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0BV A I R A A B AR R (V). BRSO RShERRIRLiL T CT622 A A AR AEFRIB LM IPTG &
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Expression of and preparation of polyclonal antibodies against the Chlamydia trachomatis T3SS effector
CT622 and its effect on the proliferation of HeLa cells
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Objective A prokaryotic expression vector was used to express Chlamydia trachomatis CT622 protein,
and the purified protein was used to immunize New Zealand rabbits to prepare CT622 polyclonal antibodies. The effect of
the CT622 protein on the proliferation of Hel.a cells was also analyzed. This study will provide experimental evidence to
clarify the role of the CT622 protein in the pathogenesis of C. trachomatis. Methods The Ct D genome was used as a
template to construct the prokaryotic expression recombinant vector pGEX-6p-1/CT622. Expression of the recombinant
vector was induced with IPTG, the GST-CT622 fusion protein was purified using Glutathione SepharoseTM 4B Beads,
and then the GST tag was removed with PreScission Protease to obtain purified CT622 protein. After the endotoxin was
removed, New Zealand rabbits were subcutaneously immunized to obtain anti-CT622 antibodies, and the antibodies were
purified on an antigen affinity purification column. The concentration of anti-CT622 antibodies was determined using
BCA, the purity of the purified CT622 protein polyclonal antibody was identified using SDS-PAGE, and then the antibody
titer was determined ELISA. After Hel.a cells were stimulated with different concentrations of the CT622 protein for 24

h, cell viability was analyzed using a CCKS8 detection kit.  Results The CT622 protein was successfully expressed and
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purified. The final concentration of IPTG was 0. 8 mol/L, and optimal conditions for inducing expression were 30 C and

180 r/min for 4 h. Rabbit-derived anti-CT622 polyclonal antibodies was prepared. After purification, the concentration of

the anti-CT622 antibodies was 0. 75 mg/mL, and the purity was over 70%. The serum titer of the antibodies in immu-

nized rabbits was about 1:512 000. After Hel.a cells were treated with the CT622 protein in a concentration gradient of 1-

15 pg/mL, the cell survival rate was higher than that in the control group.

Conclusion The CT622 protein of C. tra-

chomatis was successfully expressed and purified, and high-titer rabbit-derived anti-CT622 antibodies were prepared. The

CT622 protein promotes Hel.a cell proliferation.

QGG Y Chlamydia trachomatis ;CT622 ; prokaryotic expression; polyclonal antibody;cell proliferation

VIR A JFAR (Chlamydia trachomatis ,Ct) J&—Fh
L PRI A AT A 2 B AR R S 2 e UK W]
A PR A SR B S N . Ce 27
B AL 4% SRR e B B L SRR L AR AR A
L3 AC AR RS BB B R BN AR SRR AR
1EL A B A D A e T A M AR DA TR R AR 4
RS AL GO A R A, Rl Ct A J et 2 {2 F
HIV 1645 . I 5 5 80 10 K06 % DI ke 56 . 2k
Ct B EUR P H AT A 58 215 2 . I iE 58 Ct iYL
S AL o ) B G S 2 ) IR B BUR I L BF R B iR Ct
B B v - R R 25 % TR A ] Co RGP p H
At oEERNE L.

Ct A 7™ 6 14 M N 2 A S, T LA A Rk
T @S T E TR E SR . HAT.
Ct T kA 36 sk g 3 e 2 48 Mol i LAt I w] 12 75
E bR A YRR B gT L CE o W —
SN A 5 A T 20 AR B T T S A T A0
A IEAT R LASE TR i A0 A TR R P TR R AR K
RES . AEEA Y A, C i A TR AR 0 R 4
(Type IIT Secretion System, T3SS) ¥ H: %% b 5 H #%
38 5 A0 A TR A T e T A s R
T 48 42 i 3 200 15 5 30 B 306 3 i 32 S 82 9 40« R B
PE SR BT LS T AR A I AN M BR B L E A B B AR
KEHED, B £W,CT622 & (12— Fi T3SS 4%
WAPERON B 1 HoAE Co AR KR R B0 o 7 P il B
PET L HET. X T T3SS % 8 1 CT622 & A 75
Ct Bop 1o 7 v 47338 19 €0 i A7 i 1E— 25 B I

