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[EE] BRY: B2 BIUPERIE ER (diabetic nephropathy, DN) HE AN E MLEAZ A0 Toll ££3Z44 4(toll-like receptor,
TLR4) (235 AR Z 8% (lipopolysaccharide, LPS) X HARZMA, DL T ff 5 RE PR i )W AE DN H i nl geVERALE] . ik
We4E 30 ] 2 78 DN FREFAE B, 10 FIHA1] 2 5 DN R 20 il f e i I 2 o R AN i 7 X 4 it ARG ) 2422 4 g
TLR4 (03535, FF45 85 HAME BN % 400 (PBMC), F LPS 17 24 h, W PBMC Fl EVEW . 43 515R ] Western E[J
LI PBMC A TLR4, NF-xB p65 Fil Notchl K [13i5; HEOEATIN NFxB p65 £ 1715, ELISA kil &b & i ifin
5 M LPS T e A LW 16 VeI . B HLph AN IS CRP K. Z58R: 2 A DN B FME M2 41 Y TLR4
PEICIREAE . 1L-6 Al CRP /KF-1 5 TIEH A HRZH [TLR4 2GR (R : 2 BY DN JREFAEAE S 2.8 0.9, FL45 2 B DN A&
H 3407, IEHAIA 1.6+£0.7; IL-6: 2 A DN JREEAE B (84.8 £20.7) pg/mL. I 2 £ DN 3 (63.20 + 14.4)
pg/mL., IEHXTHEZE (11.0 £2.0) pg/mL; CRP: 2 % DN JREEIEEH (5.4 +2.8) mg/L; F 2 A DN 35 3.7 £ 1.7) mg/L.
IEFATRZE (1.7 £ 0.7) mg/L, ¥ P<0.01], LPS T7J5 2 %! DN % PBMC f) TLR4, NF«B P65 5 [k IL-6 7K F-H]
R T IE R IR (P<0.05), 451 2 B DN 3% PBMC LA E48FRK 35T DN JREEERE, H 2 % DN 34 NF«B p65
MIZRIBEAERIER NG, B 5 IEH A BRZH L3 Notehl £ R IAK T2 5 0401 T8 3 (P>0.05), £5i8: DN RN AT
RELETEA AR RE 2 HL, SR IREZSHEL AT AR 5 TLRA/NF-«B {5 S MK M0E A ¢, 5 Notchl {5 5@ KT 1
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Effect of LPS on the level of TLR4 and on the expression of
NF-xB and Notchl in monocytes from patients with type 2
diabetic nephropathy
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ABSTRACT Objective: To characterize the expression of Toll-like receptor 4 (TLR4) in monocytes of diabetic
nephropathy (DN) patients and the response of TLR4 to lipopolysaccharide (LPS), and, further, to

explore the potential effects of inflammatory immune response in DN.
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Methods: Thirty DN patients with uremia, ten early-type 2 DN patients, and twenty healthy
volunteers were enrolled for the determination of TLR4 expression in monocytes by using
peripheral blood flow cytometry. Peripheral blood mononuclear cells (PBMCs) were
isolated and subjected to 1 pg/mL LPS for 24 h. Monocytes were collected to assay NF-xB
p6S and Notchl expression by Western blot, with immuneofluorescence detection. Serum
and supernatants were sampled for the determination of interleukin-6 (IL-6) concentration
by using ELISA. Serum C-reactive protein (CRP) level was determined by using the
immunoturbidimetry.

Results: Compared with the normal control, type 2 DN uremic patients had a significantly higher
TLR4 fluorescence-blot intensities (FI), and serum CRP and IL-6 levels [TLR4 FI: DN uremia
patients 2.8+0.9; early type 2 DN patients 3.4 +£0.7; healthy subjects 1.6+0.7. IL-6 concentration:
DN uremia patients (84.8+20.7) pg/mL; early type 2 DN patients (63.20+14.4) pg/mL; healthy
subjects (11.0£2.0) pg/mL. CRP concentraton: DN uremia patients (5.4+2.8) mg/L; early type
2 DN patients (3.7+1.7) mg/L; healthy subjects (1.7£0.7) mg/L. P<0.01 for any DN-group vs
control]. In early type 2 DN patients, following exposure to LPS, PBMCs showed a significant up-
regulation in TLR4 and NF-kB p6S expression and a remarked increase in serum IL-6 level (all
P<0.05), and NF-kB p6S transfer to the nucleus is enhanced. Notchl protein expression was not
significantly altered in any group.

