMEDRINC T 54 2 O TIX W& B 2 7. A
TiX, LPS fili Raw264.7 fllilC MLE Z LB U7=1%, BRI 72 & /37 B % SWATH & &5 4% TR L,
MLE DHLRIENEF O 55 FHEAE DO FRIA S FTHED & 9 A ATz

7 2A. MLE BEIC L~ LPSHEETEINNT 5 & 7327 ' (D2 loading score A7 20 % > /327 &

No Uniprot ID Gene Protein Name D1 D2 Function
Name score score
1 QS58E64_MOUSE  Eeflal Elongation factor 1-alpha 0.025  0.255 Translation
2 Q4KL81 _MOUSE  Actgl Actin, gamma, cytoplasmic 1 0.064  0.252 Cytoskeleton
3 PRDX1_MOUSE Prdx1 Peroxiredoxin-1 0.009  0.181 Protection against oxidative stress
4 Q3TZJ3_MOUSE  Hspa8 Heat shock cognate 71 kDa protein 0.042  0.177 Molecular chaperone
5 D2KHZ9 MOUSE GAPDH Glyceraldehyde-3-phosphate 0.058  0.168 Glycolysis (Anaerobic respiration)
dehydrogenase
6 QS5FW97_MOUSE Enol Enolase 1, alpha non-neuron -0.069  0.164 Glycolysis (Anaerobic respiration)
7 AOA1BOGSR9 MOU Ldha L-lactate dehydrogenase -0.007  0.162 Anaerobic respiration
SE
8 PGKI1_MOUSE Pgkl Phosphoglycerate kinase 1 -0.013  0.152 Glycolysis (Anaerobic respiration)
9 QSFWIJ3_MOUSE Vim Vimentin -0.020  0.150 Cytoskeleton
10 Q5NC82_MOUSE  Nme2 Nucleoside diphosphate kinase -0.042  0.130 Nucleic acid metabolism
11 TBB5_MOUSE Tubb5 Tubulin beta-5 chain 0.007  0.128 Cytoskeleton
12 Q8C153_MOUSE  Eef2 Elongation factor 2 0.005  0.121 Translation
13 Q5FWB7_MOUSE Aldoa Fructose-bisphosphate aldolase -0.118  0.119 Glycolysis (Anaerobic respiration)
14 Q71LX8 MOUSE  Hsp90abl Heat shock protein 84b -0.009  0.118 Translation
15 KPYM_MOUSE Pkm Pyruvate kinase PKM 0.040  0.117 Glycolysis (Anaerobic respiration)
16 Q8CEH8 MOUSE Pfnl Profilin -0.011  0.113 Cytoskeleton
17 Q9CWKO_MOUSE Rpll4 60S ribosomal protein L14 -0.035  0.103 Translation
18 LMNA_MOUSE Lmna Prelamin-A/C 0.067  0.094 Component of nuclear lamina
19 Q3U6Z1_MOUSE Lcpl Plastin-2 -0.059  0.077 Cytoskeleton

20 RACK1 MOUSE  Rackl Receptor of activated protein Ckinase 1  0.026  0.077 Signal transduction

3% 2B. LPS+HEIZ L~ MLE B CHINT 5 & > 237 '8 (D2 loading score N7 20 ¥ > /37 H)

