2025, 65(7): 3165-3176 G =i
CSTR: 32112.14.j.,AMS.20250040 Acta Microbiologica Sinica
DOI: 10.13343/j.cnki.wsxb.20250040 http://journals.im.ac.cn/actamicrocn

Research Article Bt &

A IR FLER E RY 70 B 25 T K s S HF N E

B, M, Kz

F RO R IR AR, R SITHAE & SR E PRI G WL, VIR T AIE B SR S s e e e i 5
B, WRIEREDOIE, 115 Mt

B, Mok, Rt O URZLRR I 1473 25 %8 R AR R [T]. 24T, 2025, 65(7): 3165-3176.
FAN Qiuyue, LIN Yan, ZHU Weiyun. Isolation, identification, and probiotic property evaluation of lactic acid bacteria from Xizang pigs[J].
Acta Microbiologica Sinica, 2025, 65(7): 3165-3176.

ﬁ % FLBAH (lactic acid bacteria, LAB)Z 2 A B £ &2k R. KE L T 7 BB 09 E

BRA R RAAFHE. [B ) ma R BERILBAR . [FE] RA-FRIKE0 B Fdid
16S rRNA A& B 0 5 52 JLBRH, #—Fik# 2 I = 4 L5 £ 7 ) BA R T 7 KA R IUAT
B A= 1 #k 5236 F b AT PR A AL x K x X (durocxlandracexyorkshire, DLY) % /8 ¢4 T 17 K36 LA H , 3£
3 AT R B A A 3. AR . WH R AU ARG B F AN F RS AT, [4R]
IR B B 21 MRILBRE . 45 A 10 AR 3E B UK 45 5K (Streptococcus alactolyticus). 6 &
TR KB FUAT B (Limosilactobacillus reuteri) [J& % ) % 17 K FUAF & (Lactobacillus reuteri)]. 3 #%
Ay FUAF B (Lactobacillus amylovorus). 1 A& M JE 4k B % 2R H (Leuconostoc mesenteroides)#= 1 #k [ i&
45 3UAT & (Limosilactobacillus vaginalis). f£Pkife B 49 3 MR iE F, L. reuteri T-B5L2 4 3LBR = & 5
5, TEHAEPH3.0 A7 0.1% fEheh 3z A A P AT R BG A G4 S, LI R Tik%#%‘z%
Fo BV TITAARNGEARE. SHKBAERAKENELALZZEZR. 3HRAHUTFEEFE
FORAEERAERRIE, MOFREELE, RABFEFBEREREZT AR . L@%]$H%M
BIEEEF B D) 21 4rILERE, H P L. reuteri T-BSL2 89 F B A8 k7%, #t— a9k oM AL 4F 14
M LERKY, L. reuteri T-BSL2 A Kbt 47, EAME. g, LAt drdlmRE LK
e, THREABAINEER.

XBI: A, LRE, FTPRBRIFE;, 485; £8; sA4k

FERHIUH « E K E S0 R 1T RI(2022YFD1600904-3)

This work was supported by the National Key Research and Development Program of China (2022YFD1600904-3).
*Corresponding author. E-mail: linyan@njau.edu.cn

Received: 2025-01-15; Accepted: 2025-03-20; Published online: 2025-05-26



3166 FAN Qiuyue et al. | Acta Microbiologica Sinica, 2025, 65(7)

Isolation, identification, and probiotic property evaluation of
lactic acid bacteria from Xizang pigs

FAN Qiuyue, LIN Yan", ZHU Weiyun

National Center for International Research on Animal Gut Nutrition, Jiangsu Key Laboratory of Gastrointestinal
Nutrition and Animal Health, Laboratory of Gastrointestinal Microbiology, College of Animal Science and Technology,
Nanjing Agricultural University, Nanjing, Jiangsu, China

