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F (1COS ) FfE 5 bk E 20 L0 73 F LBt 5 (SLAMFS ) [R5 /K F, LI KAME I CCR7°PD-1" Tfh F1
CCR7"PD-1" Tth MM, 4347 SLE fESME Lt CCR7PD-1" Tfh 1 HG) 5 I PRESFR . 803k 40 3 Lo 481 (A DG o
% % Hlk CCR7"PD-1° Tfh, CCR7°PD-1" ZJii CXCR3. ICOS #ll SLAMF5 A48 8 (1=3.73. 5.06.
8.27, P }<<0.01) ., SLE 1 RA HFsME 1t CCR7°PD-1" Tfh B LLAI431H 5.79% (2.97%, 8.95% ) Fl 4.57%
(2.51%, 7.60%) , ¥ TlaREx a4 [2.93% (1.63%, 5.21%) , U=314.5, 332.5, P ¥J<<0.01], T SS H¥
SME I CCR7°PD-1" Tfh 4 Hu 5 (R EAH L 22 R eS8 X (U=183.0, P>0.05) . SLE &M I
CCR7°PD-1" Tth 4 L5 R G MELI IS BTG S5 B ( SLEDAIL) | FiXUE DNA PriRif . i A0 L (24 5 1
X (r=0447 1, 05174, 04669, P¥J<<0.05) ., &+ SLE HFIMEILT CCR7°PD-1" Tfh A4 /5 SLEDAI
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Proportion of CCR7°PD-1" follicular helper T cell in peripheral blood of systemic lupus erythematosus
patients and its clinical role
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University), Shanghai 200003, China

[Abstract] Objective To explore the proportion of CCR7°PD-1" follicular helper T cell (Tfh) in peripheral blood
of the patients with systemic lupus erythematosus (SLE) and its clinical role. Methods Peripheral blood samples were
collected from 31 SLE patients, 29 rheumatoid arthritis (RA) patients, 12 Sjogren’s syndrome (SS) patients and 37 healthy
controls. Flow cytometry was used to detect the expression levels of C-X-C chemokine receptor 3 (CXCR3), inducible
costimulator (ICOS) and signaling lymphocytic activation molecule family member 5 (SLAMFS5) on surface of Tth, and
the frequencies of CCR7°PD-1" Tfh and CCR7"PD-1" Tfh in peripheral blood. The correlation between the proportion of
CCR7°PD-1" Tth in peripheral blood of SLE patients and clinical indicators and the proportion of plasmablasts was analyzed.
Results The expression levels of CXCR3, ICOS and SLAMF5 were significantly higher on the surface of the CCR7°PD-
1" Tfh compared with those of the CCR7"PD-1" Tth (z=3.73, 5.06 and 8.27; all P<<0.01). The frequencies of CCR7"°PD-1"
Tth in the peripheral blood of the SLE and RA patients were 5.79% (2.97%, 8.95%) and 4.57% (2.51%, 7.60%), respectively,
which were both significantly higher than that of the healthy controls (2.93% [1.63%, 5.21%], U=314.5 and 332.5, both
P<<0.01). There was no difference in the frequency of CCR7°PD-1" Tfh in peripheral blood between SS patients and healthy
controls (U=183.0, P>0.05). The proportion of CCR7°PD-1" Tfh in peripheral blood of the SLE patients was positively
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correlated with systemic lupus erythematosus disease activity index (SLEDAI), serum anti-double-stranded DNA (dsDNA)

titers and the proportion of plasmablasts (r=0.447 1, 0.517 4 and 0.466 9; all P<<0.05). Conclusion Increased proportion
of CCR7"°PD-1"Th in peripheral blood of the SLE patients is associated with increased SLEDAI and increased proportion of

plasmablasts; and detecting the Tth subsets can indirectly reflect the functional status of germinal center and B lymphocytes,

which is of great significance for diagnosis, monitoring and prognosis of SLE.