No Uniprot ID Gene Protein Name D1 D2 Function
Name score score
1 Q4FIV4 MOUSE Anxal Annexin Al -0.094 -0.154 Phospholipid-binding protein
2 B2RTMO_MOUSE Hist2h4 Histone H4 -0.117 -0.142 Component of nucleoseome
3 Q542G9_MOUSE Anxa2 Annexin A2 -0.078 -0.129 Phospholipid-binding protein
4 ATPA_MOUSE  Atp5fla ATP synthase subunit alpha, mitochondrial 0.233 -0.126 ATP synthesis (aerobic respiration)
5 ATPK MOUSE  Atp5Smf ATP synthase subunit f, mitochondrial 0.037 -0.116 ATP synthesis (aerobic respiration)
6 Q4KL76_MOUSE Hspel Heat shock protein 1 (Chaperonin 10) 0.019 -0.114 Molecular chaperone
7 Q545A2_ MOUSE Slc25a5 ADP/ATP translocase 2 0.154 -0.111 ATP synthesis (aerobic respiration)
8 Q921L4_MOUSE LOC665622 Histone H2B -0.071 -0.107 Component of nucleoseome
9 ANXA5 MOUSE Anxa5 Annexin A5 -0.129 -0.104 Phospholipid-binding protein
10 ERP29_MOUSE  Erp29 Endoplasmic reticulum resident protein 29 0.070 -0.100 Protein transport
11 VATE1_MOUSE Atp6vlel V-type proton ATPase subunit E 1 -0.011 -0.094 Proton pump
12 PDIA3_MOUSE  Pdia3 Protein disulfide-isomerase A3 0.160 -0.084 Protein folding
13 Q3THHI1_MOUSE Pdia6 Protein disulfide-isomerase A6 0.119 -0.081 Protein folding
14 Q3UDY1_MOUSE Akrlb3 Aldo-keto reductase family 1 member B1 -0.208 -0.081 Reductase
15 Q9D6X2 MOUSE PrdxS Peroxiredoxin-5, mitochondrial 0.007 -0.079 Protection against oxidative stress
16 QS5I0W0_MOUSE Atp5fl ATP synthase, H+ transporting, 0.040 -0.077 ATP synthesis (aerobic respiration)
mitochondrial FO complex, subunit b,
isoform 1
17 CISY_MOUSE Cs Citrate synthase, mitochondrial 0.061 -0.076 TCA cycle (aerobic respiration)
18 F8WI35_MOUSE H3f3a Histone H3 -0.033  -0.074 Component of nucleoseome
19 Q3UBY9_MOUSE P4hb Protein disulfide-isomerase 0.124 -0.074 Protein folding

20 Q5XJF6_MOUSE Rpll0a Ribosomal protein -0.045 -0.070 Translation
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WIHIZ, LPS &AL Raw264.7 #ifZ VT MLE OFUAAEVEH OFEM 2 fiffr L 7=, B8 Bisdh o NO,
TNFa, IL-6 D& I¥, 2.25 pg/ml & W 9 (KW MLE R CTHE 2B DS L 54, 18 pg/mL TIXIZIEMHRALLT
\ZE T L= (K 3B-D). %£7=, iNOS, TNFa, IL-6, IL1-B & U9 HIE L 729~ T O RAEMERHER 1D FE B
23 10 ng/ml ™ MLE CTHEIZJ L, 40 pg/mL Tl, LPS RIFMO L~ % Tl LTz (X 4). MLE
F O b S\ IE~ v T — REIC B A £ D mangiferin TH 5839, [7 U 3252 R T mangiferin © NO FEAE
\CHZ DAL T, 18 pg/ml & W9 [ E WIRE T LA BB AR 5T, #ifl S b NO
BHENTH 72, F7-, mangiferin P ORI/ Td % punicalajin ' < cimifujin ' 72 E DLk
FEVE Z2 54 U 72 BE# & Fie LT H, MLE (Z3RWEIRIEEM 2R3 2 L 3oz, ZORMWHIRIEIEM
726, MLE [FBMEIIEMSNC L 2 EEEER TH2IRSe, B o~F o~ s a7y —U 0N
WIRAEMER B KT U TR 2 R RN 5. 5%, BFERICL > T, 2D ORBO TR - 1RE
REZFHMT AMERSH D, & HITIE, MLE OREMOFHGSC, KRR Z Eiid 5 2 & TR HHE
MFOREMLE LTORAZ B L=V, —75, 2.5 pg/mL ORI D MLE AL K - T, IL-6 <° IL-1p D%
BRENWIC FAT AR RO Z &5, MLE IZIZEE 2R K& 50 b & ATV D ATREMEAS R
STe. ARIR AR CIIHIRIEE L 0 b RIEMREEEH O B N2 O s LitZ2 . MLE % HREE
e LTHAT S BT, IRIEERZRT 0 FOKVIARE, RRBERRDORENLETHD B2
bND.

