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Fig. 1 Aflatoxin M1
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Fig. 2 Zearalenone
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Fig. 3 Effects of AFM1 on LPS-induced NF-kB dependent repoeter activity in differentiated
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THP-1 cells.
Differentiated THP-1 cells were stimulated with AFM1 (1.0-1,000 ng/ml) and LPS (100 ng/ml) for
6 h and luciferase activity was then measured. The reporter activity in response to LPS alone is

expressed as 100%. Values are means £ SEM from three independent experiments.
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Fig. 4 Effects of ZEN on LPS-induced NF-xB dependent repoeter activity in differentiated
THP-1cells.

Differentiated THP-1 cells were stimulated with ZEN (1.25-10 ng/m}) and LPS (100 ng/ml) for 6 h
and luciferase activity was then measured. The reporter activity in response to LPS alone is

expressed as 100%. Values are means = SEM from three independent experiments.
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MOFICLDEL~DOFERIT, BREF~  OEEPROLNDIZ NG, 777 8%
DEENHE TERWEL OBRED ) VB DEDRNTH, TORME
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(DON) {FHEIRAICE DIGRBTBO HiLd
Z b (Fig. 1), ZOEMEDERRERE
BLIOHEREEN) a7 Rn0EDR)
THImD THEERRBE LRI LTV D
— 75 [A U< Type B {24358 & 415 Nivalenol
(NIV) {22\ T (Fig. 2). FDOEH~D
IBYeB DBNEZ BT R T 27 #filsic
WO LITEY (A O DON LI % D3
PEDIERER BN RO LN TVWAERTH
Do

N aTrtw Rk

BT

DOBEORHEE L THRE
BHERFET END, BHERIZBV T,
SR ET L VWIRELH D, Lo
L 2N S RERITHT 2 @R BICE D
FAZ DWW TIE R 2 5 %0,
1 77— Uk 2 TR BV T
HRGERICE DD 7T LM HIE O s E
R R4y T % Lipopolisaccharide (LPS) %
BT DZRIETH D Toll-like receptor 4
(TLR4) (XL TF D> 7 F % DON
L ONNIV 23055 Z & Aol ek S S 7,
AHFFEICBNTCIE, B hwoaryyr—v
AR A2 AV LPS Ik vEiE b En 5
TLR4 7 U > 7okt 558880
ReteiToTc, BHEOEEORFEI HIZIX
DON ¥ LT NIV OFMEL LV IEfEIZHEE
TAHIENZOHNTH D, £, D

AT

Z2T

EENELNT-5
SIZ OV T b RRFTO RN EFTN D Z &
HLEARFTE B,

Zix. A% invivo TD

B. #FZETTtk
Bk B RO Ok THP-1 M j2 X
1x10%ells/well &72% K 912 1 ml/well %
12-well plate {Z#EfZ L, 0.1 pg/ml phorbol
myristate acetate (Sigma)33 J2 T8 0.1 uM
1,25-dihydroxy-vitamin D3 ( Wako Pure
Chemical Industries) f77E T C 72 FFfdi5 &
L. ~7 77— kMl o sEiz,
AR N TH well & Bev%
L7z, etk i iE O DMEM E5#1 50 pl

1 ml @ PBS {Z

{Z pcELAM-L % 0.5 pg fH¥ % RN#% 6.0

ul FuGENEHD (Roche) #/1% 15 43=iE
HE Uik 20 2 TR A &% DMEM

BEIC 0.5 ml & LT 24 BEfE, 37 °C. 5%
CO, ZETFThI v AT a DA
DEEEEITS T,
RLEE L 7-#MERRIZ. 1 ml @ PBS
EUEHR. TNENODOESE T T
L7z,

DON (Wako, Osaka, Japan) ¥ 2 U8 NIV

oV ART 20 a9

(2T well

(Sigma-Aldrich, St. Louis, MO, USA) 1L, HE
whh Tl

St. Louis, MO, USA)

7t b=k Y/ (Sigma-Aldrich,
SRR L-30°C TR L
7o, WMANCER T AT CRMBEEE L.
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DMEM S5 Z 7 fR LA L7,

Escherichia coli 0111:B4 #E H 3£ LPS
(Sigma-Aldrich, St. Louis, MO, USA) Z7£4 H
AKITTERE L 4°C TRAF L7z, BRI Y =7

— g UE{ToT,

[NF-xB {770 LR — 7 — &M OHEIE]

C.

