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Antigen 10 of Echinococcus granulosus (Egl0) induce DC

production Th2 response

WANG Ya-na'?*,WANG Chan' , WANG Shuang'

(1.Department of Medical Genetic and Cell biology of academic institute
in Ningxia Medical University ,Yinchuan 750004, China ;
2.Key labortory of hydatid disease of Ningxia Medical University, Yinchuan 750004, China ;
3.Center of Scientific Technology of Ningxia Medical University . Yinchuan 750004, China)

Abstract: To explore the immune mechanism of the mice immunized with Egl0 were infected with Echinococcus granulo-
sus more severe than control group. The bone marrow dendritic cell (BMDC) of mice were obtained and cultured with different
antigens including Eg10, hydatid fluid (HF) and lipopolysaccharide (LPS). The morphology of DCs in different groups were
observed by electronic microscope, the capacity of up-taking, migrating, surface molecular and T cell proliferation capability
were detected with flow cytometry. cytokines (1L.-10,11.-6 ,11.-12p70 and TNF-«) in DCs supernatant were detected by Enzyme-
linked immunosorbent assay (ELISA). Results showed that Egl0 like HF inhibited the DCs maturation, and the folds on su-
perficial DCs of the two groups became more than control group and had very weak capability induce T cell proliferation, but T
regulation cells increased. Egl0 group’s DCs had higher up-taking ability and expressed lower surface molecular of DCs, only
MHCII and CD86 were higher than control group significantly (P<C0.05); and secreted cytokines Interleukin-10 (IL.-10) and
11.-6 higher level than other groups. However, after added LLPS

FH AR ¥ 4 (No.81160203), F B E # A # K % W B (No. DCs became semi-mature status and more dendrites grow on
XM2019003) surface, and surface molecular MHCII, CD80,CD40 expressed

% — 1% WM. Email: wang—alice03@163.com; higher than other groups except for LPS group. but CD86 level

ORCID:0000-0003-1541-492X were decreased. Meanwhile, the level of IL.-10 and IL.-6 were al-

fEESM LT HEMAFRGFRE R F G 0 R so decreased. So, these data indicated that Egl0 inhibited DC
Z. R 750004, maturation and induced DCs produce Th2 immune response.
2T EEMAFAEFE R LR E R 7500045
3.7
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R BRER 2 HUR SRR AL B L — AL LR
B A BU L FEFR FE 1 P R A O X AT R
2017 AEAE DU AR T 5 JT T 42 1 A U B 45 R
Wit 2 BRSO B U A B P2 22 5 A B PR AR
XL B A R B A I . AT — B B A
BG4 TR BARE Gk I e s 1 e 3k
3% AR A G — FhosE AR . R
Je T B UL T B B CRLAE 7 8 ) | 20 HE BBk
By B HHUBRD L BUARPRBUR o B2 2% L LR AT
B U B T LR A S TR BIL ) AN R T B, I
WO T R PR Egl0 R T/ B AR 4 S P 4T
PR A G g /N BRUR AT B0 I 1 2 38 /D B
RN REEH MR & T X B . TR IR
i R SR 8 57 DCL BEUUE B A LA, X Bt I
2 1 A0 AT AR PR X — i R BT T 5T

1 MB5FE

1.1 M 6~8 & C57BL/ 6 M R H T & &R
RegSise gh b . AL U8 (hydadd fluid HF)
WCE T 2 BB R A7 IR B e AR TR 1 L U
R IO LS A, 3 R T 20 T
4 F Ik FE Mk Eglo/pET28a/BL21 7 H E Rk
SRR HOR B ST O e S g 4

1.2 FEERHF Tritonl14 K 20 240 M 2 i W A
Solarbio; RPMI1640 126 ) 7 % 3 F14E & R W [ L
[ Gibico /A Wl ; Jf 4 1ML 7% . PBS 14 H 3% [E Hyclone
)3 LPS (Escherichia coli strain 0111 B4) .
FITC-dextran, 3 [ M il 4 7 2 W 2% A% Bt 95
(PMSE) I F 56 [ Sigma Al 2 3¢% R C Il H &
B Merk 2w 5L Y RHR BE DO R W LR #r L BE 31
I I B 16 (CESED g [ 3£ & Introvgen A Al IPTG,
PR SCRCPN #i Tk J¥e PN s B W I B Promega 3 A 5 4R
F L EERHZ IO I H OXOID AWl % Dl 2 A
BIOMOL 72w s L-4% S Bt L B3 5 £ B L K ek Wiy F
Amersco 24 W s 8 H 4L B IR W A Roche 23 s
Mouse I1.-6, Mouse IL.-10, Mouse IFN-y. Mouse
IL-12p70ELISA £ M i 5 & 0 [ bt M 3 B2 5
anti-mouse CD11c-PE. anti-mouse CD8O-FITC, an-
ti-mouse CD40-PE-Cyanin5, anti-mouse MHCII-
PE-cyanin5. anti-mouse CD86-FITC, IL-4 ., F W 41
it L 240 L 5 9 0 B T (GM-CSF) | Treg 4 Hfd 6 i
K F) &M H eBioscience; CD4" T-FITC Bk 2 BUR