Abstract: Lactic acid bacteria (LAB) are the predominant probiotics with significant health-
promoting potential. Xizang pigs, an invaluable indigenous breed in China, harbor a unique and
largely unexplored reservoir of intestinal LAB. [Objective] To screen high-quality LAB isolated
from Xizang pigs.[Methods] LAB were isolated by the streak plate method and identified by 16S
rRNA gene sequencing. Two Limosilactobacillus reuteri strains with significantly different
lactic acid production capacities were selected from Xizang pigs. The two strains, together
with one L. reuteri strain previously preserved in our laboratory, which originated from
durocxlandracexyorkshire pigs, were assessed in terms of acid and bile salt tolerance, antioxidant
activity, antibacterial properties, and antibiotic resistance.[Results] A total of 21 LAB strains were
isolated and identified from the intestinal microbiota of Xizang pigs, including ten Streptococcus
alactolyticus strains, six L. reuteri strains, three Lactobacillus amylovorus strains, one Leuconostoc
mesenteroides strain, and one Limosilactobacillus vaginalis strain. Among the three strains
screened out, L. reuteri T-BSL2 exhibited the highest lactic acid production. Moreover, this strain
demonstrated strong survival under pH 3.0 and 0.1% bile salts. L. reuteri T-B5L2 exhibited the
strongest inhibitory activity against enteropathogenic Escherichia coli
Choleraesuis. There were no significant differences in antioxidant activity among the three strains.
All the three strains exhibited high sensitivity to penicillins and cephalosporins but displayed
resistance to tetracyclines, aminoglycosides, and glycopeptides.[Conclusion] In this study, 21 LAB
strains were isolated from the feces of Xizang pigs, among which L. reuteri T-BSL2 exhibited the
highest acid production capacity. Further in vitro biochemical characterization demonstrated that
this strain exhibited good growth performance, acid and bile salt tolerance, antioxidant activity, and
the ability to inhibit pathogenic bacteria. These findings suggest that L. reuteri T-BSL2 is a
promising probiotic candidate with potential applications in improving intestinal health and
mitigating pathogenic infections.

Keywords: Xizang pig; lactic acid bacteria; Limosilactobacillus reuteri; isolation; identification;
probiotic properties
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reuteri) [ it 44 N % P 1K FL AT & (Lactobacillus
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LR THAARA R SETOLE R PCR AL,
ThermoFisher Scientific 22 F] .
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AHIFSE PP JRAR 2 L —$ 37 . PE AR 2
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WAL 3 MBI R T B . REEAE
NESE 3 AR R BB ZAE o B FLIR A (R 1)
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S5 % AN DLY J8 Hh 4r B 45 201 4 b
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B 17 05 2L W, KRG R EL YD T (Salmonella
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x1 FLERERDBERIE

Table 1 Isolated sources of lactic acid bacteria
HhLE AR BB T[]
Location Growth stage of pigs Sampling time
FUBMZ W B {45 ¥ Nursery pigs 2023-02-12
Pig farm in Lang County, Nyingchi, Xizang EEHTY] Early grower-finisher pigs 2023-02-13
F )5 4] Late grower-finisher pigs 2023-02-14
VUM BB X S Wi 14% Weaned piglets 2023-02-28
Pig farm in Baima Town, Bayi District, Nyingchi, Xizang {52 5% Nursery pigs 2023-02-28
H ¥4 Finishing pigs 2023-03-05
PURA B0 Bt S 30 e W75 Weaned piglets 2023-03-10
Experimental base of Xizang Agricultural and Animal Husbandry {2554 Nursery pigs 2023-03-11
University # % Finishing pigs 2023-03-12

F MRS WA FRHEH, 37 °Cifr &35 24 he LU
alifk 5 W RO AR, PCR 4714 16S rRNA 3
K, (LR R AR S S . LS| F
(5'-AGCAGTAGGGAATCTTCCA-3") I F i34
R (5'-ATTCCACCGCTACACATG-3"), PCR S )i}
A% (25 uL): 2xTag PCR Mix 125 uL, F. F
W51 (10 pmol/L)4% 1 pL, B 1 uL, ddH,0
9.5 uL. PCR KW 451 : 94 °CHIZE 4 2 min;
94 °C7Z5 1% 30 s, 61 °CiE kK 1 min, 68 °C % fif
1 min, 35 MEH; 68 CCAIEH 7 min, WP 1
FERIEAT 1% SBT3 L. B 48
DIy ik % A E R A YRy A R
AT, SR F 515 NCBI s etk A T
Fext
1.5 FEE&RESINE

W 8 7 5 B T A R R LR TR DA M SR
FII 2> B 20 4 Bk DLY 5805 A4 7L IR T 3 bk k1 T
Wigi, 37°CIRAR:FE 24 h, MY TAAREHE
W H) ODegoo [ER 1.0, J5 250 A ROV B2 18 15 34
witk . 43Ik 2% B9 LeBi4Z 2 10 mL MRS A
Wb, MR 3 AER, 37 CIRERFE 24 he
it FH 2L 1R a7 6 0 e R kR 7 FLIR e O, ARG
B RS UL 5T
1.6 AHACHiZLNE

