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#ZE: Wap65-2 (warm temperature acclimation related 65 kDa protein-2)/& 23 Z HLH —Fh L 3 Mi B A, 540
PR BE G T g I B B AR G o I IE ST IR SO T AE ST Wap65-2 JE 4K cDNA 751 B H 1 601 ME IR AL, £
B AN KITF I EAE, TGS —A h 436 NEIFERRALR. A F A 4.87x10° (AT (1, N ot 19 4Nk
HAFEGIRTFI . PP RGERACH rHT W], 1687 Wap65-2 55 BRI TE (0 R Ail, I BRI IR I ik
80.7%. {#HE{LET Wap65-2 2K mRNA FZAEMHRE, OFPLAH D ERIE, qRT-PCR 54TH7R, Wa4E IR
(Vibrio harveyi)lB4 &4 12 h JG, Tef T+ Wap65-2 2K mRNA RIE R 1, 24 h WAL, S Bt IR
6.89 fir. JUIZEIEALST Wap65-2 JEHI 4Ll . Western blot S HTR W, M4E ALY 12 h 5, febfili
Wap65-2 755 2501, 36 h A B i KMH, 4@ HEXT T 5.33 £ . 25 BTk, 16T Wap65-2 SRR IF 454 55 T4l
TR G g B AR G

FE42IE): Wap65-2 FER; FE85; IS 4EGINE; S 320458 & PCR; Western blot
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Cloning, physical and chemical property analysis of the
Japanese sea bass Wap65-2 gene and its expression
following Vibrio harveyi infection

SHI Yu-Hong, CHEN Jiong , GAO Shan-Shan, SHEN Guang-Qiang, LU Xin-Jiang, LI Ming-Yun

(Key Laboratory of Applied Marine Biotechnology, Ministry of Education, Ningbo University, Ningbo 315211, China)

Abstract: The warm temperature acclimation related 65 kDa protein-2 (Wap65-2), a teleost plasma glycoprotein,
plays an important role in immune regulation against bacterial infection. Here, for the first time we determined the full
length cDNA sequence of the Japanese sea bass Wap65-2 gene (1601 bp in length excluding the 3'-polyA tail). The
sequence contains an open reading frame that encodes a protein of 436 amino acids with a molecular weight of 4.87x10%.
The predicted protein had a signal peptide in the N-terminal domain containing 19 residues. Sequence comparison and
phylogenetic tree analysis showed that the Japanese sea bass Wap65-2 has a relatively high similarity to the
Dicentrarchus labrax Wap65-2. In the healthy Japanese sea bass, Wap65-2 mRNA was expressed mainly in the liver and
weakly in the heart and muscle. qRT-PCR results revealed that liver Wap65-2 transcripts were significantly increased
after a Vibrio harveyi infection, and peaked 24 hour post injection (6.89 fold increase). The Japanese sea bass Wap65-2
protein was expressed in Escherichia coli and subsequently used for antiserum preparation. Western blot analysis showed
that Wap65-2 was significantly increased in V. harveyi infected Japanese sea bass and reached a maximum of 5.33-fold
increase at 36 h. In conclusion, the alteration of Japanese sea bass Wap65-2 expression was tightly associated with the
progression of the V. harveyi bacterial infection.

Key words: Wap65-2; Lateolabrax japonicus; Vibrio Harveyi; qRT-PCR; Western blot
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DR H 5 B 335 S AT 6 FLAFR 23 TR R 6.5%10% 1
134 o %2R EE FAAFAE Wap65-1 Fl Wap65-2 5 5744
& (Hirayama et al, 2003). f57%& M, Wap65-2 HA
Z MY DRe, © 5 IR I Y (Hirayama et
al, 2003). 4R WM (Aliza et al, 2008)F14: K&K FH
(Hirayama et al, 2004) %5 % % fH ¢ . 1T 4F 2k,
Wap65-2 7521 B AP G e b 1) 4 Y H 2 5 S
AT (Cho et al, 2012; Li et al, 2011; Peatman
et al, 2008; Sha et al, 2008; Shi et al, 2010). H 77,
Z Fhth 28 Wap65-2 LR 741 O v e, BdE 2R 7 4L
#igfili(Tukifugu rubripes) (Hirayama et al, 2003). 75 fiff
(Oryzias latipes) (Hirayama et al, 2004). i3 fif
(Ictalurus furcatus) (Peatman et al, 2008). B i X &2
fil (I. punctatus) (Sha et al, 2008) . &I & fi
(Xiphophorus hellerii) (Aliza et al, 2008). FEARLRIK
fti(Harpagifer antarcticus) (Clak & Burns, 2008). 7
1 (Plecoglossus altivelis) (Shi et al, 2010) KR fiyi
(Dicentrarchus labrax) (Sarropoulou et al, 2010)F1°K
ik e Bk (Misgurnus mizolepis) (Cho et al, 2012),