~rn 7y =Yoo sE THP-1 i
fao EEEFREL, LPS 100 ng/ml 7T,
DON (125, 250, 500, 1,000 ng/ml) | & 721 NIV
(125, 250, 500, 1,000 ng/ml) % &% DMEM (T
THER ke LTz, 6 RFRIR I EEBIR 2 BRE,
Z D%, PBS Ty L7z, Passive Lysis Buffer
(Promega, Madison, WI, USA) % 50 ul/well
EMAYNAT LA NR—CHifd % E T o
leo EMST-MIaE ~A 7 0 F 2 —TZH
V. onice & vortex ZFILE 4L 30 sec, Ff 10
ALERT% . 4°C, 4,000 rpm, S ELEITUO,
EiEERE S LTV,

e 5.0 wl % 96-well flat bottom white
polystyrene plate (Croning Costar, Kennebunk,
ME, USA) (Z#sm L. 2B IZiE Luciferase
Assay Reagent Il (Promega, Madison, WI, USA)
ERWTLY T =7 —BIEEERIE Lz, H
EV i~/ F 7 L— kU — & —Tristar LB 941
(Berthold Technologies, Germany) % FHV 7z,

BB, PIERREZY RV BEETHE L,

W IERE R

b MEEKHEE THP-1 Mifaz~osn7 7y —
AR b ST 06| [FlkR A VT LPS
FHEAME NFxB OIEMHE(LIZ Z- X
NF-kB {K{FMHE LA — % — 5Ll 33 5 (EH
ZIERRIC IR
KIFEME LR — 2 — &M 7 —/b b g

L. 20 fELlED EFARBD, AEMHTIC

K IE4 DON D&

FF U7z, LPS BEFI#IZ L ¥ NF-«xB

=k

WTC, DON IZ &% TLR4 %41 L7= LPS it

NF-xB {KfFMHE VAR — & —1&HE~D Z R
Lz A REERFOZZMEWVER =T Z &
MG E o, E0. FOERIZS B
Lo IRVIRIE & 72 5 125 ng/ml
BEE 12586 H AL LPS 358 M NF-xB OiEE{b%

B2 48]
2

BT
#150%2F CHRET A{ER %~ L= (Fig. 3),

—J7. NIV 7#7E T TP LPS ##E M4 NF-xB &
M LR — & — G~ D
& RARRICIRER A8 72 LPS F5ME NF-«xB (K 1F
LR —Z —{EEOMEER IR I

=7

‘3’/%‘@\—01/ VT %) DON

(Fig. 4),

Z 52
AOBZETIE, b hvwru 7y — Uk
MiRE THP-1 & 72 LPS §
JEPE(RIC B iE5 DON & NIV @
THRE L7, 4@, DON & NIV (ZifiEE
&b LPS B8 NF-xB OIEMEAL 2 2K
FHNZHIHI 5 Z & 3B B & 7e - 7= (Fig.
[EF2 bz E AL DON &

D.

758 NF-xB @

B 981

?/—g‘c\_'/)l/\

3, 4),
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Fig. 2 Nivalenol
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Fig. 3 Effects of DON on LPS-induced NF-xB dependent reporter activity in differentiated
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THP-1 cells.
Differentiated THP-1 cells were stimulated with DON (125-1,000 ng/ml) and LPS (100 ng/ml) for 6

h and luciferase activity was then measured. The reporter activity in response to LPS alone is

expressed as 100%. Values are means = SEM from three independent experiments.
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Fig. 4 Effects of NIV on LPS-induced NF-xB dependent reporter activity in differentiated
THP-1 cells.

Differentiated THP-1 cells were stimulated with NIV (125-1,000 ng/ml) and LPS (100 ng/ml) for 6
h and luciferase activity was then measured. The reporter activity in response to LPS alone is

expressed as 100%. Values are means = SEM from three independent experiments.
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BAEFBREMER MBS EER
(REDR L - BERERHEENTEER)

E b7y —UBHRRICEIT D TLRY & 7 VISt 3 T-2 toxin B L O
HT-2 toxin DL A 5L
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EsEE & W £ —
E SRR AR A