Conclusion: A disturbance in proinflammatory CD14"CD16" monocytes occurs in type 2 DN
patients. Such immunological dysfunction may be related to activation in NF-kB/TLR4 signaling

pathways, and have nothing to do with the Notch1 signaling pathway.

type 2 diabetes; diabetic nephropathy; monocyte; Toll-like receptor 4(TLR4); NF-xB

1F H N Toll FE =2 44 (toll-like receptor, TLR)4 7
IRACPARML, (HFERCIARE 285 (lipopolysaccharide,
LPS) FAEMIEM T, TLR4 50 W F, Ao
58 W BB JRIR B K (diabetic nephropathy, DN)
B TR . 2 BOBE IR (T2DM) i B A
B 7 A N A B 1 B B T BE B RS, B I B TR
INEE R IMLAE . LPS N ARAERKY), wBOS % /B
WA, fE A R Rk, BEAERMIE TAE
PLLPS fE M INTFE R AR, B2 TLR4 IRCHA, (1
DN 4 A1 JE M2 40l (PBMC) 2635 TLR4 /K F
qnfaf Ko HoF LPS 09 S W AT ] A8 A v AR B . 1 4t i
MK (IL)-6 A& A B WEAN M = A= (9 i i [ 7, IR
e FE B R BE T RO AR EH U, TRk
JE B D) 5 | ) 2 R R S I, S U 48 445 4 A 1 g
Z 4. TLR4/ NF-xB & Notchl 425 45 % VI A & (1)
2 5Tl M . AN B AERRTT 2 T DN B AN E I
A M TLR4 1935 & TLR4 Bt & LPS % H 2 A% 41
MERRZM, DL T ff S RE M S 58 SN 7E DN H Y AT RE
YEFIAL

1 XM&REFIE

1.1 HRIFTH

WeE 2009 4E 5 H 32011 4F 5 A T PR EERLR2E [
JE S — BB SRR (IEF X IRAL )20 ], H
S PE 1049, Lotk 10 B, AR 36~58(4916) X, Lk
ARG AR, JEHERRBE PRI « i L e O BB
S N UM S s, Y TR R S [R]
WA TR e B R S 9 43 MR 2 7 DN R ERAE 30
), HA B 16 B, ik 14 6], % 36~65(53+7)
% IRFE 1~7(4.5£1.6) 4F, A 4R R0 2 78 DN B
10 9], Hoh Bk 6 B, Ltk 4 ], 4Fl 45~67(54£7)
2, TR 1~7(4.4£1.9) o BRI IZEIIRT A 1999
AR AR T A 4140 (WHO) BRI 2 K1 A2 Bl psfis, H
BAMDIRIHUA (GADA) K <1.0, 25 B4id %
D3[25(0OH)D3] 4 21~29 ng/mL, %5 & IMFEE T 7.0
mmoL/L, HbAlc 8T 6.5% % T LI9IA . 2 % DN
HIWIIFE A 2007 43 EHE RBP4 (ADA) 1) DN
ZWitriE . 2 B DN JREE B AT G180 ws (IR
FHEW ) B2 WiAniE . M LEF > 707 pumol/ L B N 4=
WUEFIH % <10 mL/min, EJRIERE, REZHEN
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Table 1 Baseline clinical characteristics of the subjects (x + s)

e FEZS Bt

3 BEAERS . M (R ETE S HBALe, &
JIE I | LG | LS RN A ) L 40 A B 4 i 44 %o
140, GADA 2304827 X (P> 0.05); DN
HIMWLEF . JREA . 24 h JRAEAHEH & (UALB) .
IL-6 J hsCRP 7K T 1E & 4 BB, JLLL DN JR
BRI E TSI (P<0.01, % 1),

2057 no B/ AR WEEEF RBTEARE / (kg/m®) MELIMLLARE /% 25 M /(mmol/L) W4 /mmHg
IEHXTHRAL 20 10/10 49+ 6 23.1+ 1.9 5.6 £0.5 5.5£0.9 134+ 6
HFHI DN 10 6/4 54+7  44+19  22.0%22 5.8+ 0.4 6.1+0.8 1317
DN JREFAEAL 30 16/14 537 45+1.6 23.6+4.2 5.7+0.6 5.8+0.7 140+ 9"