1€ (Lateolabrax japonicus, Japanese sea bass)
ehrtyifn, LR 88 HEERHEY 8, &Rk
WARFA RN AR, BAT) iR SRy
s, e TR BRI K IR R — . BEE KM
FAFRT A AWK BRI FR E I AW
FRAHIN G5 Y515 2 VR (K50 W, A6 AR IR 5 I
SR R AR AR HLgs Pl i T BRI fE
(Wang et al, 2002). Fii/EFRMARERNMEGIRIT %
Gy FE BT PR RN 2R A SR L, B W A 4 R
o T IZ 2 WF T AE AN B S 0 I e 938 Y B M
HITEW 2R, 28056 & 290 IR,
IKF=EN I ST 2 — o AN SO i v [ f
Wap65-2 JEK cDNA 42741, B T JLF50RHE
RGN K R mRNA A LRIRRHE, 5 IR
AR T PG, I 20 R H 92 I 9808 € =
PCR (qRT-PCR) F Western blot H{ RMF5T T 1L T
212 Wap65-2 X mRNA AL Wap65-2 & (1)
RIE 55 4E (IO BE (Vibrio  harveyi) B G 10 AH < 1,
K HE— IR G Wap65-2 7510 4 o 11 fo 5 v 1)
S TAERIBLRIBEE T 2.

1 #MR57F%

1.1 FRIEHH5iKF
fit Fefe A T4 70~80 g, 1AK 4 15~22 cm,

W B TR SR o KA R TG1.BL21 plysE
WIMRFN R i R ik 4k pET-28a H A S = (R A7 .
RNAiso iXjl. SMART RACE cDNA amplification
kit. Ex Tag DNA %4 M. DNA Ligation Kit Ver.2.0.
SYBR Premix Ex Taq A& H Takara 27,
Gel Extraction Kit 4 Hl Omega A #]; 514 g
RAEDTARAT A A G IR N-BEE 8 F (PNGase
F)II4 1 New England Biolabs /A wl; 3T (BRI
g FRC I EHTN L 1gG) W H A5t i
WHARAF A, ECL A2 RIGRA G B
WA B 2= RGN ICR MR AH
TR L 2 B S B 0 o B 4E G MmO001
Iy BIRRK B i fh (Shi et al, 2012); HoAh Mtk 2424
T8I Ay [ 77 53 M 4l
1.2 il

g FEAE 85573 Ay L 20 RN R4, 3k 35 )2, el
SRR AT S 100 uL (3.8x10° CFU)IS4E K
JNB PBS i, A M4 ARG 5 [ ARG 1R
PBS. VIS5 12 h, BENLPRIZ G A6t 3 kAT
o SR A2, TRIAREAP AR (LI et al, 2009). &G4
AU IR A AE 85 53 73] TR J5 124 24, 36 #1148 h X
FE, BEIR 4 J2/40, Sorh RE KA g T 4 Ci
B 4h T, 205 I R T-70 Co
1.3 1£%5 Wap65-2 cDNA [F3IHI3K15