HREE : 7V IV U LABERPELTINVETH D M aT v Z0UHER, NEEE
DEEABLRT LD, BRLEE LRBERIBESNTEY ., 20/ TLH 20E
[FRIt 22 < EUERICOWTIL, BHEFEOBR SN &V ERRFERERSFZA T
%o AOGHBRTIE, v 7 07 7 —VFEMIRIC b S8 7 THP-1 Mg % AT Type A bV
a5 U RPAUED T2 toxin (T-2) & HT-2toxin (HT-2) @ Toll-like receptor 4 (TLR4) 3/
TFMCHT DREERET Lz, ZORE, T2 88X HT-2 & & 1T Lipopolisaccharide 55
P TLR4 ¥ 7 F V2 BEREFOCIHTAZ EBALN L ot, £ DEEIX Type B
Y =5 %2 HAUED Deoxynivalenol & Nivalenol & Hilt L & 0 (KIEETRD L, T-2
I 1/10, HT2 KBTI 1/100 O LA THRS N, HoT, 4% M) arey
RPVEOYVRAITFH I VRAETICHE>TL, HTI2 OFEC L+ EBETILERD
HEEZDND,

A. TFREW : RECER STV,

7YY U LABEENPELET D ZRAHED MN)arFrerZnU0E0% HLRHEE LR
THH M) aTvrRPUHFIL, £F0FR BEHEI LT S5DIIType ABLUB TH
BINREBOEERBRIIRSEZ L0 L, 5o ZDHH Type A O T-2 toxin (1-2) 1XIH
T77 R RDRVEDRNTSD, YEx NERTRXZRYHEORRYE L
ZORBFERC L HREREICOV T LTAbh (Fig 1), RHEMESDE
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R DRHEE R EER L L THRESNT
Wb, —JF ., HT-2 toxin (HT-2) (T2 »4E
R TORBED L 7205 Type A M 27
BURPUETHY (Fig.2), T2 £ &I
FERERISNTWADZ EbMmbN TV 5HE
FTHDH, 2D TypeA U aT v Zb
OFIIATR O Type B b U 27 v BN UE
C & % Deoxynivalenol (DON) ¥ X Ot
Nivalenol (NIV) & [FRIZE&EA LD
FIEDOEMREEIRO LN TWEERET
b5,

i, vUA~r a7y —UEMiEE R
WZAFZEIC W T, BERBERIZEDLS
T LREME OSNEBER S TH D
Lipopolisaccharide (LPS) %384 5 Z Ak
Td % Toll-like receptor 4 (TLR4) (25t LT
F D7 V% DON $5 LUV NIV 2334
HZEBHRESNLTNS,

AOSBFRIZBNTE, £ hvra7y
— VIR A HWT, LPS [ K WG s
N5 TLR4 > 7+ ) 72545 Type A b
Var7erRnpU0ETHH T2 6 L OHT2
DEBZ OV TR ZIT>72, & B
xRV ZEicky, LY ERELEET
—Z OERPYFCE L &, AR
\ZE D Type A & BIZEBITAEMEL LA
CT v A R THEMETNATREL 2D | T2

& HT2 OV A TF I AOEmMIZEL
THERT—INENL EEZLND,

B. HFgET5HE

E b B B kK THP-1 M g &
1x10%ells/well & 725 & 912 1 mliwell &
12-well plate ([ZFEFE L. 0.1 pg/ml phorbol
myristate acetate (Sigma)3¥ LY 0.1 uM
1,25-dihydroxy-vitamin D3 ( Wako Pure
Chemical Industries) fF7E F T 72 ¢l sg 4%
L. w787y —Ufiicofb s,
3Ab#. 1 ml ® PBS 1Z7CTH well % ik
L7z, ¥EiE ., EIIE O DMEM 5 H 50 wl
{Z pcELAM-L % 0.5 pg #8344 % N 6.0
ul FuGENEHD (Roche) #H1% 15 0=EiR
HE LTI iR &0 2 ClRoiE R &% DMEM
EEHET 0.5 ml & LT 24 F¥fE], 37 °C. 5%
CO, EHUETThRIVAT 2 arDh
DI AT > 7,
JUBE L7 flA@iE 1 ml @ PBS 12 TH well
wEEE, FNENOLOEFE T O
&L,

T-2 (Sigma-Aldrich, St. Louis, MO, USA)

Koo ATy

# & OVHT-2 (Sigma-Aldrich, St. Louis, MO,
USA) 13, BRZESTEDIZTE F=k
J /v (Sigma-Aldrich, St. Louis, MO, USA)
(AR L-30°C TIRAF L 7o, IRINRTIZ 2 3
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