AT R I HE R TREH AR i CT622 A% K ik
AR, alife CT622 8 [ IF AR B £ e BEfi A iz H
CCK-8 73 #fr CT622 25 [ 4] fiF 32 40 g 14 58 i) 52 il ) 20
TR Ct T3SS i & 1 CT622 Ay hfg . Ayt — 2 4 1
CT622 1E Ct B L v i/ F AL S 3 AR 41

M5 HE
1
1.1 @b i pGEX-6p-1 JF £ KB N e
R 5 W B S 0 0 B (R + HeLa 299 41
PR B R B e L v 20 1 %

1.2 22 A T4 DNA ¥ 522 B A RR sl o 70 i
H H 4 TaKaRa 2\ #Al ; PreScission Protease il Gluta-
thione Sepharose 4B i&#|| & W T 3¢ [E GE Healthcare
/N1 3 Endotoxin Removal Kit PN & £ 255 &1 T
XA Y BB A R A F]  Protein Marker 1 F 3
Thermo 28 ®] ; IPTG F1 9 [% A 55 W F 2 [E Sigma
5] RIPA 20 i 24 0R BCA & W I E X7 &
W 22 24w s PAGE 8 i e it i & il ) &
(12.5%0) W F I 5 il A= ) = 25 BL 4% 28 )5 2Bt fe-
HRP 3l F3EE CST /A wl; ECL 2 [ EP b i 4 I
R G F 35 B Pierce 28 ] s HA A ¥ 8 B 7 2 #r
afi,

2 FiE

2.1 CT622 Rawg AR LBERAERAME M Gen-
Bank %§ #fi &£ Chttps://www. ncbi. nlm. nih. gov/
pubmed/) & ] CT622 F K F %, i%Z 3L H ) GenBank
J¥ A1 i NC_000117. 1., 43 %l 3% £ BamHI il Notl
oot s 7 RO R R AW 1o /| B o 7 AR G
CT622 51975 InF .

CT622-F;: 5 - CGCGGATCCATGGAATCAG-
GACCAGAATCA-3 (N R £ & 73 Bam HI i U1 i
)3 CT622-R:5- AAAGGAAAAGCGGCCGCTTA-
AGAAAGATAACCAGAGAATA-3 (T & 28 %8 4 W
NotT RPN 250

PA Ct D BURE R 4 AR, LA CT622 45 55 1L 519
PCR 4" #% CT622 Jt [N, ¥4 @ Jil #% £ 5 & 4 Ak
pGEX-6p-1/CT622; pGEX-6p-1/CT622 H 2H # 1k 2
PCR. W] J5 #1462 BL21 E. coli #47 PCR FIi T
WOE
2.2 CT622 &Za®yR#zZAkE W pGEX-6p-1/CT622
FAWER 2 HH Amp HUrEmy LB [ {4k 55 57 4, 37
C et 355 5 40 15 7R 0 YRR AN PR TR % M 2 5
A Amp Ptk LB AR 323,37 'C.220 r/min /K
1% K ¥R 35 35 7% 1ok 85 43 o0 I R TR IR EE RO [
IPTG i WL . #% 1 2 100(vol/voD) B HL il 37 K 85 55
4 °C .4 000 r/min(E.02F4 9. 54 cm) B0 20 min, I
EUTTE R .
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2.3 CT622 K Gaysiels g W FIR A W UL
R P R O WA B A 500 pl Glutathione
Sepharose™ 4B Beads, #4385, B F 4 CIEE 1 ;
4 °C.2 000 r/min(#.02f4% 8. 31 cm) B0 10 min, 3¢
B S AEDTVE I A TS PBS BE ¥ 6 I SDS-PAGE
Rk %5 CT622 s 4l .

2.4 GST-CT622 @4%% GST H#&eirk 7 L
HRUTIE P SN A 2 ml & PreScission Protease (i) [
PreScission cleavage buffer(pH 7.0), &£/ 1E 5,4 C
W E 17 h;4 C.2000 r/min( &0 42 8. 31 cm) B0
10 min, 04 BIE 2 KW 1 EP &, JF B BILVE . 77T
VEHINA 200 pl PBS, 5870 1 2] 4 & 0> 10 min, it 4
V. mE 3 W, KU EBER BIERIR G Aifl
HH

2.5 B &% &8 Western blot X2 B FiR4ifb iy
CT622 [, 3047 12. 5% SDS-PAGE H ik , # [ 5
5% (m/v) B Ag 4 W5 = T B A 2 he DG R T
CT622 FHEHPLMA (1 = 400) A —HT, HRP Frid Bt R
IgG(1 : 2 000) b —Htit4T Western blot 43#r .