7o, Bz ld, MLE OBREMWE AR5 ET 572012, IBfHZ v~ 27 Z 7 4 —TMLE % 5 DOM 43257
JC, ENEROTKIEEH 27 L7z (X 3E). £ ORER, FIRIEDRITRTOHSICHR I, FrED
B ICEMET 2 2 L id oz, O Z 21X, MLE [T — O BPHKRIEERZ 2T 5D T, B
DRFPERD 2 =5y MERAT 2 Z & C, HRMICRWPIRIE DR Z T L TV D AREMZ RIE L
THEY, ZOERETZHENT 5 IR O LT 2 M@ DTN NETH L EEZ LT,
Z 2T, BexlIRALE (LPS-EF), LPS TILMEAL L7z (LPS+HEE), © L<IEL, LPS & & HICMLE 2L, &Mt
bZ4mH L7 M (MLE#RE) 2 HE L, MmN % v 87 B O E) 2 SWATH E B0 miE T L7z, £3°,
PC-DA fi##ir & 1PA fif#iT 2 Fv T, LPS+LPS-fi D2k 2 SWATH H &0 HTIETE B 2 5 2 &3 TE I iR
L7z. £, PC-DA {ETIE, LPSH+LPS-fil CEALD & 5 ¥ v /37 B % BIHEIZ KBNS C & 7. LPS+THIM D e
RCEI X R (R 2A) IFERSSHLBARMICEDL L b ORE otz THUIANR, RIENB IV,
MBFEREOHENERE T Tb~ /07 7 —UNEIHTE L L5 ITEHPMIERICHED L EbhlTnd 2 L b
—HT 5. LL, KIECHEBERDZ X 7B, VI TIMBRERICEDL X X EITIFEAERS
N o =728, TPA fi##T % H\ T, LPS-activated MAPK signaling #3852 B4 2[R D &2 S ~<7=. £ D
fE, R 7 PRI LR %22 < JIETE 7225, LPS Jili Raw264.7 Ml TN 21X7 Th 5
ERK1/2, p38MAPK D % /37 B34 % 72 £, LPS FIC L » TIEMELORBL EF7DRIE X35 R 1-08
Z A LTz (B 7A, 8A, 9A). F£7-, FELRKKITEML, 10 fFLLEHEML TWAHREF & LT,
SQSTM1 & ACODI1 3 H & 4172, SQSTMI IF— XA IE = B F 0 Z 3Rk LU CHREE Y22 7 L X 7 B0
INRBEZA— T 7 OV~ EELZERL R E LTHLR TS, SQSTMI O RAEIZ B % HEHE
& LT, TRAF6 LfEAT 52 & T, NFkB ORIBLEZTTHET 20 L VWO RELH LD, ¥7F /A Mk
F B RIEIT SQSTMI & K< & RIEEMZ DNEND 2L 725, AT v NRPEE aLF a4 RZEE
Uy RTHDH CpdA 1E SQSTMI 2372 i F IR RIEZ 4 2 St 7o &) &RIZIT SQSTMI X KIE %
T2 FEIEHT 2 B2 5415, ACODI IIRIECHERHIZB W THER S TWAH KT, ACODI
EHMLTA20 258452 LT, NFkB DADT 4 — KRy 7 L LTI 2B HEShT0na®. o
£ IIT LPS I Lo T, AR SITHMT 21T T ORT-OW L 2903 A L (K 7A), LPS-activated MAPK
signaling FEEICBIT 2 FERR T2 HFMICHDLESNTWNDLX R E LML TV (K 8A,
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9A). Oishi & |%, TLR4 HMMIZ ko TIEMEAL Lz~ 7 1 7 7 — JHIlaR, IEER#MOZEB L T, 12—24 1
RIS RIERAE 7 = A RITBAITT 5 2 & 2r L7=®), 4 EIE TNFa & IL-6 DFEBNFD L THRW (X 2)
EWV D BN G, LPS IRIND G 24 Kefil#e 0 & L /X 7 E OB A AT L7, TLRA RO FoF72 13872 5 %
DD, HSEIOERSGETHRELEFET D070t 2R T TICHIE L TWA RN B 5. A ShikRE
PERL Sy D5 T 2 R T 5 72 0121E, KV W TR T 2 L ERH 5 B2 bl

