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BARARKS FEEQEEK -2 RiE

R k¥R MEF A#£E F &

TR IRE

GTALER K% EMESH AL REE, AXRLH 050017;
Vi Ab A MR TR AT A A =, A KT 050011)

WE AT A% @B (DON)X AIE e E Mz mie A 5 R ZE S TEE
& B4R -2(LMP-2) R A 4 %7, R AR e R(FCM)A=¥ £ & RT-PCR 7 i A& & /i A2 mRNA 7K
F 541 T RF FZ DON AR E RAIL B e A4 fmfie LMP-2 5 T RIAM o AL THX A,
FCM &l 4E X &, ERE DON 4 3 35T — AL & 47 5| A B fn A A% 4m fie, LMP-2 49 &
i%, 50 ng/ml DON £2. 100 ng/ml DON #2. 1000 ng/ml DON £i #= 2000 ng/ml DON 28 LMP-2 -F-34
KAIRESH A 699 £ 0.72. 6.21 + 0.55. 534 + 0.56 42 5.03 + 0.43, 4& 50 ~ 2000 ng/mL & &
M [ % DON R A IG Ao, 98B fo 45 tm e LMP-2 £ A&, 5 DONRE E 23 48 5%(r=0.824,
P<0.01). ¥7 & RT-PCR 4% 27, REIRE DON & 334 #p4| AL B do A 4% 40 1, LMP-2
mRNA £ 1% . DON /£ & & /i ##mRNA 7K-F 5T 7| AR #0032 b9 AT ) 2 A-4% 4w i LMP-

2 49 Rk,
b3 45

K7 FEREABA(ow molecular weight
polypeptide, LMP)f13% LMP-2 1 LMP-7 AN IV 32
FUsn TR RK EEMB S 7, AT
J5, R OB AR R BE BT JR A Ok B is R
(transporter associated with antigen processing, TAP)
¥zt by vk, AReidt—2 RiEs AR B4
Pt -I(human leucocyte antigen I, HLA-I)5 [ & % %8
%o LMP 7515 HLA-T 537~ BRG0P 5T R T2
RN R E EEAEH, LMP [RRE 2R
N 3 B LA ) BEFR IR T HLA-T 73 T3RI& R
P, SEME T IR A B S s N A e B MR L RE T

05U F Bk ) J TR 4782 (deoxynivalenol, DON) 3R
i nt 4% & (vomitoxin, VT), ZIKE &R, B
R R R R B R s R 2 HA
SMIETTR W], DON nfidid i R AT, #
W) 48 fif DAL - 2 b 2 0k N R B 4y B 5 T i = A2 47 T 3
Higia=st, {HA7 2% DON X LA %% 40l HLA-1. TAP
HILMP 75 55 40 0 S 7 R A D RE % VI AH SR (R R b 5%
Wiy PV RIF T G A AR . Ay 1 — 2D R R R e
DM W5 B 55 14 55 2 DON X A4 S s ¥ g
(A GesEm, e HAT M R A h T Re R X, &

eSS TR R B EE s NS A RS R T EE AR -2; RT-PCR

WF5U R FH - 2 B RT-PCR R 240 M sE & A0 () 77
7%, 7F mRNA I [ K F5 47 7 DON W44 h 5
TN AN A 5 0 5 s B A G 1 LMP-2
RIXMWF W .

1 #R5HEZ%
1.1 #

T4 X A3 E BD A A 471 FACS420
R BTG R AR AN B KL T R4 L RO
A DON 2§ Sigma 23 5] = s ¥k E2 40 20 B W
W E _HERFI T RPMI 1640 5537354 Gibco BRL
AFE P NEPLAN LMP-2 BIgEHi{A N Santa
Cruz 2 a] /=l
1.2 ASMEEREKIN B AR AHRRRY 5 3 5 iE5

K ISR BERE - 2 5 W0 W 8 T M6 1 L0k (ficolll -
hypaque density gradient centrifugation) 4> &5 A &1 &
BRI AN FEP RIS A HUE EE HukkEs
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HIFEIR -