2.5 CT622 %@t HelLa g e %o HEK
RS RAFH Hela 20 M4 B 3 40 fg B 7= flh . 8 T &%
5% CO, fdHMLRE T4 15 57 A0 b & Bl 700
~80 Y0 I, 43 Bl AN [ Mk 1) CT622 2 [ Ab ¥ Hel.a
M 24 h, ] CCK-8 17 & kil 22 CT622 4 1 4k
J B A LAE S R ()

2.7 CT622 %@ % ewthegd g Haifm
CT622 & HME XL N B R AL HL, BCA 28 W 5 3 1R
e R A FLAL . BT e B P = e (A H 2~2.5
kg),400 pg/W. 2~3 JGE 1T 0 e 3 Ik, K
WA 7 d JE R AL R F )4 ELTSA K I BT i3 £ %8
CT622 2 H AL - FERLM =1+ 50 000 J5 R i, il £
PUIMTE . B CT622 8 1 5 B s 4 A o 18 36 ] 45 i 4t
R AL JZ AL K A i BT TE 5 PBS SR &
JG NG EAE TR PUIALS G JE T H 2R R 1 22 B e
Rl aifepiik ., aifehrikde PBS 4 CiEHrid %,
BCA M5 HriAH H R I SDS-PAGE Hi Yk % & 1 14 4
¥,

2.8 CT622 %% % wduthshmlz M PBS Uk
R CT622 8 T A B AU 2 ik 2 TR 20 S5 A
ELISA #z 2, &AL 100 pl,4 CUKFERE R VERR 3 1K
LA 200 pl B .37 CHEIEAE 1 h. etk 1K
P S ST 1 2 500 1y ke a6 7 Bk 32, Ol 2 £i%
5 R B BEFL A 100 1,37 CHEIRAS 1 h, PEM 3
AL 100l 1l 2E 4t %-HRP(1 £ 50 000),37
COEHAR 1 h e 4 s B AL A 100 1 TMB g &
W37 CHEEIEF 15 mins & LA 100 pl 28 1R KA

1B . B ZITE R AR AN b2 B Ay, 1 B Ao THRT
W B BAPE XS B AL (E A 2. 1 6% L4 L A 7 B B
FE R G G L I BRSO
2.9 HEAELS%HF 5 KA Quantity One 4.
6. 2 BRAF AT K BEAE 5347, R ] SPSS18. 0 Ge it #14 k
TTEAE M. P<<0.05 WESFHEHAS %2 L., R
B GraphPad Prism 8 H/E4E 114 .

& 7
1 WIRREECT22 EREFAMNTESHEHE
1.1 2622 A4 A& PCR 3¢ DL Ct D RIBLH4
T REHR s LA c1622 RS 4 PCR 714 2622 L 3~
W2 1.5 VTR BR BEBE RS LUK 23 BT KN Ry 2 000
bp ., 5 HUH A BOR/MEAF (B D

bpM12

10000

2000

1000

M DNA#ZEY 1 Control 2 1622 3 PCR =¥
1 1622 EFE PCR ¥ 74 1. 5% IRBE MR A B ik & 47
M DNA marker 1 Control 2 PCR amplification products of ¢£622 gene
Fig. 1 PCR amplification products ofct622 gene analysed by agarose gel

1.2 pGEX-6p-1/CT622 T H A MBI T BE

4554 BL21,#2FF 3 ml LBCAmp ™) [ {4 K; 77 3%

YR B R . R pGEX-6p-1/CT622 5 4 Jii ki .

FH k4 BamH1 5 Not 1 W E Y5 #9547 1. 5% B

JIE W BE K HL UK L 7 2] 5 000 bp AT 2 000 bp AYREY] A Bt

(K 2) 5 BRIl BOR/ANARAT 3140 JBoRc % A6 i 20 .
bp M 1

10000
5000

2000
1000

M DNAFREYW 1 pGEX-6p-1/CT622 XL L]
2 pGEX-6p-1/CT622 EAHE NI LT
M  DNA marker 1 Restriction digestion of pGEX-6p-1/CT622
recombinant vector
Fig.2 The recombinant vector of pGEX-6p-1/CT622 was
identificated by restriction digestion
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1.3 pGEX-6p-1/CT622 &% & L H Ak ég PCR % =&
DL 4 B I R R . L c2622-F Fll c2622-R Ry R R vk
I iEAT PCR &84 97 38 7= W 0647 1. 5 %0 B g W 6 i