RIZ, SWATH it D5 R A4 & & 12 MLE OHUIIENEH OVE ST 2 HEE L 7. PC-DA 15I2 K - C, LPS+HiF
(2T, MLE ORINC L - TS 2 % V7GR s (K 6). TOHR THRIEEHZ o4 X
7 & LC Annexin Al, Annexin A2 1235 H L72. Amnexin Al [ZHFE 7 Vo avFaf RO 7 = X —4+F
LT, MEOEFEERERF T2 7 T REEZTHIEICED, R E L TREOIRZ(RET 5
@2 Annexin A2 |23 T, Annexin A2 K~ 7 A DN I EYL T 5 & RIEMED A B I A > B KIEIC EF
L, 100%3 1595 Z &2, Annexin K~ 7 0 7 7 —VIZBWTIEA VX —0 A F -1B W, AR—F-1
IEMEAL, NLRC4 AU I~ — (bR ED T2 L 0O MERSINTEY, REOTFHRICEERR T THLZ N
HAEINTWA® MLE 78 2 @ Annexin Al & Annexin A2 % FH- &85 = & T, AN OE ML T 5
Fa~EIT S, RIEZMZDIEO—KIZ/R>TWHEEZBND. 72, MLE {LHLIZ X - T, ATP &%
%35, ADP/ATP translocase, Peroxiredoxin-5, Citrate synthase 72 & D% DI ha KU TEEOEMNMN RS
iz, 2D Z &, Al U7z LPS ALERIZ K 2 475 > B BRI ~DBAT A MLEIZ L - T biviz 2
EERRLTCWD AR S S, £/, ITHE, 2 har U THEREOIC T2 NLRP3 A > 7 7~ Y — ADIEME
L& U, IL-1p OFRBAEHET 2 = &0, NF-kB BMEE LI ha v RYTHRELT, A7 T~
V— LAOIEMALZIHIT D Z LR MG SN RED), I har Y TR S KIEORICEVERAH S 2
EPNRENTWVD. MLE ICE > TEL DI hary RUTHURIZEREMLIEZZ LG, S har RIT
BEREZHERF, & LIIHAET A2 &0, MIKIEFHZBEL TV D AREEL B bND.

BT, IPAIC L 2 CLPS IC L o TRELEFH T2 2 L@ STV AR RO A <5 &, HYOUI,
FCERIG 72 DO —#%ERNT, 13 & A EDRFY MLE (2 X - T LTz (X 7B). % 7= LPS-activated
MAPK signaling #%#&(25- 2 2 B A A5 &, LPSHIE THIZ S 472, Ras DN, p3SMAPK <° ERK1/2 Dk
1, SQSTMI1 D7 ¥ DB G IS HFH S5 HIc 2 b Lz (X 8B, 9B). ACODI I% LPS+H & 0 i 72
EH LTSS, LPS-FEE LTS EFRRERML T2, 209 5, Ras OISO HGITIE & #1H]
TOHIMICHERET 2L EXBND Z &0 6, MLE NRIEDKAE RIS ZREST 5 2 & TRIEZIH L TV D
AREMENE 2 b7z, AR L7z K 912, MLE HIZIEHIRIERR IS 2 T, RIEZRIET DA D E FT
WA R[REME AR & TV 5. HYOUL, FCERIG, Ras D#NN72 & DRAE ST 0 DAL, Z O MLE H O RKIE(E
HERSICL > THIERIENTVEHAMREEDLE X NS