FK I 100 ml &SRR AR 3 R K FRE, R Bk B 40
43 B85 (g 10 ml FRE M0 5 ml 43 35380 & T 50 ml
BLEY, RIE/ANOHLEE 2 A RR I RRRE L oA K
E4 4> B L, 2000 r/min &0 25 min, /MO
Wt A R S SR A SR AR VR 2 (AN I
Jfd), PBS PE2 K, ZHMIE 1 X 1094 /ml H9K B HE
MTE 10% R4, 105U/ HFEZE, 100 mg/L
WS Z () RPMI 1640 E5F53Eh, hn A Y Lk %
(PHA) £ 4K 300 pg/ml, 37 C, 5%CO, 5.
1.3 KWnEERIE

B AN A MR FE A 1 X 108 /ml ) 4 ml 8557
FET 25 ml EEFRRY, % BiRJTEEE SR 48 h,
BRGNS PHA BT RPMI 1640 55573, Ffi
MUor g5 BRAL RO SE IO 4, S ZHAR 35 DON Ab B vk
JES 4 AT, F45MAMKE. % DON AFEA
S BN J9 100 pg/ml ff) DON ¥ (2E B £E /K i
HD0.5 pl. 1 uls 10 pl F120 pl, A2 20 pl KA
BEIKENE, BAIREES AN 50 ng/ml, 100 ng/ml,
1000 ng/ml F1 2000 ng/ml. X7 HE41 0N 258 A4 R EE /K
20 pl, k4L E 24 h, AEFEKEE 2R, Fik
BRI RPMI 1640 B33k, k489524 h, REH
O, FH T4 lEA(flow cytometry,
FCM) A1 RT-PCR #:ill .
1.4 FCM #R&A9HI & & LMP-2 &0

B AT, PBS ¥E2 IR, 1% % FK R
S, 4 CIRTEARI . LMP-2 K0 R FH 8] 85 g %k
%, THELISBMT: SOREMR, LA PBS(H
0.1% Triton X-100)¥%E%k, &.03F EFEW®: MA 200
ul PBS #FE 1) BPTA LMP-2 () 858 B Bk 8 IR
5], 4 ‘C¥# & 30 min; PBS JE# 11k, A 200
ul PBS Rk (98 6 EARc i —PUEWIRS), #h4
CHLH 30 min; ¥ PBS E.098% 2k, MERN
BIFT 200 pl PBS HiRA), B AR E AU
Mo LLREIRIE LR LMP-2 RiIXHIETE, LT
RICHRE T ESY LMP-2 Rk &E.
1.5 ZHPES RNA RYIREUR HLIKEE

KA S MERI— A IR I LS RNA, %
SBIT: AHTIE A 500 ul 244##%[4 mmoL/L
FREMI, 25 mmol/L BN, 0.5% + k¢
FH AL FR 4 (sodium lauroyl sarcosine,SLS), 0.1 mol/
L B-ME], Kiih#E, %#¥ % 1.5 ml EP B,
IS 1/10 46F21F) 2 mol/L BEFREN, SARFMLAN
By AN 1/5 AR R 7 FIREE49 1 1), BIZUIRHE, 1K

%1 GADPHF1LMP-23[4i&it

GADPH LMP-2
=P 5'-ggaaggtgaaggtcggagt-3' S'-gttgtgatgggttctga-3'
= X 5'-cctggaagatggtgatggg-3' 5'-gagcaatagcgtctgtg-3'
K BE 231 bp 448 bp
% 15min, 4 °C 10 000 r/min . 15 min, L3&#0