P 0.845 0.069 0.37 0.424 0.115 0.006

15 Aok 7 Hh=ER / RCE [ R SRR/ R ERE T/ MREA / LU / Ifi (4 40 A /

(mmHg) (mmol/L) (mmol/L) (mmol/L) (mmol/L) (mmol/L) (umol/L) (x10°/L)
I 5 6] 2 76+9 1.6+0.5 42+0.6 2.6 0.6 1.2+0.5 5.6+0.7 69.0 +9.1 5.9+0.7
1] DN 41 79+ 1.5£0.7 44£09 22+0.6 1.1£0.3 5.8+1.3 65.5£13.7 59+1.9
DN JR#AEA 80 + 10 1.5+0.5 4.6%0.9 2.6 0.6 1.1+0.5 17.6 + 4377 7403 +130.4 " 5.8+1.0
P 0.294 0.757 0.063 0.094 0.868 <0.01 <0.01 0.9
i3 RN/ AN/ 24h R EAEEHE 25 B 4R R FERBRE C kA / IL-6/
(x10°/L) (x10°/L) ik /(mg/L) D3/(ng/mL) BRGNS (mg/L) (pg/mL)
E 4T A 3.0+ 0.4 0.3+0.06 17.2£2.6 45172 0.3£0.1 1.7 £0.7 11.0 £2.0
K DN 41 2.8+0.7 0.3+0.1 172.0 £ 53.9" 25.3+2.9" 0.4 +0.1 3.7+1.7 632+14.4"
DN JR#HE 4 3.3+0.6 0.3 £0.07 1719.3 +373.1° 23.9+2.6" 0.4+0.1 5.4+28" 848+20.7 "
P 0.063 0.769 <0.01 <0.01 0.218 <0.01 <0.01

5 E#EXBA R, P<0.05, P<0.01; 55 DN 4HE, "P<0.05, “P<0.01,

1.2 FERXFISHE

RPMI-1640 5555 | JR4F 1530 H 3£ [ Gibeo
oL, NI E AR5y B R IR 24 (LPS) 40 F 3¢ =
Sigma 23 #l . PE FRICIIHTA CD14 Hl FITC pRic iyt
N TLR4 HUAR4 0 [ #[E AbD Serotec A, HZ 7w
[% NF-xB p65 HLARFIEZ vl Notchl LRIy [ 3£
Santa Cruz 23 7 o BT/ ERFIFEPT/N R B-actin FLIA
Mg H AL U IERAA | o I ZEPT R A et 1l 2E —hidd
W A AL s A2 A R, IL-6 BY ELISA R &
i 9E[E Biosource A HJ#E, GADA W% : RAIIEME
BioMerica 2~ A &, FMEER e 150 . HbAlc
M 2E - %Fﬁ’“ﬁ%kﬁlﬁ/j&, W FH] Diastar Bk M 21 H
SEFEACRS I IfiLH RN XE-2100 4= [ 34 M AU
W, 25 fEmws . mfg . BIIRE I hsCRP MIE . %3
JIE A R Dk i, R FH BRI 3 4 1 3l A AR B AR
. 24 h UALB 2R FHC S e i 0 2

1.3 Fik
1.3.1 hiF A8 KER PBMC W45 & FodEfr
RTINS G R 25 M kL, A8 BT A {4
A7, BUR T #KIC R 10 20 mL J5 57 BREF 3 mL bRz
TR BEAS SRS I L H R . R ThEE L MLBR SR bR,
1.5 mL MARA IR #E 30 min J5 , MIEAPLEE, 3000
r/min, KL 15 min, BCFJRIME, & -80 Crk
PR o A ki B T I R st ik as v,
FHF i A & PBMC (4315 o Ficoll i I 41 g 43
W 25 BE R BE B0 43 S Y PBMC, SR T TG I3 455 35 T vk
BWHU, ASE4S RPMI-1640 15955 (& 10 % 4
RAGIRA LY, R MEERE RS 1000 U/mL) il 5
YRR, VRS PEA T AN M TR T R A
WH(EPKRTF 95% ). VRN E N 2 x 10° 4~ /
mL $EF R 24 FUAR, BALEAF 1mL, REET 37
C. 5% CO, W3R, HT/EEscR.
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1.3.2 K4