M &M A Miltenyi 23 7] 5 3 R KR & Toxin-
SensorTM Chromogenic LAL Endotoxin Assay Kit
W H Genescript 2y A ; 40 i 55 5% 4k 12 £L.24 £L.96
LI A Corning 23 1) s Ho g Ak 27150 y [543 r 4k
1.3 O ik

1.3.1 WM Life % B P CoE MEAE U
Ni*" EFEM 4lifk Eglo, PR 40 # 3% 33 o A /Y &
FIo JC W Y A PR, X Eglo Al HE #E47
0.45 pm i JEBR I \BSA & KX N FH R K,

1.3.2 /MR BMDC By3E R 35 9% C57BL/6 6~8
w2 Uk BRI SUHE I AR B, T B AR B i B Y
HREAN M, 2040 M 2R 4~ 7 min, B0 1 000 1/
min, 5 F3E, 748, FE& 10% R4 17 (fetal bo-
vine serum FBS) .50 pmol/L B-5iF& 4.2 mmol/L
HRABNE .5 ng/mL 1L-4,10 ng/mL GM-CSF 85 3%
GV e A0 e BB L 4 2 < 10° /mL BERNF] 12 FL 40
Rt .37 C.5% CO, ¥3%, T 3 d.5 d A7k
B, 478 114 & GM-CSF &, BHREEH 7 d,
4 BMDC,

1.3.3  Eglo 3 DC ¥k B Jem o] g i fb - W4
% 7 d i BMDC, i A~ & GM-CSF.IL-4 (% 10%
FBS #:H WM B2 1 X 10° /mL, #:#h 24 7L 40 jg 3%
FEMH a3 9 Egl0 0.1 pg. 1 pg 10 pg 0¥ BE 5L
5 DC., [F] I W5 [6] 7k 2 F Bfi DC £E 6 h.20 h,
48 h F 43 F R IR DL, DA 0 1 e AF e 3 e e
fERT],

1.3.4 BMDC mysr2H W55 7 d 9 BMDC, JH R~
% GM-CSF.,IL-4 ) 10% FBS B3 Wi B 2 1 X
10°/mL, 480 24 FLA0 ML BE = MR, 4y 6 41, HF 41
M BAMERT R ZH O A HF 30 pg/mL)  Egl0 20 (A
PuJE Eglo 1 pg/mL)  LPS BHYE X} B 40 (i A LPS
100 ng/mL) ,RPMI 1640 & control 20,37 C,5%
CO, 7% 20 h; B & 41 Eglo+ LPS 41 (i A $it i/
Egl0 1 pg/mL Fl LPS 100 ng/mL) fl HF+LPS 41
(WA HF 30 pg/mL #il LPS 100 ng/mL), J& il A
Eglo 8 HF 37 ‘C.5% CO, 3% 20 h 7. i A
LPS #3320 h,

1.3.5 BMDC 4ifg R msrF kil s 7 d m
#4 DC, 4 5l hn 4% 240 3% 1 43 F P& anti-mouse
MHC [l -PE-Cy5, anti-mouse CDS80-FITC, anti-
mouse CDI11c-PE, anti-CD40-PE-cy5., anti-mouse
CD86-FITC. M A & 2% PFA500 pL, % 57 %5 (4 XF
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M,4 °C,#5%,30 min, Guava i 25 4 Mg A48 ) BM-
DC R/ F3Rik . 8RR 40 A F 1X
10,