HL WK A HT - K /N R 2 000 bp (B 3), 5 T A /N (1 944
bp) A4+ 3% B R A 2

M 1 2 3

bp
10000

3000
2000

1000

M DNA#REY 1~3 pGEX-6p-1/CT622 JF#% ik # 1k PCR
Y
3 pGEX-6p-1/CT622 R RiEH A H ik PCR £
M DNA marker 1-3 PCR amplification product of pGEX-6p-
1/CT622 prokaryotic expression vector
Fig.3 The prokaryotic expression vector of pGEX-6p-1/CT622
was identificated by PCR

1.4 pGEX-6p-1/CT622 Eepam /5% x $LHUE
2H B R G T OB 4t R 5 GenBank H1 ) 2622
FEP P 5 T BLAST Luxt, 45 5K W) & (& 4, 524 i
AL TE A

Sequence ID: Query_52439 Length: 1944 Number of Matches: 1

Range 1: 1 to 1944 Graphics Next Match revious Match

Score Expect Identities Gaps Strand

3591 bits(1944) 0.0 1944/1944(100%) 0/1944(0%) Plus/Plus
Query 951  ATCGAATCAGGACCACAATCACTTICTICTAATCACACCTCGATCAATCCAATTATTAAT 1010
) IHH|||IIIIIIIIIIIII!IIIIIIIIIIIIIII||||||I|IIIII|I[|||1||I
Shjct 1 ATGGAATCAGGACCAGAATCAGTTTCTTCTAATCAGAGCTCGATGAATCCAATTATTAAT 60
Query 1011 1070
. IHHIIIIIIIIIIIIIIII]IIIIIIIIIIIIIII|II|IIIIIIIIIII[II|]III
Shjct 61  GGGCAAATCGCTTCTAATTCGGAGACCAAAGAGTCCACGAAGGAGTCAGAAGCGAGTCCT 120
Query 1071 TCAGCATCGTCCTCTCTAACCACCTGCAGTTTTTTATCCTCAGCAAACCATCCATTAATC 1130
) IHH|||II|II|I||||||!|||||II|I||||||||||||||III|I||[|||1|||
Shjct 121 180
Query 1131 1190

ATGCCATCTTGAATAAAAAT
) IHH|IIIIIIIII|II||HII|IIIIIIIII|I|||||IIIIIIIIIII[|||II|I
Sbjct 181  TCTCTTCGTGATGCCATCTTGAATAAAATTCTAGTCCAACAGACTCTCTCTCTCAATTA 240

o i
Shjct 241  GAGGCCTCTACTTCTACCTCTACGGTTACACGTGTAGCTGOGOGAGATTATAATGAGGCT 300

T M AT, =
Sbjct 301  AAATCGAATTTTCATACGGOGAAAAGTGGATTAGAGAACGCTACGACACTTGCTGAATAC 360

Query 1311 GAGACCAAAATCCCTCATTTAATGCCACCTCTCCAAGATATGCACCCTTTCCCTAAACAG 1370
Ny

Sbjet 361  GAGACGAAAATGGCTGATTTAATGGCAGCTCTCCAAGATATGGAGCGTTTGGCTAAACAG 420

IeHQuery_52439

Q Tradks shown: 273

B 4 pGEX-6p-1/CT622 E 4 B ifll FF £ % & Blast Lt Xt 53 17
Fig. 4 Alignment of pGEX-6P-1 /CT622 recombinant plasmid

to the sequence from theGenBank

2 Cre22 EEMEZKRIE GUELEE

2.1 GST-CT622 &% a8y R kL 4 pGEX-
6p-1/CT622 ¥4k BL21 B £ A [F] & B2 F0AS [/] IPTG
W (0.0,0.2.,0.4,0.6,0.8,1.0 mmol/L) i S F£ ik

J&i - SDS-PAGE ®yk k6 H 89 8 B 19 R k. 45 R WK
5. RIK Mo ¥ R ALY 100 ku, 5 HBEH

WR/N—2, HPAEREKE N 0.8 mmol/L
IPTG,30 C.180 r/min %S 4 h B} GST-CT622 &
EHREEE.