[Key words| systemic lupus erythematosus; follicular helper T cells; CCR7 receptors; programmed death 1;

rheumatoid arthritis; Sjogren’s syndrome

RGO IRAE (systemic lupus erythematosus,
SLE) B—Fh B NZWME . ZREMNENE A B 5%
PR, HHAR R0 B SPUiAR s, IR SR
AR R B F BT FIE e g 25, DU TH A
MERE, M FBERGY . SLE B &L i ARG
2, (HHEACYHEZS T ke 40 . B #kE 4
DREZE AL T BN S s It &,

UEVLAHBIYE T 4iffg (follicular helper T cell,
Tfh) /& CD4" T WRELAIAY — M ERE, 76 2k
B EA K TL R B kB4R L5,
EA AT 2 01 58 A8 e HT AR AL 4 T Rt
Rk A+ B MK EYE 6 (B cell lymphoma
6, BCL-6) . C-X-C #afblHFZk (C-X-C
chemokine receptor, CXCR ) 5. 553t 7
F (inducible costimulator, ICOS ) MFEFIESET
1 (programmed death 1, PD-1) Z&4rF 17
AR B KA A E . A . ik, 2
PEFUIA IR AT B Teh 38 0] LA 14330 11 40
Jif 3 (interleukin, IL) 21 (IL-21) {4k
DIERL . B bk T 40 38 5 A1k DL R OR s AR 1)
FEAR

Tth AMUELETER TG, TMETE T4 Il
i, SMEN Tth SWAFZEALS 280 B B Sy P s
A, (HHERANHE | I R SCUA R AE A B s
PRGN K9 VR TSR IE R . BF9E R B, 1E
/NEUFI AR AT ARG C-C b Faz4k 7 (C-C
chemokine receptor 7, CCR7) #1 PD-1 ik,
¥ Tth 432 2 FhIIREIRLS: CCR7"PD-1° (CCR7
ik, PD-1 K%k ) #8240 Tth 1 CCR7°PD-1"
(CCR7 fii#£ik . PD-1 m&ik ) %A Trh,
Hh CCR7°PD-1" Tfh WY HLBIME RS Tfh 3%
B9, ARWFSEE K SLE f8 & 4N i B A% 41
e ( peripheral blood mononuclear cell, PBMC ) H
CCR7°PD-1" Tth M LLA], 43 H7H 56 PRAE b3 A
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WAMII AN, INIMTHE 728 HAE SLE A bl
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1 #RFNFE

1.1 #FRxT% 99N 2018 4F 2 H & 2018 4% 7 /
FEFRBE X S B g2 1y 31 9] SLE B3, BIRF
A 1997 3 E K2 ( American College of
Rheumatology, ACR) HJ SLE ZWitnife!”, HIY
1T ARG LB RIE N 1 375 5L (systemic lupus
erythematosus disease activity index, SLEDAI) {lll
o AN AR AE 3R B8 XU S 2 Bl a2 1 2 XU G
T4 (rheumatoid arthritis, RA ) H35 29 4] (Y
P54 1987 4F ACR 9 RA BWIbRIE®) | THRLes
fiE ( Sjégren’s syndrome, SS) HE 12 ] (¥IF5FE
2002 4 ACR 1) SS IZWibsiE™ ) , LR AR Be A
R A TR AR ) X ] 37 440 AR AT
Bl Rl o it A 2 B2 8 i )
FE U

1.2 £ ZXAS5ME EAMY R EE &
H-1£%H 2 7 (allophycocyanin-cyanine 7, APC-
cy7) PRICHIPL CD4 . AR EIR D¢ (fluorescein
isothiocyanate, FITC ) #ric 4t CD45RA .
AlexFlour 647 #RiCHYHT CXCRS ., Brilliant Violet™
421 FRICHIHT CCR7, Z BB R4 R E 4L
H & 5.5 (peridinin chlorophyll protein-cyanine
5.5, PerCP-cy5.5) tricd 4L PD-1. BLEM
( phycoerythrin, PE ) FricAIHLA5 5 Ik B 240 LG
DFRIEMG 5 (signaling lymphocytic activation
molecule family member 5, SLAMF5) . PE-
CF™594 FRiCMPT CXCR3, MLEH-EHE 7
( phycoerythrin-cyanine 7, PE-cy7) #ric it
ICOS ., ¥ #5#EH (allophycocyanin, APC) #5
JCHYPT CD19. PerCP-cy5.5 Aric ¥t CD27. PE-
cy7 bRicHIPT CD38 Fl1 PE Fric BIHT S yZ BR & H
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(immunoglobulin, Ig) D (IgD) FuikE H 3
[ Biolegend /A W], Ak A0 M 3 55 A B 36 ]
Sigma A H], f#HZE[E BD 2>l LSRFortessa %7
AL TR
1.3 ¥k
1.3.1 PBMC ##l & MMl om