PLEDZ & X0, KBFEIZ L > TMLE OFKIEEH (w27 v 77— OIEHEACISIER) ORI
B3 2W< OO ZS B, &bl HSREG OFURIEIE O 4 B DM SWATH #E8—EDH M
PAEFFOZ L AURE T2, Annexin Al <° SQSTMI 72 E D FEB 72 3 7 IR ERR IS 7> B A 72 2 JiE B K] -
O E AT ZENTE, —EORREEHFDI LTI TELLEBZ VD, TONMHE, FEREOR 71X
ERETET, MLE MEBOERREZHET 52 L ORI, Y90 BIETH - IAEIENORE, BEEY %
J DT T NMBEROK D AT E D oo fo. REBROEMTIE, ¥ 7T IRERO BRI A 7od
RATIFZEAEEREINTWRNSTZ END, Mianb DX X7 B SO RE, 2 BELBEOE A,
LC-MS DEMOE R EIZED, KVE DXV RIBEOEENTEDLTIEERRTHENMNETHD.
F7o, MIAN S 7T MBERICB W T, U b7 EOFIRRZIEA O ZL-CHR N RTE DL S HE 7R
TEERZ LTS, VB EY VR EEERE L7 a7 47 A0, Bl har KU 7 HEy
RE, MROBEZ DT 0T A I ADEABNFGHTHLEEZLND o, REBROFMTIT,
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Raw264.7 HIRR2MEMEAL & #& 2, RIEKAE ST E D TWAEAIN A 6N TR Y, FTOFBRSEMEOR
FREETH DL Z LRSI, LPS WHORFM 28 < LIcERX ZEHEE L, Mo & s g7
n 77 ANVORMBEZIE S Z LT, URIEMEHOEFIZET 5 & 0 MR ARl 25 & b s.
b X )72 BEid 2 & T, SWATH JEIC K AHIfN Y 7 T IRIERDOE =X U 7 HlT & 5k S+,
BIOBEEEVERL Y Dy TR A T D HEBR T T > b7 4 — LD E BHIE LT,

5. 7—

M AT REME

HESHTT — 4, RERKE, ERBAFTT—4, PC-DA f#HrT — % 1L PRIDE ®/%— hF—UHRY LY &4
L T ProteomeXchange = > Y — 37 LITFHFES LT 5. (dataset identifier: PXD030564).
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Elucidation of the molecular mechanism of anti-inflammatory effect of mango leaf extract
by a SWATH acquisition method
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It is often difficult to fully elucidate the molecular mechanism of functional foods, since foods generally contain
multiple functional substances, which may act on different targets. Therefore, there is a need to develop a method
that comprehensively captures the effects of food ingredients on cells. In this study, we first analyzed the details of
the anti-inflammatory effect of mango leaf ethanol extract (MLE) using macrophage-like Raw264.7 cells activated
with lipopolysaccharide (LPS). Secondary, we attempted to elucidate the molecular mechanism of the
anti-inflammatory effect of MLE by analyzing intracellular protein fluctuations by SWATH mass analysis. Addition
of MLE to Raw264.7 cells activated with 1.0 ng/mL LPS significantly reduced the concentrations of NO and IL-6 in
the culture supernatant at 0.56 pg/mL, and that of TNFa at 2.3 pg/mL. All of them decreased to below the detection
limit at 18 pg/mL of MLE. Similarly, the expression level of iNOS was significantly reduced at 2.5 pug/mL of MLE,
and that of TNFa, IL-6, and IL-1p was at 10 pg/mL. At 40 pg/mL of MLE, the expression level of all genes was
reduced to the level of LPS-untreated cells. When MLE was fractionated by normal phase chromatography, the NO
production inhibitory effect was not concentrated, and weak effects were detected on all fractions. This indicated that
multiple components in MLE may act on multiple receptors to exert a strong anti-inflammatory effect. When the
quantitative data obtained by SWATH-MS was analyzed by PC-DA, it was clearly distinguished into three groups,
untreated cells (LPS -), those treated with 10 ng/mL LPS (LPS+), and those treated with LPS and 10 pg/mL MLE
(MLE), indicating that the three groups possess distinctive proteome profiles. Among them, Annexin Al and
Annexin A2, which have been reported to maintain cell homeostasis and contribute to the termination of
inflammation, were increased in the MLE group. Focusing on the factors related to the LPS-activated MAPK
signaling pathway, SQSTM1 involved in anti-inflammation increased, and p38MAPK and ERK1/2, which are the
central factors of the pathway, decreased. These factors were thought to be involved in the anti-inflammatory effect
of MLE.
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