BERR BB F7 LR BE VR IR) 1.5 35, (4
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1.8 THER. MiABELEEJ1NE

%% SRk [14], ¥ 1 mol/L 14 £k 2 7 hin 3
MRS 53, %Y MRS £ 5% pH {5435 K
2.0 F13.0, XHAZH pH 6.2; 4 WIECHI&SH 0.1%
1 0.3% A HHIL ) MRS 7R3, XA ARG 4

JREL, B3 MEE, AR IR ML
K(DFI7R.
AR = B ODIE x 100% 1)

Xf R ODIH

PRI PR 119 15 55 DA SO BE R[] 1.5 799, B 2%

WA 10 mL $5 555, 37 °CERE R 5 h
Jei, AR ODeoo H.-
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1.9 IEHEESNE I FLIRTE DR B TR 1.5, MR

DPPH H 1 3 (DPPH-) ¥ [4: fiE 77 I 5 H3 i
Brand-Williams ZEU R (9 52, mgVEBM. i
#] 6x107> mmol/L 1) DPPH [ Ly, il
BV BOREEARAT, BUBCELR . B ODgoo 4 1.0
BB AN DPPH H 2645 IR 1:4 A L BIlET TR
A, IRAIEHEDE 30 CCEFE SR 30 min, AR
3ANES i EEAR G0 E A A 517 nm Ab i
Wt RE, DPPH 335 BR AT HE A (2)
FIT7R o

—Ar)

. A
DWHQE%%%%=L%T—
0

e Ao HEEFRRIMSCEEAE, 4r HEFFRIEWOL
JEfA

i # 0.75 mmol/L AY 48 — & JF ¥ W Ml
0.75 mmol/L 1) FeSO4 ¥ . IR LR 1.5 45,
AP A AL (Ax) . T IR (A0) R BG4 (4,),
42 8 Niu UG58 7 2ok wom AGRH, e n
IR A . 37 °CCAE B 1 h, % AE
536 nm ARG, FRIE A B ERIE BR AR AT
WMAXG)IR .

FEIE F B TR R R =

1.10 HIEgESINE

ol FH AT L G 00 B A 410 o8 5 L TR 1Y) B
W55 35 B XPEUA KW E. coli 1526 i SC 13312
Fi B2 107 CFU/ML PEAT A ARG . LR A R TR
He AT E 1.5 95, 10 000 r/min 250> 10 min,
o R P T MR o R R I AT A
Br R il £, R IR A R R A — 2,
290 4 mm, PLEEREE A HER M. B 100 uL
SO PR TRV, TG R AR AR RN B0 R S TR
PRTE LB AR FREE 1, T 1 mL JEEHSk7E
iRk BATHL, AESLimA 150 pL M FLER A
THW, TR 3 AEE, 37 CCIRAHRESR 24 he
o AR R RO B B AR o
.11 T2 M40 E

SR FH 25 0GR DA o 00 TR R P B AR R i

x100% (2)

Ay—Ao .
Lo X 100% ()

R ACAR T IR, R LR T PR VRIS 2 TR TE MRS
BEIG R L, SRS 25 AR R o0 A 34 50 b s
FURAT T WA FREE o 37 °CHE3R 24 h )5,
6l FH U s - RN 2 41 o P 1) LA, AR R A O A
GV R A 0 2 o o LR T B R o B 2 2R A
R

E P F G U R(UIRE
SRR KIERR), @I PR R B
2. RIBER. FKRAE, KRKER), §5%
KPUERE NN, FHER), AMERIEDE
FCLAUIRER . Sk as . Sk Sk
B SkAEEERE), BERAREPUAERTNER), M
METE IS B AR R (VD A, B R
(AR HR).
1.12  ZEL.ER & P A % 5hi% 15 JT {4 (mobile
genetic elements, MGEs)E [ENE

PEEL 3 Bk L. reuteri DNA, % 4% & &
(qQPCR)FTTIERXT 3 £k L. reuteri DNA #4758
VL) MGEs 2[Rl (intl1 . intl2. tnpA02. incP-oriT
HN incW-rep) [P 3 B A o X LEFER AT DLz w2
M2 18 MGEs B 25 MRk . D RE 2l 78 g
MGEs FRicSEH 519 W3 2. 4%t il )y i
27% Liu F "0 )57k