( ethylenediaminetetraacetic acid, EDTA ) Lt
KAEPTAWEFEAT G AR KA 5 mL, JIA 5 mL
WElRER 22 vpi ( phosphate buffer saline, PBS) i
B RS, SREINES 5 mL AR A0 B
BLOA T, 1 100X g B0 23 ming WEHUH E] 5
JZ, PBS e 2 1K, AR 0.5% MR4RIME Y 1 mL
A B g R A, RP1S PBMC &

132 @ik @de W PBMC BRI SE
g 1X107/mL, B 100 pL ( 1X10° N4HE ) 405
WT R, 2B AT gy R Rt CD4 .
PT CD45RA ., HT CXCRS, #T CXCR3, #i CCR7,
Pt ICOS. #T PD-1. L SLAMFS Hifk, JHL
1 X 10° AN, 43 AGS 40 ge Rl fidt CD19 .
bt CD27. #i IgD. dt CD38 $ifk. 4 C WH
30 min, PBS ¥ 2 &, A 300 pL izt
2% wp R T A i S A G A T AR, IR
FlowJo #7454k 0 #t -

1.4 %its )i GraphPad Prism 7.0 {43k
Gt IR M H oy 225 VR voet
DL Xts FoR, ARIEECRA ¢ Kol 22504 ;

Ao A r T E ORI A g CR b %k, i
SHEE) Fon, PHALRE SR A Mann-Whitney U
Kt s THECERI LB T 8GR, dHia ek
H o K5 s AHOCHE MR Spearman AHIE 34T
Kk (a) 4 0.05,

2 & B

2.1 Baey R FA L 1 IR 37 4, B
4%, U334, fFEIE (4249+1129) % SLE [
3140, 553 M, % 28 5], 4F#EHR (40.29+13.06)
45 RA & 29 B, B 3 . %« 26 6, Fik
(63.10£10.95) %; SS && 12 %, B 16, &
11 i, 4 (50.75511.80) % &40 [a] 07 5
IR 22 R G2 X (*=0.07, P>0.05) ;

SLE. SS MH M4 St 2 R8s 24 L
(t=—0.77. 2.12, P¥>0.05) , 1fi RA BH4F
R TR, 2R A5 %E X (1=7.09,

P<<0.01) . RA ¥ C3. C4. 1gM Al IgE KK
F SLE % (¢=5.12. 4.66, U=207.00, 198.50;

PH#<0.01) . SS HHLLAMMITIER (erythrocyte
sedimentation rate, ESR) . C Jx)w#k [ ( C-reactive
protein, CRP) . C4. IgA /KFMKTF RA HE
(U=178.50. 73.50, t=—2.53, U=68.50;

P<0.05, P<<0.01) . FAIMPHFE. FIAfit4k.

WK ZHATEL . 1eG /KPS TSR L (H=
404, F=004, F=050. H=3.07, P¥>005)

F1 BARKFRILE

Tab 1 Comparison of clinical characteristics among different groups

Characteristic HC N=37 SLE N=31 RA N=29 SSN=12
Age (year), x*s 424941129  40.29+13.06 63.10£10.9574% 50.75+11.80*
Female/male n/n 33/4 28/3 26/3 11/1
Disease duration #/month, M (Q,, O) 48 (12, 84) 84 (31, 162) 72 (15, 141)

ESR (mm«1h™"), M(Q,, 0y)
CRP py/(mg * L), M (O, Op)

22.00 (6.00, 44.00)
4.02 (1.68, 10.10)

34.00 (9.50, 54.50)
10.00 (4.49, 22.75)

12.00 (6.25, 18.75)**
3.18 (2.10, 5.37)**

WBC count (L™, X 10%), x+s 6.14+2.78 6.31%£2.02 6.18+2.57
Lymphocyte count (L', X 10%), x+s 1.57+£0.94 1.71£0.68 1.82+0.76
C3py/(gs L7, X+£s 0.6040.19 0.8940.23°4 0.7340.19
C4py/(g+sL7"),X+£s 0.1240.06 0.2140.07°4 0.1440.06*

IgG pu/(g * L"), M (O, Ov)
IgM py/(g* L), M (Q,, Q)
IgApy/(g+ L"), M (0., 0))
IgE z,/(U e mL™"), M (Q,, Q)