W43 B PBMC H2RhEE 95 T 24 fLARCT, B59R
A RPMI-1640 15355 (5 109% M9 15 G 2F L3
BEEMNMEFEZRAS100U/mL), §iF 24 h J5H4HY
FNAZEHRJE ] 1 pg/mL [ LPS T 24 h( BEMEEAN
24N FL ). LPS T 24 h J5 5 PBMC MIRGFRIK
LPS 1 i 5 B 2 IRk [8-10].
1.3.3 R K e KAl 4% an I TLR4 9 K ik

U EDTA HLE R4 E 41 150 pL it AR 2,
W 1 EERZ AX R, ANingothiik, Hak
By AKR R A BTiA ( CD14-PE Al TLR4-FITC 4%
10 pL), PEGIR A GG, ERIME 30 min; 76 ik
AR A3 BN A ZL A 24/ 1 mL, JR%] 10 min;
RIGE T 1 mL PBS+1%BSA Wi, B Z T E.LHL
o1, LA 1600 r/min 250> Smin, fEIF FWEW, EEUE
WA 2 W B I Z 3R BTS2 10 ming i
AN E A TLR4 B9 oM B AF o (] Bt ] 2 X
PR PR ) R S
1.3.4 Western ¥ i%# M NF-«B p65 #= Notchl W
BB KRR

ﬁki%ﬁ@éﬁﬂﬂ@, 4 °C 12000 r/min ?%1[“ S min,
P L BCA VR e SR Mk B, B LT
12% SDS-PAGE HLk /3 &, HL¥%# % PVDF I I,
LA 5% B IR W35 64 TBST £HH4] 90 min Ji7, 20 %IA0A
Gt A\ NF-«xB p65s ik (1:400) FI=FEHT A Notch1 Pk
(1:400) , Tebt/NRATEHT/NEL B -actin HLAA (1:5000) ,
4 CIER, VR, 2B AR L A AL P AR e i L
LRI 1gG (1:1500), FEME 2h, %
I, W2, s, HURIER, ARG
1.3.5 A ZMAL TR L/ a0 NF-xB p65 &
EF &3

TR AT S5 R 5, PBS IEVE4ML, 4% 25
ISR, Mg, 0.3% TritonX-100 25 R4k 3
Smin, 1:200 —37 ( fbi A NF-xB p6s Pk )40 CIiF
FHid®, 1:100 76 Pt (FITC ARic i I EHT %R 1gG)
%% 1h, DAPI M 10 min, 26060 M.
1.3.6 2\ B T tm

ELISA A iM% A1 _F VW 1L-6 AR, F 08
IL-6 ELISA X7 & (W4 F 35 [ Biosource 23 H] ) #4154
BIUEATERAE, D SE AN I & 20t LS - Hs,
AN E3E P IL-6 UK, 450 nm P KB 4L G
e, 1L-6 ST E LR L pg/mL Fm . K5

(L A 23 M AL 1] 2 A2 57 R B0 <10%, BT AREA

w3 NEAL,

1.4 GEit 43R

P VR SPSS13.0 GeiHPFE AT Kb 381
TR GRS R = bRl (R2s) TR, WAELLE
I R AE Spearman's A1CAMT; 3 411 LR HI L
I ZE 501, LA P<0.0s WZERAGITFE X,

2 & R

2.1 BIZMMEKRE TLRA RIEMRXOTER

HL1] DN FI DN JREFAELL AY BAAZ A1 TLR4 756
SER A A % R S T (DN PREESE A 2.8 = 0.9;
FI DN 41 3.4 +0.7; IEHXTRA] 1.6+ 0.7, P<0.01),
H DN JREFEEFH = T 5 DN B (K 1),

2.2 LPS T ¥ /& PBMC i) TLR4, NF-xB p65,
Notch1 HJ Western EJiF 45 R

Z 3k LPS 11 24h J5, 2 & DN i ¥ PBMC 1)
TLR4 Hl NF-xB p65 Kk & TR WA R4, HHH
DN HE W& T DN JREAE B H , 27 A%
B X (P<0.05, K 2), 1H Notchl A FILEF LG
2R X (P>0.05).