2 MGEstRIZERE S|4
Table 2 Primers of MGEs marker genes

Primers name  Primer sequences (5'—3')

intl] F: GCCTTGATGTTACCCGAGAG
R: GATCGGTCGAATGCGTGT
intl2 F: TGCTTTTCCCACCCTTACC

R: GACGGCTACCCTCTGTTATCTC

incP-oriT F: CAGCCTCGCAGAGCAGGAT

R: CAGCCGGGCAGGATAGGTGAAGT
incW-rep F: GGCCATCGTATCAACGAGAT

R: ATTGGTGCGCTCAAAGTAGC
tnpA02 F: GGGCGGGTCGATTGAAA

R: GTGGGCGGGATCTGCTT
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{&# F Microsoft Excel X} (4g 170 A0 2L B,
FH-#|H GraphPad Prism #4745 110 . g0 %k
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(Limosilactobacillus reuteri). 3 &€ FLAT B
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SCGE AN DLY 36 970 2 2109 4 MRFLER AT B
MIFLRR i, 255 RO TR D R i LA TR
L. reuteri T-B5L.2 LR~ EfHe, N 55.80 mmol/L,
i BEOMR BH 88 2R B (Leuconostoc mesenteroides,)
T-Y2Z-1 FLR = & & ik, M 4.44 mmol/L (K 1)
FLIR R IR A R s A E 2R, BT
L. reuteri T-BSL2 FLWE re e fic iy, RIARBFSR i2F
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e S5 H AR RS EIIEMCKR, HiL

60r
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(P<0.05), T
Figure 1

Lactic acid yield of 15 lactic acid bacteria strains. The horizontal stripes indicate that the column

represents Limosilactobacillus reuteri. Different lowercase letters indicate significant differences among

treatments at P<0.05. The same as below.
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ARFGERE— 2000 T 7 4% L. reuteri BZLER ™ 1
25 (1 b B s A ). 45 R B,
L. reuteri T-B5L2 L2 7~ it b 3 & T HAth 6 Bk
L. reuteri (P<0.05), H v L. reuteri D-109-1,
L. reuteri T-Z1Y2 I L. reuteri T-Z5Y X 3 ¥R#E 2
AR E LR EES, HEE®T L reuteri
T-YH4L. L. reuteri T-B5L1 Hl L. reuteri T-Y2Z1
Rt , S5 2eF o8 = FLIRBE ) AN R 1Y 3 S0
1) L. reuteri 1453% 1 #RIFATISEe0F9Y . ATk 1A
b FEBR B 2 1) L. reuteri T-B5L2 ., FZ IR J&E
F1 14 L. reuteri D-109-1 F 7= A 04 L. reuteri
T-B5L1,
2.3 = ¥k Limosilactobacillus reuteri &Y
K MRE

SRR A R AR, YITERERD 4 h S A
X, 7R 18 h JEEARREM . 20-22 h i,
L. reuteri D-109-1 B%) ODgoo 18 15 T L. reuteri
T-B5L1 (P<0.05); 24 h I}, L. reuteri T-BSL2 A
L. reuteri D-109-1 %) ODgoo 1B Y1 15 T L. reuteri
T-B5L1 (P<0.05, & 2).
2.4 =¥k Limosilactobacillus reuteri &
HEEL

AEACSETE SRR (R 3), 3 BRI REFIH
B AN N L B
2.5 =¥k Limosilactobacillus reuteri T}
ER i AB EL RE 17

MRS 1 1 36 45 2R R W (181 3), 5 pH 3.0 i,

®3 ZHREFPRFEATEENEE

251 - L. reuteri D-109-1
—o— L. reuteri T-B5L.2 a a a
201 o1 reuteri T-BSLI b
JLSE b
<
S ot
0.5F
0.0“ 1 | 1 1 | 1 | 1 1 | 1 ]
0 2 4 6 8 10 12 14 16 18 20 22 24

t/h

E2 =HFFREFRIATFEE KL
Figure 2 Growth curves of three Limosilactobacillus

reuteri strains.