NSRS RERS), —20 Cit#&, 4 °C 10 000 1/
min .0 20 min, 11 ml 75% LEESREDUGE, 4
CHBL»5 min, YU BT, A 20 ul Depe-H,0
WRRUTHE, 2 1% BEEWE RS IKk(1 X TAE) 1 h,
HE KRR, EAMT ISR IF A
1.6 FEE RT-PCR #:l LMP-2 mRNA HJ&RiX
1.6.1 R34 cDNA NP 5 ul
5 XMy, 2.5 ul ANTP. 0.5 ul RNasin. 1 pl
AMV. 0.5 pl Oligo(dT),s- 2 pg #&h RNA, fi/K
FEAKMA 25 pl, 42 C/KE 1 h, ¥K# 10 min,
B -80 CUkFH &M .
1.62 3l4pikit R 1. 51ESAEHEET,
LA T A A A
1.6.3 PCR BRE PCR VAR RWITF: 5l ¥
SEFEH. 5 pl 10 Xk, 3 ul MgCl,. 0.5 ul
dNTP. 0.3 ul Tag DNA &8 . 1. Fifol¥&
10 pmol, MN=2ZEKBAAAFA 50 ul. & PCR Y
Ry, PHERSHEWT: 94 CEMS min.
94 °C 50 s. 54 'C 30s. 72 'C 30 s. 35 X5
72 “C#E{# 10 min, PCR =471 10% NI Bk gt
MR, RN BRI IRAR, B b AR
AT E R
1.7 FitFE

SRR I LUK B ARUEZE (R £ )R, H5a
BEIEMANTHENL, KA SPSS10.0 S vH KT 75
=R ACI VSR

2 #R
2.1 FCM #& LMP-2 =ik

FCM Z B #1 %W, DON & 24 hj5, &
DON 41 5.4 % 41 i LMP-2 P 5 % 1A B IE T X 1]
40, EiRIE DON(1000 ng/mL 12000 ng/mL)4tH
4 LMP-2 Rk ILEHE (K2, P<0.05, K3 K
SEXG W F34ME) . 7E 50 ng/mL £] 2000 ng/mL Kk
EIEHIN, B%E DON BT, LMP-2 &
EEMNEE, FES2HEMAMEX, HEREHN
84 y=7.382-0.608x (r=0.824, P<0.01, n=15).
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The Effects of Deoxynivalenol on LMP-2 Expression of Human Peripheral
Blood Mononuclear Cells in Vitro

Yue-Hong Li, Xiang-Hong Zhang*, Ling-Xiao Xing, Lian-Fu Zuo!, Xia Yan, Jun-Ling Wang, Feng-Rong Wang
(Laboratory of Experimental Pathology, Institute of Basic Medicine, Hebei Medical University, Shijiazhuang 050017, China;
Laboratory of Cytology, Institute of Hebei Province Oncology, Shijiazhuang 050011, China)

Abstract To explore the effects of deoxynivalenol (DON) on low molecular weight polypeptide-2 (LMP-
2) expression of human peripheral blood mononuclear cells. Effects of deoxynivalenol at different concentration on
LMP-2 expression of human peripheral blood mononuclear cells in vitro were studied with flow cytometry (FCM)
analysis and RT-PCR. FCM analysis indicated that LMP-2 expression of human peripheral blood mononuclear cells
were reduced at protein level in DON treatment groups (50 ng/ml, 100 ng/ml, 1000 ng/ml and 2000 ng/ml), the mean
fluorescence intensity of LMP-2 expression in DON groups were 6.99+0.72. 6.21+£0.55. 5.34+0.56 and
5.03+0.43, respectively. As the DON concentration increase from 50 ng/mL to 2000 ng/mL, the expression of
LMP-2 was decreased correspondingly and a significant dose-depended response negative correlation could be
found between expressions of LMP-2 and DON concentration. RT-PCR also confirmed that DON at higher concen-
tration (1000 ng/ml and 2000 ng/ml) could distinct inhibit LMP-2 mRNA expressions. The results suggest that DON
could reduce LMP-2 expressions of human peripheral blood mononuclear cells at protein and mRNA level in a
concentration-depended manner in vitro.

Key words deoxynivalenol; human peripheral blood mononuclear cell; low molecular weight polypeptide-
2; RT-PCR
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