M 1 2 3 4 5 6 7 8

ku
180

100
70
55

40

35

25

A MEAGFRERE 1~6 25 CHMTARWKE PTG 7
S4h 7~9 30 CEHUTFAEKE IPTGHER4h B M Marker
1~3 30 CHMUTAMKER IPTGES 4h 4~9 37 CXMHTA
R IPTG %5 4 h

5 AEAXGHSGSI-CT622 MAEAMEREFE

A M Marker 1-6 Induced by different concentrations of IPTG
for 4 hours at 25 C; 7-9 Induced by different concentrations of
IPTG for 4 hours at 30 C B M Marker 1-3 Induced by different
concentrations of IPTG for 4 hours at 30 C  4-9 Induced by different
concentrations of IPTG for 4 hours at 37 C

Fig. 5 The expression of GST-CT622 fusion protein under different
conditions

2.2 GST-CT622 e Ewveysit IPTGiFEST 4 h
B TE 20 B MBS R e b 4 Glutathione Sepharose™
4B Beads 4k J5 . BUA IR DLTE 1 SDS-PAGE H ik %

Z5RAnE 6. pGEX-6p-1 &5 # KA 7E 25 ku Ab A
— W 2 4, pGEX-6p-1/CT622 T 41 i 41 £ 100 ku
Sb A — BT R A 5 U R /N2

w M 12
180

70
55
40

35
25

15

10

M EHESTFEERE 1 pGEX-6p-1 %
1/CT622 & 4 41
B 6 SDS-PAGE 4 #7 GST-CT622 B & B 5
M  Marker 1 pGEX-6p-1 empty vector group 2 pGEX-6p-
1/CT622 recombinant bacteria group

HAkH 2 pGEX-6p-

Fig. 6 The expression of GST-CT622 recombinant protein
was identificated by SDS-PAGE

2.3 GST-CT622 @& % & GST Ar & ey fE L
WP ABUTLTE i A & PreScission Protease [ fff) PreS-
cission cleavage buffer, IR 5, B O W AE b 35 47
SDS-PAGE B LUk - 7E 70 ku &b A — W] B 55707 (J&
D 5K/ G kw) HFF .
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M EETRERE 1.2 4ifk)s CT622 A
7 SDS-PAGE Bk S #¥1% GST#R &/ H CT622 BEH
M  Marker 1,2 CT622 protein after purification
Fig.7 The CT622 protein after cutting the GST tag was analyzed
by SDS-PAGE

2.4 Western blot 5% CT622 %4 B Fi& GST-
CT622 @5 HE A Maifuny CT622 & 1, LU AL IR 1E $t
CT622 ALK —Pi, HRP Fric 40 B HL 7 1eG
N Z 44T Western blot, 45 8 UL 8, 5 AR (1 A7 &
Ab BB JEP AR R St BEglifk i) CT622 B 4 IR
Pt CT622 Hik .

supernatant precipitation )
&
g &
)N K& & <
N NS ) N & &@’)’
« & « « & ©
g & ¢ & & &
Q < < & <
ku ku
96 . ‘ GST-CT622 69 ! CT622
A B

A Western blot ¥l GST-CT622 g5 B Western blot ¥
ML E GST #3451 CT622 A
B8 L/ CT622 E B A Western blot 43 47
A GST-CT622 fusion protein was detected by Western blot B
The CT622 protein after cutting the GST tag was detected by Western
blot
Fig. 8 The purified CT622 protein was analyzed by Western blot

3 CT622 E [\ %t Hela 4 ff 18 58 1Y 2 M
AR CT622 B H AL BE Hela 4 g 24 h
Jei s SR F CCK-8 41 i 77 4 A ) 38 0] & 4% I 28 CT622
A RS MR R V) . SR E 9,4 1~15
pg/ml W FERR FE Y CT622 & il Hela 411 24 h
J& « HeLa 4 MIA71% 2 5 T PBS XJHR4H .
4 Cre22 ERsZEMENHE . EESHMEN
4.1 CT622 %4 % ae#thag & 4itkny CT622
BEAZENFRLI)G 596 K58 20508 24k, &
TAREERVE . 2~3 s 1k, # CT622 HH
55 TR A A 106 ) A B D AN Al Ak 2 BT A R AT
RERMLTEPLAR 4lifk . BCA & CT622 & ¥t (A vk i
4 0.75 mg/ml,
4.2 CT622 %8 % ke %z Faifbpiikit
17 SDS-PAGE HLJk 4347 » 7 43 F i i B4 24 55 ku