2.3 LPS T ¥l J5 ¥ #% 4 B ¥ NF-xB p65 % & % &
i 25 R

NF-«B p65 85 [ 1E# EZE 7 F PBMC M i, ifd
Mok, MK 3 Al & H LPS T 1 DN % PBMC
A /D NF-«B p6s ik, A% N AL NF-«B
p6s (& 3A), £xl LPS THi/5 DN % PBMC HfJi
FIAZ I I45 NF-xB p6s [ 45ik, HR IR EEATHE
a5, $78 NF-xB p6s Ab TG IR, fAEREBI
% (FE 3B), HIEFXTEL LPS T Hif 5 2 % L4 it
227 L (P>0.05) .

2.4 LPS T¥i/g PBMC LtiE& B IL-6 7K F

25 #F LPS - #l 24 h 5, DN & % PBMC 41 i
() 1L-6 7K - 4 1E % X B8 4 [(47.27 + 18.92) pg/mL]
Wi Tt ., H DN R B W& T DN SR EEIE &
H, EREBESIAE X [143.30 + 47.22) pg/mL vs
(79.79 £22.15) pg/mL, P<0.01].
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38 38 KR |
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w
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100 10" 102 10% 10 100 10! 10¢ 10°  10¢
CD14 PE control CD284FITC(TLR) €
E 1 BiZMRE TLR4 FiXBmMMmE, A: EHAR4; B: 5 DN 4l; C: DN JRIFIFEL . a: fEFRA40MAL L,

HRYGAIRLEE (ssC) KAS AR/ (BSC),  LAJTHERE & Rl () SR A% 4005 be DRPECAYRIRIX IEHHEL; o CD14 FAPE SR A0
TLR4 ) FIN M.

Figure 1 Flow cytometry chart of TLR4 expression in monocytes. A: Healthy control group; B: Early-type 2 diabetes (T2DM) group;
C: Diabetic nephropathy (DN) uremic group. a: Identification of monocytes displayed in a representative FSC/SSC dot plot; b: Curve of

isotype matched control antibody; c: Curve of TLR4 expression in CD14-positive monocytes.

TLRY s GEENNS. S— 03 D
NE-k B P65 g - ﬁ | 65kD
Notch | | e—— ——' S 120 kD
L e——— 43kD

WEFXTAE4] DN R4 DN JRFAEL

2 LPS F¥i/5 NF-xB p65 # Notch1 EH I RIX,
Figure 2 Effect of LPS on expression of monocytic NF-kB p65 and Notch1 protein.
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B 3 &EW% LN LPs X PBMC Ht NF-xB p6s HIZMH ( x 200), A: LPS T i DN 2] NF-«B p65 ik; B: LPS T Hi)i
DN 4 NF-«B pP65 #ik. a: NF-«xBp6s KA, FITC bRicEskth; b: DAPI R W 5 c: Merge BIF .

Figure 3 Effects of LPS on NF-kB p65 protein expression in PBMC by immunofluorescence microscopy ( X 200). A: DN group
before LPS-treated; B: DN group after LPS -treated. a: NF-kB p6S(FITC, green); b: DAPI dyes the nucleus(blue); c: Merge picture.

3 i it

TEIG IR TAE 23 & A — 554 DN B B |
I i g 4% A AR A (BT B A T DN Y &4
J&. LA, DN B ERHLEIGR T 550N, B &K -
M SRR RS MR ZEALER Z A ok, nTaE
WS HAENZEA L, . SEAES . Hl/ B
e RAE . B PERORAEIRDS | TLR 48 . FHE4H
JE R I R 7 (MIE) KP4 . mimrss M &
L T2DM F1 2 %I DN JREFIE B # R N 8 KKK
TEH IR BT, X SRR p Ao P 4 R
—F, FEX PN RO P A KA Bl
REAEAETHAERHS . 75 DM BUAHSERSMIFSE 1 ik
Fi: € H T1DM Fl T2DM 1) 504 40 i B A /i 900 HF
PR, Ik RAEH T RE S 380k . A 5% IRl RE At e 31
DN 4 IfiL 7 1L-6 A1 CRP /K-35 78 T 1E % 4 1R 4, H
5 PBMC ) TLR4 ik B IEHI K (r=0.442 F1 0.445;
¥ P<0.01), FW TLR4 ()54 F£ik 0T BES DN A fiL
SRR . X GRTAIFIELEH 7 2K,