PEMUEFEA L B T 1208 RNA, & RNA £k
KA Ab o3 A BE TR 23 #1  H SMART RACE
cDNA amplification kit & &/l ¢cDNA, HEAKJ55Z
W KU Do MR 2040 P v 0 ) 2R 7 2Lt
T Wi, BE R, SR, AR
A1 LUK W8 Wap65-2 4 57 45 Mk ¥ v e 915 |
) Wap65-2-3t (+): 5'-“CGCTGGCTVGAGCACTAYT
ACTG-3', V= A, G or C, Y=T, C, H5iksl& A5
) Nested Universal Primer A(5'-AAGCAGTGGTAT
CAACGCAGAGT-3")Hi X} LA cDNA Atk AT 58
A e S N (PCR)SRAT 3'-3iia i 43 7415 B i R4
3'-Uiig 7 43 e A B UH R S 1) Wap65-2-5t (-): 5'-
TAATTGCGGGCATCCTTTGG-3', 5 Nested Universal
Primer A FCX 4 93545 5"l o0 741 7 i Eik
He R EE I B A BR A W 58 1, 7 91 DF 3R 43 46 By
Wap65-2 K 4K cDNA J741. 55 K741 Fii >R
Hi SignalP 4.0 #2/7 (http://www.cbs.dtu.dk/ services/
SignalP/). AL FERH MEGA 5.0 HAF
(Tamura et al, 2011), N-HEACA7 m 700K NetNGlyce
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T2 7 (http://www.cbs.dtu.dk/services/NetNGlyc/) »
1.4 T£8 Wap65-2 £ FE mRNA BJLHLR FIEFFE
S

A TR AF AL 6T Wap65-2 2Kl cDNA ¥ 1%
W RS jWap65-2 (+): 5'-CCCCATCGAGCA
CGGTATTGT-3'H1 jWap65-2 (-): 5'-CATGGCGGGGG
TGTTGAAGGT-3', WY 1 Bt 129 bp. 1R
PEAE i E 5 K [N B-actin cDNA 341 (HE577671) %
W51 jActin (+): 5'-CCCCATCGAGCACGGTATT
GT-3' Ml jActin (-): 5-CATGGCGGGGGTGTTGA
AGGT -3', WUHY 1 BB 190 bp. KH
RNAiso {A#2H 3 R & HZI58 RNA,
DNase I 4bFE, 25—4% cDNA & AT PCR 4 #6257
12:[H) SC#k - (Huang et al, 2011).
1.5 M#ERINE KL EE AT Wap6s-2 £

mRNA RIEEE N

Fil1 B2 0 A T I T I e AN [R] INF B 1 A i T
RNA, DNase I &b3 545 5 —4E cDNA, LLAH
Wi, S2i 952 B PCR (QRT-PCR)F I Wap65-2 Fit
PRI B-actin 2 Kl mRNA [ IAAR 1L, 514005351 K
jWap65-2 (+)/jWap65-2(-)F1 jActin(+)/jActin(-). &F41 4
ARG, BEMFERFRES 3 K. KM 27
Wap65-2 FE K| mRNA [ A Xf K & & (Livak &
Schmittgen, 2001).
1.6 {£&5 Wap65-2 B E M RZFTIEFMLE S &

WA Wap65-2 H& K 5% Rk § 154
piWap65-2(+):5'-GGAATTCCATATGGCACCTGCG
GCGCCACAAGA-3'H1 pjWap65-2(-): 5'-GGAATTC
TTAATCCTGACATCCCATCAT-3", FRIZ N Nde
I Fl EcoR 1 BEVIE w741, o100 9 65 2 114
Wap65-2 LB (5 F IR s E 185 . L cDNA
BIAR PCR 43435845 H 1 B, F7 38748 1% (wiv)
TN BE Ak K vk o B9 )5, A QIAquick  Gel
Extraction #4if,. H4EKILk: pET-28a-jWap65-2
P, PTG 755 3R FIUI i 4% 25 7 v 1) STk
(Huang et al, 2011).
1.7 ZEH[& Western blot 54T

A8 I35 35 (I RE S AL FE . SDS 40 . BL AN
ECL 1k 2% kR &5 J7 v 7 SC#k - (Huang et al,
2011) —HUN IR/ ERPTAEST Wap65-2 HLill
H, PN BRI AL EE R c L E PN B TG
1.8 FBEEELEN

AR B 0 S B, BUIE 21 9 ul (4

20 pg), &VENGH PNGase F BFUIALEE, 45 (1 EN
R Wap65-2 (Kong et al, 2012).
1.9 HIESH

gRT-PCR #1 Western blot 7347 5546 45 R4
PEMEERERR 22, SRR 207 2290 1T (One-way
ANOVA)EATZE LT 70 HT(SPSS #iA'F), e P<0.05 24
BHEES