L. reuteri T-BSL2 B4 K Whlxm, BF 5T
L. reuteri T-B5L1 (P<0.05). 4 pH 2.0 i}, 3 ¥R
(A He AR %L pH 3.0 M A BF R R, H. 3 ¥k
WL EZES . WKL LR, M5
FRIPEA 0.1% AUEREE, 3 RREYA B A
K e, Ho L. reuteri T-BSL2 14 24 K L 101 %
mrs BEE MBEVE R, MR AT EA
0.3% RHERET, 3 BREMA K LHY TR, HA
FETEM 25 5

2.6 = ¥k Limosilactobacillus reuteri 1
SLEES

—HFREX DPPH [ i 2RI EE [ 125 (OH-)
WA —E MG BRAE T, ERRIM I AFAE % 22
5o SR, L. reuteri T-B5L2 FR B0 H B & A5 BR
RESEaH(K 4).

Table 3 Bacterial biochemical identification of three Limosilactobacillus reuteri strains

(L3173 TN EIPME HEREE KbpH IIAEE R GisR svE b
Strains Cellobiose  Maltose ~ Mannitol Salicin ~ Sorbitol ~ Sucrose  Raffinose Inulin  Lactose
L. reuteri T-B5L2 - + - - _ + + _ n

L. reuteri T-B5SL1 - + - - _ T + _ +

L. reuteri D-109-1  — + — - _ T + _ +

+r PR - BAME

+: Positive; —: Negative.
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L. reuteri T-BSL2
L. reuteri D-109-1

r W L. reuteri T-B5SL1 a
I

o
(e}

a
b

AR L
Growth ratio (%)
ES 2

e}
(e

E3 =T RRIMEIAITEMELABELEE D
Figure 3  Acid and bile salt tolerance of three

Limosilactobacillus reuteri strains.

20 L. reuteri T-B5SL2
[ L. reuteri D-109-1

N L. reuteri T-B5L1

Bk
Clearance rate (%)

DPPH- OH-

E4 =T RRFBRITERMAIAE

Figure 4 Antioxidant  capacity of three
Limosilactobacillus reuteri strains.
2.7 =%k Limosilactobacillus reuteri H

HIERE

SREBEANE SC 13312 A= KB HE S 58 T
il E. coli K88 1526 HIRES] . #F—20 LUK 3 #RIA,
IR L. reuteri T-BSL2 ## 2 #RECH H A HE J134
B 5% (P<0.05). L. reuteri T-BSL1 #1 L. reuteri
D-109-1 #ll] E. coli K88 1526 M RE )1 TG b 3 2%
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S, 1H L. reuteri D-109-1 fii ] SC 13312 A HE
BEET L. reuteri T-B5L1 (/& 5).
2.8 =1tk Limosilactobacillus reuteri B
M 2414

Kl 3 Bk L. reuteri X} 17 FpitE R (7 25414
RN RURME . S5 R 3 BRI X IR A
R AT EIUER RS E R A
Yoy, WMEERIE. LMEREIE RRBUK,
X G e B 2 p AR 2R b BE AU . Ho L. reuteri
T-BSL2 X kAR 2 0 4 P R BUstE S
HoAh 2 BREAFAAEZE F(GR 4)0

2.9 = ¥ Limosilactobacillus reuteri
MGEs EZ /0 E

X 54~ MGEs bric &M (ind 1, intl2. tnpA02.,
incP-oriT Fl incW-rep)#t 3 ¥k L. reuteri I 1748
X E B (B 6). HoO f4 3 D 95 DL KA O X I
S5 5 B R R B AR I MGEs 3k [ #8 DURCAEfE 22
S H A L oreuteri T-B5L2 TE intll. intl2.
incW-rep Fl incP-oriT iX 4 NFEH W EE 5T
L. reuteri D-109-1 F1 L. reuteri T-B5L1 (P<0.05).
TE mpA02 JEIH 1, 3 BRER HYZE K $5 DLECS H,0
AORINMEART , AR 3 BRI T RES AN B %R

L. reuteri T-B5L.2

[ L. reuteri D-109-1
BN L. reuteri T-B5L1

38}
(=]
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Table 4 Antibiotic sensitivity of three Limosilactobacillus reuteri strains