10.80 (8.79, 15.40)
0.94 (0.71, 1.13)
2.47 (1.64, 3.74)

14.50 (5.00, 58.48)

12.70 (11.00, 19.30)
1.20 (1.03, 1.88)*
2.66 (1.76, 3.38)

47.50 (35.10, 144.00)""

11.60 (9.33, 16.96)
0.87 (0.59, 1.21)
1.48 (0.94, 2.66)*
8.22 (5.12, 24.80)

HC: Healthy control; SLE: Systemic lupus erythematosus; RA: Rheumatoid arthritis; SS: Sjogren’s syndrome; ESR: Erythrocyte

sedimentation rate; CRP: C-reactive protein; WBC: White blood cell; C3: Complement 3; C4: Complement 4; Ig: Immunoglobulin;
M (Q., Q,): Median (lower quartile, upper quartile). “P<<0.01 vs HC group; “P<<0.05, ““P<<0.01 vs SLE group; *P<<0.05,

44P<0.01 vs RA group
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2.2 CCR7°PD-1" Tfh 5 CCR7"PD-1"° Tth £ @&

(E 1A) .

A CCR7"PD-1"° Tfh, CCR7°PD-1"

A F e A L ARYE CCRT Ml PD-1 MY3RIATE  Tfh i CXCR3, 1COS Fil SLAMFS Kk F4
M, FDEHEEERT R SNE I CD4TCD45RA™CXCRS ™ (t=3.73. 5.06. 827, P#<0.01; K 1B) .
Tth 43~ CCR7°PD-1"Tfh Fil CCR7"PD-1" Tfh
A(X10Y) A . A
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Naive T cell SLE Tth
A
, CCR7"PD-1" , CCR7"PD-1"
1077 86.3% 10°r 7.96%
=
g 10° 4 10°f
of © 0t
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B 1 CCR7"PD-1"Tth 5 CCR7°PD-1" Tfh &1 FiERERED FRIEE
Fig1 Gate strategy and distinct phenotypes of CCR7"PD-1" Tfh and CCR7'°PD-1'“ Tth subsets

A: Gate strategy to identify CCR7"PD-1" Tfh and CCR7"°PD-1" Tfh subsets in Tfh; B: MFI of CXCR3, ICOS and SLAMF5
expression levels on CCR7"PD-1" Tfh and CCR7°PD-1" Tfh subsets. Tth: Follicular helper T cell; CCR7: C-C chemokine receptor
7; PD-1: Programmed death 1; hi: High expression; lo: Low expression; HC: Healthy control; SLE: Systemic lupus erythematosus;
CXCR: C-X-C chemokine receptor; ICOS: Inducible costimulatory; SLAMFS5: Signaling lymphocytic activation molecule family
member 5; MFI: Mean fluorescence intensity. "P<0.01.n=12,X=*s

2.3 SLE. RA #= SS & #9}F o CCR7°PD-1"
Tfh F= CCR7"PD-1"° Tfh #4 3t

(16.55%, 44.90% ) , U=341.5, P<0.01; [
SLE. RA #1 SS 2C]. RA H:3% CCR7°PD-1" Tth A9 Hf6] 5 ikt e st

BEAMEIM T CD4TCD45RACXCR5 ™ Tfh (it
{5 5 ik X AT L 25 R B2 2L (P 3>
0.05, Bl 2A) . H{RFEXMAHL, SLE £&
ShJE I HT CCR7°PD-1" Tfh MY LB £ [5.79%
(2.97%, 8.95% ) vs 2.93% (1.63%, 5.21%) ,

U=314.5, P<<0.01; [&l 2B], CCR7"PD-1" Tth fY
FEAIREAR [17.00% (10.50%, 27.60% ) vs 25.20%

HEAH FL RIS [4.57% (2.51%, 7.60% ) vs 2.93%
(1.63%, 5.21%) , U=332.5, P<0.01; [
2B], 1fii CCR7"PD-1" Tth {4 Lt {5 5 {d HE T B8 AH
IR TG FE X (U=413.5, P>0.05; A
2C) ., SS ## CCR7°PD-1" Tfh #il CCR7"PD-1"°
Tth 9 LE ) 5 (g B 0T JERE L 22 SR8 T4t i X
(U=183.0. 208.0, P¥>0.05; K 2B. 2C) .