2 &4 R

2.1 TE#5 Wap65-2 E & cDNA F5I45 4

KH RACE BRI MIZRAFEST Wap65-2 JE [l
3% P AR S 74, HLE X0 104 bp, HRAEIX
BT 514 1 B 2 P42 e 3R AT — B 8 BT T
B EAE ] cDNA J741. 1740 1601 MR 4L
% (EMBL % 3¢5 : FR828804), 3'- K i EL A5 poly (A)
P o JPHNELS — AN KIS T IR A, &L dh T3 32~34
frf) ATG BT, 261155 1340~1342 f7fH)
TGA Z 15T, Tl gmis—A 1 436 M4
B AR TR R 4.87x10° IRTRER . Rk
FI N i 19 NN S IRP S, A A 417
NG IERR YLK, X2 T N 4.68x10%,
Wap65-2 5 IfiL41 % 45 G B 45 B — 2 i AR A
M (Hirayama et al, 2003), Ifil£7 254548 A K IILLT
RN — AT 8 MARSTI7 B FERRIRIEA 2 4
R EIR, 102 Wap65-2 2 (1 B3 Hirp 7 4
PR IERIRIEA 2 AR . AEfelyirh, 1K L
FEFRHL IS )0« Trp207. Tyr212. Phe219. Tyr233.
Tyr240. Tyr241. Trp301. His249. His293 . NetNGlyc
TR T 7%, e Wap65-2 S KR 74 HA7A4E 3
ASATRER) N-BEIEAGAL 1L, 237104 Asn79. Asn124 Al
Asn208.,

J7 40 L xE R B, fE i Wap65-2 55 BRI ifg iy
Wap65-2 4L/ 741 [ fe s, 15 80.7%, HHE
1128 Wap65-2 [FIJETE A 59.5%~75.5 %. F: T4 K&
FER I RGBT, fEf Wap65-2 5k
PR RN ELAR R A £7 1) Wap65-2 B3 % (1),
2.2 7% Wap65-2 £E mRNA BY4HLFTIXFFHE

1effik N2 DNA % DNase 1 4bHLJ5, #HAT
Wap65-2 I B-actin KK PCR 43, KAy HE 450,
i35 LR 4] DNA ANSs 0471 45 5 A= 1
(& 2). fFEEST Wap65-2 FeH] mRNA T HE7E T
Rk, FELFIILA A D E RIS, HALAR
A5 2 IR ) 025717 (€ 2).
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AL b= e 160 - O Control group N
FARmIR 1 24 B Infection group .
bl RE 10t
Ky e gt Wap65-2 f:;?a 120 +
St <o)
PN S 60
01 B SR Al Wap65-1 8 g 40r
2 ol il
Bl 1 T NIV A R H & 2R K Wap65-2 S 0 . . ,
" . 12 24 36 48
7B I R G : .
TR 75 1 2 Gtk A A

Fig. 1 Phylogenetic tree of Wap65-2 gene sequences from
the Japanese sea bass (Black arrow) and other fish
based on the NJ method

AN BE 21 SR AN Wap65-1(EU030383). 43 ALK R 1 000 IRTEE
AT B EAS 1, HBREEIE 60% LA BB, Fr UK ¥R
ALERAE 0.1 REH . fE Wap6Ss JF5E k5 B X2
Wap65-1(EU030383). Rk (BKO06867). {Efi (FR828804). FHLAR
MR (AM408054). 151 (AB195241) %< J5 £L6Eff (NM_001032589).
Sl e f (DQ388969). Frfi (AM999340). B 55 X 2l (EU030384)F1k
iR (IN230715).

Ictalurus punctatus Wap65-1 (EU030383) was used as the outgroup. The
values at the forks indicate the percentage of trees in which this grouping
occurred after bootstrapping the data (1 000 replicates; shown only when
>60%). Accession numbers of the Fish Wap65 sequences used are: Ictalurus
punctatus Wap65-1, EU030383; Dicentrarchus labrax, BK006867; Lateolabrax
Japonicus, FR828804; Harpagifer antarcticus, AM408054; Oryzias latipes,
AB195241; Takifugu rubripes, NM_001032589; Xiphophorus hellerii,

DQ388969; Plecoglossus altivelis, AM999340; Ictalurus punctatus, EU030384;

Misgurnus mizolepis, IN230715.