1.3.6 JEAWEL

1.3.6.1 HAHFEBMME DCWMERMIEESEFE
7 d A4 DCLHL 1 X 10° B DC HI45 e .37 °C
Fig% 20 h,2.5%0 R 2 1 h, 120 8RR 7 [
0.5 h,30%0~100% & BB BE MG AK , i AGRUT B,
2R TR AL, LS B B AN A R, R R B ST
S-3400N MEL K4 DCs (R MIL . & 4L
HFHE 100 4> DC, G2 1140 M 3% 11 A 58 & 1) 48 i At 58
L 1) 4 A AT LA (R <3 i W R .
A2 DC R 7 A7 588 240 M Bl AL E 20 4>, XF 58
B H T

1.3.6.2  FESF AW EE BMDC B8 M ast 1354
7d, & HIE DC 3 X10°, B> 1 000 r/min, 10
min, 3 FWRBMA 2.5% % B E 2 h, PBS
e 3 KL K 10 min, B 1% 4R )5 B2 1 h, PBS
VEWE 2 K. R 10 min. 30% ~ 100 % £, B BE it
KB 10 min, B A N b & e 2 K, Bk
0.5 hf J5 FHFRE R 618 A3, Leica UCT %I
VIR WY R o T 2 - A R A U 20, 33 S AR BE H o7
H-7650B M%< DC Ay # R 4s 1)

1.3.7 FEERE AWM ERF 97 4, &4 DC,
A g £ FITC-dextran (40 kDa 1 mg/mL),
37°CHE 1 h.1 000 r/min .0, A 2% PFA 500
p s T 2 0 A RS I 45 41 DCs 5 W FITC-dextran
M. i REE 3 W, BRI A A>T
1X10*, MR IR 55t FITC 295 Bk R .
1.3.8 T 4l a5 5% fig J7 M

1.3.8.1 CD4" T 4L py 4R B febric  C57 BL/6 /)
B 6~8 w iS4k FE , JC T A% 8 HRUBLE , il % AL 4t
B B LT AN, Fe IR CDA T RE BR U A5, 2R
CD4" T 4, 1< 10" 40 g m A CFSE (2.5~ 5
pmol/1),37 C#EYE, 15 min, 2 1k N & 19
FBS.10% FBS ¥ 2 X,

1.3.8.2 [FFFARIBEAMEMMEETE  DC 1E N H
BN 2X10° A 22348 % C(25 pg/ ml)37 C,
AbFE 30 min,CD4™" T 20 800 4, DC.CDA"T T
(F 1: 10,1 20,1 : 50 AR B 835, ALK
FHIK 200 pL, BEFEA R Z AL, 78 37 C.5% CO, #3
F% 5 d AN ASCRE I L LA B AE Y B0 O 2 AT X
B DR EE RN T A3 s e ) . Lo A 3 IR,
1.3.8.3 Treg A& ¥ DCH CD4" T 1+ 10
TR FE 5 dy il Treg 4 MG I3 70 & L 3 =X 40

JRLASCRS: I S [] 2 v Treg 40 0 09 & & (OF 125 4% R
Mouse Regulatory T Cell Staining Kit # 3)

1.3.9 &4 DC BRI AR 153745 7 d.Ilcde
%4 DC.RPMI 1640 ¥ 2 W, BR 2= 1L 1 A & A, %
B A CFSE(Z Mk Bk 2.5~5 pmol/L) 12T,
37 CHEE 15 min, £ 5 min 8% 1 . R 5 %
) FBS & 1k & i, 37 C.5 min, 1 200 r/min, 10
min, & 10% FBS ¥ 2 ¥, 0L TH4 2 X107, 71 4
INEUEEL48 h J5 @t Cri Maestro /N3 7% 14 A%
B R GEMEL DC 1T R - 1, X AS R 240 /)y B ik BOAH
[A] (1 S %) X J8k ROI(Region Of Interest) , #E47 %
TP ERE R R, L EE 4 W RBCEHE.
1,310 ZHA R FROR M KR 7 d, 4l
DCs By 35 % 15 W, ¥ BN BU4H i X+ TL-12p70,
TNF-o IL-6 TL-10 32050 & 15 B 45, 18 i il 2B o 72 it
A S 30 A 0 R R R A R TR R R AR R ST
3AEAL T WK 570 nm Al 630 nm FEATHI
1.3.11 Gtk SRA SPSS 17.0 G it #4F fil
GraphPad Prism 6.0 34 X} 52 56 25 5 04 K4l 247 43
Br BT A B RCHE 3 R RS 800R fE 22 (2 £ 5) KR, R
FH ¢ KB 400 . P<<0. 05 HESA G55 L,