REFERFSY W] : 7 T1DM H1 T2DM Jf & 5 s
LIRSS AE (DR) SRR ERAZ A TLR4 135502
HEERHY, DR L RATRES RAEPLHIA 2 " DR AN

DN [f]J& T DM M il 49 A8, A7 A 2L 7] 1 & i pL
il o ZE&T DM I RAERIMFF A KB : TLR4 ik
W LS5 T shikik e L . DM JE BBl 20 48 K
DM HR RS 78 (1 & AR 1Y

PR BFIE BB G e T RE I AL TR S PR IR A
A SCHk P HR3E B% PBMC X LPS B R T,
1 B2 150 PR B E H % PBMC A2 % LPS HIl S 7 A 41
it R F B BB D085 o AR IR 25 AL 5 A )
454 PBMC [ TLR4 Fl IL-6 /K, 2% K ¥ DN #
HAMH TLR4 & [ 38 K W S SE AL+ (IL-6)
AOETHE . H - PBMC XF TLRs Bl & LPS A9 il i
OB N, Bk LPS TS £ DN Al DN JR
BEAE L PBMC (1) TLR4 Fll NF-«xB p65 2 4 ik fl4)
W TL-6 7K P-4 1E % IR 2 i & T, {2 DN JR FE
B PBMC X LPS Hill 3 s HEAK T8 DN & 4,
H5 LPS + Wi 52 % 52 i) PBMC 1Y TLR4 4 3%
A YIE, U BE I BN DN PR EEE B 1Y
GPENRE T R A T R, JUEFTAL B BEARTR], 2
JEARRF . WA —AAERE, H52Z a3
AN, AIReS AN ILFREEA G 1) e,
AL 2 A DN JRFAE B H IR 4 4545 2) &
JF 17 DM, DM B 5 & IF KIS 1 3 Ik HERE AL ;
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3) W TE X R E, Ando %5 P HGE R EAE B H L
BORIE R E

TLR4/ NF-xB & Notchl /& 5 & JiE % ¥l M1 %
B 2 55 il g, A AN FR5 TLR4 Fil NF-«B 2
Notchl, {H7E DN &34 50 4% 41 il 52 3] 58 5E R 5 f
XF Notch {5 5 A JCRZ /b UWLARIE , H HATXF
TLR4/ NF-kB 5 DN J¢ 2 (1Y HLAEM AR XT3 D, XF
TLR4/ NF-xB 5 DN ¢ & N Z K B TR R A
B KW BRI HA I &0 5 T B BIFST o Dasu 25 P B 58
FHIFE T1DM Ml T2DM £ 35 1) PBMC 7 7E TLR4 [
TR TR I S RAE A K. TLRs Al #17% NF-«xB
S, SR 280 5 e OCH 4l i R+ At
{19 4y s, G IL-1, IL-6, IL-8, IL-12, IL-18
M TNF-o 25 P9 BF5% P 8. TLR4 A fiE7E LPS
HIVE R T 530 NE-xB {9427 A0 SORH IO G 22 448 1) 9%
T I & A 2 5, BRI SR E A AR PR ( S B () 9 oy
T), FEANMIEEMIAT . Notch 15 5 1 i nJ 52
AN E G AN (LS BAAZ AN / AN ) A
IMAEANIETS . BESE PO . HAEANE e S ]
FEREEEAE .

AWFFE &I : LPS T 1T DN & FA A% 4 fif
i /D NF-«B p6s ik, AR N A Fik NF-«xB
p65, Zid LPS 1 DN fE & 41 i it 5 A4 i i iy
Y45 NFxB p6s ()£ ik, H ik m H a7 i 0 18 i
HAFERZ IS, 378 NF«B A TR Es; 5
Hormann % U7 fUfF 55 45 B —%k . ABFSEE & L LPS
TTiJ5 Notchl & H &AL, hiH] DN HIFRIE
RAEFT S NF-«B (55 47 5¢, 15 Notchl i#
KX,

DN /& DM & E LU ALz —. i E
SNGETT BRI DN B BRI 2RI B D pE il
(ESRF) B H, HuTEIRE DN LRI 2 L7t
H, T DN B EWURAALEN FLE 22l . o
WfeEEL, — B &R BSRE, FE1E A 5 ke 0
BRI T B, dE— DR R LS,
DI ] 52 B NAT R B iR i, © BCR S HRE R
VB WIS 27 A1 o3 $AOS A TR
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