* 1206 -

LR AR

2018 4F 11 A, 5539 %

Q 50T 257 ok

= 40t \ £ 20}

'q_d =

= 301 s S 15t

< 2 RTL A v _:T

A 20 [ ¢2%% N v A 10

Q o' ° L A A a9

(=] oooleo A _v% _:\ L} ."

foE B R -

o= ®ece®  "mmmn “a s @)

=~ 0 1 1 1 1 A &) 0 "o.."
HC SLE RA SS

=: e Y
SLE RA SS

Aok

x®
(=]
1

D
(=]

ut O

I
=

(3]
(=)

CCR7"PD-1" in Tfh (%)

ok

—

los]
(=)

B2 Tfh (A) .

H

Ak v
N A
“A Ah Y.
..... %
?}E; Ak AR A4
A‘ v

L C

SLE RA SS

CCR7°PD-1" Tth (B) 1 CCR7"PD-1"Tfh (C) 7£ HCs #1 SLE. RA. SS £2:3& 4] E A #4 Lk 4]

Fig2 Proportions of Tth (A), CCR7"PD-1" Tfh (B) and CCR7"PD-1" Tth (C) in peripheral blood of SLE,
RA and SS patients and HCs
Tth: Follicular helper T cell; CCR7: C-C chemokine receptor 7; PD-1: Programmed death 1; lo: Low expression; hi: High expression;

HC: Healthy control (n=37); SLE: Systemic lupus erythematosus (#=31); RA: Rheumatoid arthritis (n=29); SS: Sjogren’s

syndrome (n=12). "P<0.01

2.4 SLE &4 fod CCR7°PD-1" Tfh et %
16 R IG AR BOR K e el g9 A8 % SLE FRE AL
JA L CCR7°PD-1" Tfh Y FL )5 & 4E WS .
TR BARENE (r=—0.041 2, 0.123 3, P #>

0.05) ,

M5 SLEDAI.

PUWEE DNA ( double-

stranded DNA, dsDNA ) PUiAiiE B LI A b 40 i
(CD19'1gD CD38" ) HBIIEIEHMIFE (r=0447 1,
0.5174. 04669, P11<<0.05) . WK 3.

80 r=—0.0412 € 2501 r=0.123 3 20
P=0.8259 S P=0.508 7 ¢
6o} e e SR BRI i ) o<
5 s o y £ 150 <
2 1Pve o S 100T . . 7 0, r=0.447 |
20F 2 ¢ °° S5 P=0.0117
hd 8 50 re®, o [X) X i
(7] L] L] L]
0 L ! ! ! ' 5 0 .‘. 1® o ® P L 1 0 1 1 I 1 J
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z = D
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= 00: o
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3 SLE Z&HSMEMA CCR7°PD-1" Tfh LB 5 e RIS HR R A 3% 48 B bb 51 B9 48 S5 14
Fig3 Correlation analysis between clinical data, frequency of plasmablasts and percentage of CCR7°PD-1" Tth subset

in peripheral blood of SLE patients

SLE: Systemic lupus erythematosus; CCR7: C-C chemokine receptor 7; PD-1: Programmed death 1; lo: Low expression; hi: High

expression; Tth: Follicular helper T cell; SLEDALI: Systemic lupus erythematosus activity index; dsDNA: Double-stranded DNA
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AU T ARSI REACREZ IR, iR
FAMNE L Tfh Bk —Fh B A H 20 PR SR
Femg . AMEIM Tth 54 %0 Tth BA MR #R
RUFN B bk ELA0 4 B D REN . RIS [R] ) 22 b
&, Tfh Afgedn s Z R RE, AT )68
XS, Choi %% I CXCR5"ICOS"PD-1"
(CXCR5, ICOS, PD-1 ¥JE#ik ) Tth 7€ SLE i
FHIRNEEIN, 5 SLEDAI At dsDNA B4y EEAH
%, Le Coz %" Hi#ls CXCR3 il CCR6 ¥ Tth 73k,
Tfhl. Tfh2 #1 Tth3, Hr Tth2 ¥ 345 SLE i
Koo (HZ, BRAEMFGRIAEZ AR A B s v
Hi Tt B EL DL & Teh 5 B bR E 41 SR A4 AR S
5307 o