2 # R
2.1 23k Nit SR HUZHTHE AT IAEAE i 1 4529 31 kD
9 8 1 45 (D

Rl s
M Eg10
1:protein marker; 2:Egl0
1 Eglo
Fig.1 Egl0 protien

2.2 Eglo X} DC B4tk Lxh &M Eglo
TEWRIE N 1 pg/mL B E DC, DC £ [ 4>+ MH-
CII, CD80,CD86 [HZRiE¥ 5 0.1 pg 1 10 pg A
WML M LR, T8t %2 5% (1 =0.80.1.72,
0.92.1.93.0.53.1.83,P ¥ >0.05), WL 2A, X T
Eg10 M DC AIal s ] & 48 & 3,20 h 41 DC %
FKHrTHE T 6 h M 48 h 41 (1 =4.09.7.48.6.12,
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8.76.7.37.3.08.2.09,4.87.5.9.1.88, P #]<C0.05) K

Eg10 concernation selection

A Em Coite
80 -+

EX8  MHCI R CD86

0.1 pg 1.0 ug 10.0 pg

= D80 B

2B, ZJ5 SEEHCR ] Egl0 1 pg/mL #d DC 20 h,

optimal time of Eg10 effect on DC

— 6h
= 20h

CD11c MHCII CcD80 CD40 CD86

A.Egl0 2 DC iy ¥k B2 {4k s B.Eg10 i DC 1y i W4k 4k
B 2 Eglo Z& DCAT ML
Fig.2 Optimizing the conditions of DCs stimulated with Eg10

2.3 DC i FRiE B/a HF 408 Eglo 4119
R4 T CD80 il CD40 ¥ 5 control ZHAH L . LG
eF2E R (1 =1.34,1.53,1.10,1.93, P ¥J>>0.05),
fHJE Eglo 1Yy CD86 Ry Kk & T HEH. 44 DC

%% % Eglo st HF #4F HS . SUIMA LPS 154 3l
. 7R Eglo+ LPS #1 HF+LPS i DC % 1fi 4 1
FIR AN F R B AR 4k UL Eglo 4 3, MH-
CII Fl CD40 #2755 ,CD86 By ik HI AR (% 1),

K1 BEADCRKASFEREY

Tab.1 Fluorescence intensities for expression of surface molecular of DC stimulated with different antigens/%

i CD80 MHCII CD86 CD40
Control 16.88+£2.11 50.1164:7.007 15.9543.1959 10.85+1.1
HF 17.2443.719 48.22+6.69 16.20342.095 10.96+3.1
Eglo 18.71+3.36 56.67+2.410% 27.73+£3.570¢ 13.63+3.82
LPS 23.6133+3.85%¢ 61.53+5.59% 22.1266+2.9177 17.3244.7999
HF-+LPS 19.005+4.24 49.575+1.888% 16.4241.004 19.34+3.90%
Eglo+LPS 20.7441.92 61.67+5.33% 20.9641.625 18.12343.90%

#: DN P<<0.05, vs. control group; @K P<C0.05,vs. HF group; @& P<C0.05,vs. LPS group

2.4 DCAFMERE I E AP Eglo Ay DC 3R 2 AR RIE S BRI K I HRIE . Eglo

FITC-dextran MBEJ) = THE &4, Fr HF A5A
Giit# £ 5 (1 =3.16,10.56,3.87.8.18, P ¥ <
0.05) BEA4IH i T LPS in A ¥ Eglo i I fig
JIM 25.06 Yo% F) 18.21 % , i X HF B 5% mi 58 Sk BY
N 21.785 FE ] 10.58 % (K 3),

2.5 DCIEA=Z A B ENLE S 4 DC kM
Egl0 #il HF 41 DC 5 control 2 4 H , 74 FURY 13 4
K A TR AR 22, H R R DL I A R T
UL Eglo 1 HF 3X 9 R 4T 5 34 AS 58 A 2500 3 DC
BCE, LPS 4 DC 2 31 pAIE 28, 3 1 R 45 B Gk 34
Z W W, EEE A P LPS B A