25| Category Y E A4 PR Antibiotic name L. reuteri T-B5L2 L. reuteri D-109-1 L. reuteri T-B5L1
DU R PU3FE Tetracycline R R R
Tetracycline antibiotic 3 418 % Doxycycline R R R
K FRE Minocycline R R R
TR PR 5253 Streptomycin IR R R
Aminoglycoside antibiotic “F7I8%; % Kanamycin R R R
Fi K- 5 Amikacin R R R
PR B Z Gentamicin S R S
HaRRBHUER Z R PUAK Ampicillin S S S
Penicillin antibiotic 7% 2% Penicillin S S S
LA EEIAER 3 F61UR T Cefoperazone S R R
Cephalosporin antibiotic S #A Ceftriaxone S IR IR
S A AR Cefazolin R S S
Sk A4 Cefuroxime sodium IR S S
AL BEE Cefacil S S S
BEkPi A2 J7 18 % Vancomycin R R R
Glycopeptide antibiotic
FETE ISR Bt &L Enrofloxacin IR S IR
Quinolone antibiotics
B EE ISP A R 4% & Chloramphenicol IR IR IR

Aminoalcohol antibiotics

R: (REUEIENHE R EAE<14 mm); IR: *PEUBPEETRHIE H1215-19 mm); S: S HURWEEIR B H 45220 mm).

R: Low sensitivity (inhibition zone diameter<14 mm); IR: Intermediate sensitivity (inhibition zone diameter 15-19 mm); S: High

sensitivity (inhibition zone diameter>20 mm).

L. reuteri T-BSL2
% L. reuteri D-109-1
B L. reuteri T-B5L1

Ix10°-  m H,O
o % a
é b a eb I I
ERE FRE b by
o
Ig 3
sz c
= 1x10°t
<
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&

Elo =#HFFRERMBRIATETMGEHENEE
Figure 6 The absolute quantification of MGEs in the

three Limosilactobacillus reuteri.
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AR ISR 21 BRELRR T, b EEER TR
10 Bk, BT bl e, H T4 K e i A1
R g TR, A B R R AT IR A SR o
AN, ARWFFE IR 432 2] 1 B L. mesenteroides
T-Y2Z-1, {HI% 8 % 70 B A & i
YU R, HEM L. mesenteroides T-Y2Z-1 1]
AESE I o IR R AU ARG IB ) B TR, ik
Vs 1 SR A

FLIR T Y 3 A R i A R K Ak
G, BRI RS EL
e FE DA OERY S IEAh, Lee Z5P2H5E K BNFL
FREES et i TN 0 L RE . I,
B 5 A A LA TR R 2 ] Y FL IR 7 o 2 e O R

http://journals.im.ac.cn/actamicrocn



3174

FAN Qiuyue et al. | Acta Microbiologica Sinica, 2025, 65(7)

AmRWiEIT AN E. 4R 2R,
L. reuteri R Z [l FLIR ™= BAFE B E 25,
XA R K ANTR] L. reuteri AR TE LRI ZH 1%, F
FAEZES, FRADETER KA A PG A 56 3L [
D7, X625 AT RE S BOA [ B AR 7E 7 R BE

ORI 45 R R IR L. reuteri
T-B5L2 MFLIR = s o A T S SL48hndh

AR, (GEEE L. reuteri E4T G 2215
K SCHRt R, L. reuteri J&—Fh AW 110
AR IR L. reuteri AT EE L.

VENEHE, L. reuteri T 5 H. 45 9B T 5%
YEA R RS M8 A RIS, L, ABFIER
M7 LR T Y i R RN T E R BE 7 . A5 R R
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Vi B AR g v HLAT S SR i 32 1 R T fig
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FLIR T BT AL RE 77 3225 LA if A5 i A R
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g A Bt A Y L

E. coil K88 FIVP| TR & R BUKIE TS 1 H UL
HO R, AHESR RN T FLIR L WO X
2 FREUR A AN GIRE 1. SRR, 7E 3 MR
W, L. reuteri T-B5L2 WA GE 1 deok, H HAW
il SC 13312 MY HE J1 58 T4 E. coli K88 1526,
X 5 R A BT 5T 45 R — PN HEM L. reuteri
T-B5SL2 WY TR RE /75 Al g 5 H FiE W b AL i &
A K.

WA R R, 25 A4 R A T 2414
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PR EUSYE . S5 BN, 3 BRI 2 M
RAGIPI), X 5%aiot o a5 L e
i FIUES UL 25 A TR R 78 551 A9 i 247 36 PR 4 4 2R —
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