BB — 455 (& 10) . 4% Quantity One 31447 K B
H M7 - dlifb BTk 2l fE>70%

150

*k ke *

ot

(=3

=
T

MHFEE (%)

PBS 1 5 10 15 20 25
CT622(ng/mL)

.5 PBS x4l Hbd, © P<<0.05," " P<C0.01," " P<C0.001,
9 CCK-8 # il CT622 F H %f HeLa 4 i 3 7 i) ¥ 1
Note; Compared with the PBS control group, * P<C0. 05, "~ "~ P<C0.
01."" " P<C0.001.
Fig.9 The effect of CT622 protein on HeLa cell proliferation
was detected by CCK-8

15

10

M EHSTFHERGE 1 CT622 H AL wkehilk
10 #ifk CT622 BB % S EH K HY SDS-PAGE ik 53 47
M  Marker 1 CT622 protein polyclonal antibody
Fig. 10 The purified polyclonal antibody of CT622 was identified
by SDS-PAGE

4.3 ELISA ¥ CT622 B & % & & #4K & W
ELISA £ CT622 & H 0% B P4 22 fe Pt 1L 35 24~
13512 000 B, Hoip B X IR AL, {4 0. 108(FE 1),

# 1 ELISA &l CT622 E B S REHRERLM
Table 1 Detection of CI622 protein polyclonal antibody titer by ELISA

5 G 4 G LV R Ao 18
No. Serum dilution of immunized rabbits Ay, value
1 1:500 3.299
2 1:1000 3. 330
3 1:2000 3.153
4 1:4 000 3.095
5 1: 8000 2.946
6 1:16 000 2. 804
7 1: 32000 2.794
8 1:64 000 2.553
9 1:128 000 2.109
10 1: 256 000 1. 881
11 1: 512 000 1. 229
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5 S

Ct Ay % 41 P 75 25 JRUA% 40 i 780 1 A= 4, LA
FEr R B, b T8 EE MR N A K LT .Ct
M ROV Ay Ty B A BN R . B S iR s B
JAE S s AR O S R R A fE R, Ct
Wt T 40 0 2R 48 (T3SS) 43 W0 5 F 5 1 5 40 i
A HEAE R HBR A8, T3SS FEM e E
51 3 240 R K o DR B0 B 1 % ds B e R AN
M T T A A AR TS S A —
A S B 5 6 ) R4 L L 0 L A L
SNE VA PE TS 5 179% BL & NF-«B F1 MAPK {5 5 1%
S W R ML CT622 (& —Fh T3SS 4r Wbk
B Y, H CT622 iy 3k B 2k ™ 5w Ct 1Y 2k
Ko I B PR AR L Y Y . H AT, X T T3SS &
M CT622 e Ct B0 b 72 v 47 WY #6508 A 1F
P2,

A WS RN - C BEAZ 11 40 1 94 1= LS8 i B B
EREEY . Zou ff““ il . Ct JokL s H pGP3 i@

1 #E PISK/AKT {55 3 #§ /- 5+ MDM2-p53 AH H.AE
FAAAM S HeLa 40 MIJH 1=, X LEAF 58 ¥ KB Co Al
1 3 WA AR K R R e R A R SE TSR AR . AR AT
it CCK-8 43 #fr CT622 & [ % 4 Jid 35 58 1% 52 M, & 3N
2 CT622 25 [ Ak 351 41 M A7 15 28 = T % B2, 3R W)
CT622 Al 25 C #0115 3 40 i 58 T2 3% 42 04 o 42
Xof 1% 2 1A 0 A0 R T A PR AR A R — 2 IR S
AT JE A% AR AR IF il CT622 2500 36 H » il
#HT P RZREYUR. 4 ELISA Kl 6% f i 15 5t
R AE 12 512 000 A4y, dlifb gt CT622 H ik vk B
ﬁo#m@mmﬁﬁﬁ7wwu;ﬁﬁﬁﬁﬁCﬁ%
RIPEP S0 s 2 W 2 T SE A, W) B A B O 45
ﬁ@mmﬁewwﬁmm%mmﬁﬁmﬁ
CM%%E&%EE%%%t&ﬁ%TvL%mM

RNELTE 5%?UT%Skﬁﬁacmmﬁ%m%
GE 200 i 0 T G A R e — A B
[5%3#]
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