+LPS 4tk B L 5 FLAT DLW 8 3 41 it 2 A 2R
A (] 4-A) . A REHLIES 100 4> 41 i, I XF
0 A AR SR AT S5 R LPS P %
12 H 540 M 4 ik B 90% . HF (Eglo 5
control HZ B LG ITH#ER (1 =1.29.1.76,P #>
0.05), LPS#mA Eglo #il HF 41 7] DI # DC %
MR & 2, N 18% f1 21% L= 61% M
73% (3 2) . [RIB X A5 A rf S A 2 S 1 H i Y 28 i
G 255 Z TR — 3. LPS M AR i
g {2 B8 22 1) DC 2R 1H 7™ A R, i AT DUR #F 58 i
BOH A E MR 3. gF—25 38 i G B
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2 DC 1Y T Eh A8 HEAT W%, K Eglo ZH 41
M 3E9 (vacuoles V) 3 £, 28 ki {& mitochondria M)
PRI R s b e, H - BO8 AR L BT 5 LPS 41
AHEC . ML AN T B (rough endoplasmic reticulum

RER) i1 7 4 B . 9 7>

F (K 4-B).,

100

i ELHEZ) TEHL) . LPS 2
ArLLLZL 3] RER %4 H JE % 2, 5 30T 40 A % HE HE

1060 10e1 10e2 10e3 10e4 10e1 10e2 10e3 104 100 10e1 1062 10e3 1004
FITC (GRN-HLog) FITC (GRN-HLog) FITC (GRN-HLog)
8 8 s
- Eglo Egl0+LPS HF +LPS
e
t
294
- 10.58%
84
°Jd
10e0 10e1 10e3 10e4 100 10t 10e3 10e4 10ed 10e1 10e2 10e3

10e2
FITC (GRN-HLog)

10e2
FITC (GRN-HLog) FITC (GRN-HLog)

Hb K1
SR

TE  £0 0 S R B FITC A iEZ R RE T) . S (R NIy
B3 &4 DCEEEEHNNIE

Fig.3 Phayocyticability in different DCs group

2t

A [eli{fe] B

control

104

A FS MR RY DC ML BaEH BB WER R DC 1L
B4 BEFEMEURLREADCHREE
Fig.4 Morphology of different groups of DCs observed by electronic microscope
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®2 TRASENREN DCERSHRE DCH B LB (SARIIE 100 4 DC)
Tab.2 Number of DCs with dendrite and the number of DCswithout dendrite of different group

comparantive (random selection 100 DCs in each group)

Group the number of DCs with dendrites the number of DCs without dendrite
control 22 78
HF 21 79
Egl0 18 82
LPS 90 10
Egl0-+LPS 61 39
HF+LPS 73 27

®3 BEASWRHM DC EFHAEERHHBE LR (SHIEN 20 4 DC)
Tab.3 DC with dendrites of different groupscomparative each other (selection 20 DC with dendrites in each group)

Group n dendrites
control 20 8.1540.85
HF 20 7.5+0.854
Egl0 20 8.1+1.542
LPS 20 37.9542.142099
Eglo+LPS 20 20.0841.006%¢
HEF-+LPS 20 23.30+1.847%¢

#: DM P<<C0.001,vs. control group; @A P<C0.001,vs. HF group; @} P<C0.001,vs. HF+LPS group

2.5 T sEae e A4 DCH T 41/ UK I T 4 il b Treg B9 & it & B, Egl0o 4 /Y
e 1 s 10 Wbl T Refe#E T 40 s s, HF 5 Treg WA H G/, HE 45 control At 2 7. LPS
Eglo G it2¢ 22 5, 3L T 20 M 36 58 6E )1 5 55 HIEET control 4, WG I ¥R (F 5-0O),
BEMT LPS 4.5 F control 41 ( 5-A B), ilid

A B C i feontrol | 3% i fps 4
15 - control -m- Eg10 conteot 2] , 1
3 - HF - LPS "
5 { # L el
s ot o T e
;; 8 . Egm b , HF 0 »?EglO
5 ° g 1
o _.,A. {E.d 2 2
1150 1120 1110 " - - ) Pl I} k(2 I
DC:T cell ratio CFSE ——— F::xps
A.DCH T MMAFLGIT 4 H T WO B 1E 1 10 W HHF44 T MM ASHAEE S C. Treg £ CD4™ T 4l

i H T o A
Bl5 BADCI THAEHEENHEIE Treg RGNS 21T
Fig.5 Effect of differentiated DCs on T-cell proliferation and Treg cell

2.6 4541 DC 40 f e R N AT B & 80 HF 41/ He¥ e B A py AR R R 6 (B 6-A) . 5 xR
Eg10 24 -2 W B A F8 5 029806 X 8k, Hof 5 1 ROT % m B o 22 57 (K 6-B) .,
T O CARC YN A B EAEAE . BRI AN Y S (00
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2.7 H4H