AWFFRLER R, Ml CCR7 1 PD-1 fUFR LTS
B, T A4~ CCR7°PD-1" Tfh Fil CCR7"PD-1°
Tfh; Ak CCR7"PD-1° Tfh, CCR7°PD-1" Tfh %
il CXCR3. 1ICOS Fl SLAMF5 3k /KB,
iR CCR7°PD-1" Tth HA HESR ) B MR 404 Bh
it 1. CXCR3 J2—F#afblA+321k, SAHMW ik
P25 &R T B8 E L IMNE RIS,
B2 B4 1COS Ml SLAMFS 5 T kL 48
o, B IkEL 4RI 2 Al AR AR DIA G . 1COS i
5 B W4 1COS FlARLE A2 0F B ke
IRETE AL, SLAMFS Al 3 T k400, B e
201t 22 1) 0 288 B AT 7 A A A e B Y B
Wy ICOS 1 SLAMFS #1a[ 41l B 9k EL 4 o3 fb Andic
WA, AR e B, Choi AFHLIIE
52 CCR7°PD-1" Tfh ELA TSR 4306 TL-21 AYTE
F T #E—49E CCR7PD-1" 7E F S5 PEps
PIERT, ARFFRXIRFEDNERE Tth #7087, 25580
7% CD4"CD45RA CXCR5 " Tfh AYLHLMI7E SLE .
RA . SS HFE XTI 2 0] 22 ¥ oG24 5 X
(P ¥>0.05) , {H SLE H#FFNEIM+ CCR7°PD-1"
Tth B BB X B3 (P<0.01)
CCR7"PD-1"° Tth HBIFEME (P<0.01) ; RA ¥
HRJE LA CCR7PD-1" Tfh () Fe ] 5 ik 5 %ot R AH
FEAREE I ( P<<0.01) , 1 CCR7"PD-1" Tfh FLf
EZRTGIFEX (P>0.05) ; SS HEIH M
H 2 ANERE Tfh (9 L3 (g e X i 2z e ¥ e it
FEX (P>0.05) . MR EHE RA I SS B
FHLG, SLE & | & Ry R FZEim =
R Tfh WRFRIZREL AT RER SLE H B¥ithkZz

FEI 2L R A 5T 38 i AH SCHE  AT REEL
CCR7°PD-1" Tfh Lt fil5 SLE ¥ SLEDAI,
Bt dsDNA HLiAHRELL N, CD19 IgD ™ CD38 ™ 1% 41
Ji L9 S TE ARG (r=0.447 1. 0.517 4. 0.466 9,
P ¥J<0.05) , #7’% CCR7°PD-1" Tfh J&—Fhik i Y
Tth W, AlEEHBY B MR A0M =4 A Spuife
HEBEIR I R AR

PD-1 J2 A 288 MR 1 RIS,
RIS 1gV FEZEH, AHAE N & S 52 IR I 2
FRAKHS A 35 (immunoreceptor tyrosine-based
inhibitory motif, TTIM ) FI 4 LE 52 4 i 22 R A<
3L ¥ (immunoreceptor tyrosine-based swith
motif, ITSM) . PD-1 5FHIET-H AR 1
( programmed death-ligand 1, PD-L1) Z5& /5,
ITIM. ITSM Al &AEERRAIL, +A 558 1 ER 2 TR,
T o> F KB R AL, S fmfEs, FRAR
T IR EL A 6 AL AR B K 9 RE 22 PD-1 B A
h RFEGIEN SZVE R, @ik PD-1 0] D/ INER ™ A=
BB i, B PD-1 ] LLgkst [ B f e
ARP HR 2R Y, PD-1/PD-L1 75 H &%
PEVEPIR A R RRKE TR, H PD-1" Tth A
TSR AYETE B RELAIAERE 1 XS et
A—2, 7R PD-1 {557 L KXt T &R
WIS AR . IR PD-1 BARWT IR/ Tth 9%k
i, ARR R S IL-4 T IL-21 AR
MR A % vt B bk EL 40 19 A K LA R i 2
PEFUAR ST WA BT A

i Lk, AwFsE R SLE M550 E il
CCR7°PD-1" Tfh LY SLEDAI F#& . &
AN L L AG R 2 AR G, R IR AR I Tfh W
BT )42 S WA % s K Bk 40 A Y D iR
A, XFEHRZW . WM A EEE X, 5
X2 HE 20 B R AT T W] RE LM IR YT SLE MW TE
W
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