(s )
—
8

Mean Intenslity of ROI

HF

Eg10

A, AFRH/NE DC E 68 7 1l
BEe6 DCHIZEH
Fig.6 Migration of DC stimulated with different antigen

DC BiEHh a7 & S rydlE  HF 4

R IL-6 FIZb R TL-10 5 430 1L-12p705 5
LPS B4 il 8, 1L-6 . IL-12p70 Fl TNF-o 1y % ik &

YA

IL-10 B3Rk # W TR, Eglo 24 73 i iy

IL-10 Rk m FHE S A (0 =12.32,10.83,

9.26.,7.80

TNF-a pg/ml

IL-12p70 pg/ml

J12.26,P ¥9<<0.05); IL-6 MEXES

2500

8% *&$

2000
1500 -
1000 -

500 -

control Eglo LPS EglOHPS  HFHPS

1000

800 -
700 -
600 -

%*
300 - &
200 -

100 -

control Eq10 HF LPS Eq10+LPS HF+LPS

g
8
:

E
1

; B.

1 1 1

N
8
.

) AVA

RN

11

DX 19 T 34 Dl 5 14 A

HF 4122 8] J& % 5 (t = 2.035, P =>0.05) ; IL-12p70
5 TNF-o (505 & T control 41 (1 =3.93.3.19,
3.14.3.42, P ¥<C0.05) fl HF 410 A LPS B4 )
B IL-6 J TL-10 MRk s 8T B, 5 Z A TNE-
o MFIAEN B EWSYS HE+HLPSH LS, 1
IL-12 p70 M43 Wb & AR AL AN B 2 ()& 7)),

1L-10 pg/ml

*g$
500 *
300 %k
o
control Egl0 HF LPS Egl0HPS HF+HLPS
* *89
*$
* *
ol
control Eg10 HF LPS Eg10+LPS HF+LPS

A. The level of TNF-«a in supernatants of DCs B. The level of 11.-10 in supernatants of DCs C. The level of 12p70 in superna-

tant

s of DCs D. The level of I1L.-6 in supernatants of DCs

* % ?P<00.05, vs. control group; ‘&’ P<C0.05,vs. HF group;‘$’ P<(0.05vs.LPS group;
7 HAEFDCHLEFFHREFHNESE

Fig.7 Expression of cytokines in DCs stimulated with different antigens

3 it it

A A A A O ALK B SE AR

182 DC

o DC & H i B 169 2y BE f 5 oK B4 0 I

P A0 A8 A0 P BT IR N . B R AL
PR I8 A G e R ARAT 1 G 2 1 B 2%, BEAR 4 19 - fl 4
TS 52 RN G AE SR WY R BT e UL



446 FBOE AN

i

>N

L
¥

i 2020,36(6)

SN AR BUECAF A R bR AR R S T B R
DC F=AE g W™ . ASBIF 58 Bk R T 400k ek 2%
AR A SR Eglo MR RIR AP0 HEF , Wi
T DC 7= Az 1) G 35 288

Egl0 f&HH 559 A2 FE W2 5k 5L 20 WL, A T i Sk 7y
R —Fh R KEEN, 52 FBEkgG M 10 BA
98.6 Y0 i JE IR M, OF H 5 2 5 B 40 i E 4
(0 I B % 4 ERM 2R (R AT e [ 1501 4 ) G g
fig 5 AR i A R AR G

HF 765256 v 7F Ry BA 2 X B8 0% Bt s, 38 i DA fE
MIFSE & B HEF 2Ll DC 43 11-12p70, BH
1k Tho [a] Thl %46 jfd 534k, 1 1] Th2 %9 48 g 53 4k,
25 95 kR

X T4 Eglo HT s B DC 1 i [A] 2o # v, 7
MTEBMiZA DC 20 h RM/rFREEW R &G T
6 hFl 48 h 1y DC, #fEH JFE K . Htlw/EH DC 6 h, i
] A, AN REAR 4 1Y Bl DC, I A 36 35 B 8 A1% L 48
MAEH] 48 h, Rk & [ T R, %2l T DC ANig
Mif 52 Egl0o By i RIE AT, 45 ) 25 3 3058 T, 0 H I
A RSy F R R, AR RS i R AT
E R SZ X A HE , HT AR DC 48 h B, 15 77 L
S ARRE NG a1 DR S = (A N IVUR 1 Ol S 6
Ko 25 WAEAE , AT B2 BT 20 M AR 2 S5t g i IR
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