&S o & ¥
P &N (& 5
IR RO IR

& ¥

B2 et Wap65-2 K mRNA (121 SR TERFE
Fig. 2 The mRNA expression patterns of Wap65-2 in various
tissues of the healthy Japanese sea bass
1: et 2] DNA (DNase I 4bBH); 2: JoARAR S 125 11 .
1: Japanese sea bass genomic DNA used as template (DNase I digested); 2:

Without template, used as negative control.

2.3 S54RI E R EERTES AT Wap6s-2 £

H mRNA Rk b

W 4 IG5 12, 24, 36 Al 48 h i,
qRT-PCR 4 HT 18 T Wap65-2 3K mRNA {4
WAk, SRR, SR AL, 12 h 5, B
1 Wap65-2 J: [N mRNA £i5 8 B #E481k; 24 h
N, ki g, 400 6.89 fif; 36 h, Kik
FOATI 6.23 £i%; 48 h I, FIk KA A T
HEKF (K 3).

Hours post infection (h)

B3 g [ G AR A2 Wap65-2 FE
mRNA FiLAZ
Fig. 3 Analysis of liver Wap65-2 mRNA expression changes
following a V. harveyi infection in the Japanese sea bass
* I # Pk 7% 5 (Indicates a significant difference) (=4, P<0.05).

2.4 Tk Wap65-2 HEZRIERMERHRAER

B9 N-¥EEAL 47

F4H JFUkE pET-28a-jWap65-2 20l 46 1, A
v BOTRE IR H 5 L3R4 46T Wap65-2 JE K%
HIR /I AT TE N 100%. S FUR AL K AT #i
BL21 plysS 4 IPTG 5% )5, SDS-PAGE £l %% #
FEAX 4> T 0 4.9x10* AL — 45 iR 15 S
FIEZA, SUHEHAEN /A 2 T (el Wap6s-
2-His-tag) %} 73 T &K/ (4.68x10%+0.20x10%)
—3 (B 4). ¥z BUiaifh 5 s N, il
P .

Western blot 25 R B, 166/ 3 Wap65-2 Ji 34
EESTHELAN 6.5x10%, HiF8EAE K 1.8x10% £
41, 248 PNGase F AR5, 1075 Wap65-2 J% 840 47
TRREA N 47x10°, S5 EEAY S, HR
Wap65-2 fA/ERIE G N-FEEAL 1 (K] 4), FopieE
TR, AR TR 28.1%

25 SRERIIEREHEXMESIE Wap65-2

ERKFT

A3 EL 12,2436 Fl1 48 h A6y 1M 351 T Western
blot 74T SIEEEXTRALAHLL, 12 h B, WA 4 RN R
TG AL I Wap65-2 2 6 2 # 48 1k; 24 h I,
TEREN; 36 h NS EIASIEE, AR SR
(1)5.33 i, 48 hINF, & italig, (HA) 25 m T 0 IS
= (Kl 5).

3 3t it
Wap65-2 JEPR H Fi AR a2 il . ASTH IR
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NC 1 2 3

(b)

Kl 4 1l Wap6s-2 B 1% RIS (a) LG
FRPIRFIREEEAL (b) B0k
Fig. 4 Prokaryotic expression (a) and the confirmation of

their posttranslational N-glycosylation (b) of Japanese
sea bass Wap65-2

a) SDS-PAGE Frllf6 % Wap65-2 P JsUZRIE T~ 1), 2% i il

G-250 Yt M: AIRARNS 43 F TR ARHERE 15T (x10°); 1: #1647 pET-28a

JFORLE BL21 plys E, IPTG T 2: #4bH pET-28a-jWap65-2 ALk

i) BL21 plys E; b) Western blot 43415 UE 4& 7 L3 1 Wap65-2 &1 ¥ N-

BiSAL, ECL . NC: BRI 125U RIS 9; 2. ehiilni,

K% PNGase F 4bBH; 3. {efilfilig, £ PNGase F 4bH,

a) SDS-PAGE analysis of prokaryotically expressed Japanese sea bass

Wap65-2; stained by Coomassie brilliant blue G-250. M: protein molecular
weight standards (x10°%); 1: pET-28a (+)-transformed BL21 plys E, induced
by IPTG; 2: pET-28a-jWap65-2 transformed BL21 plys E, induced by IPTG.
b) The confirmation of posttranslational N-glycosylation of Wap65-2 by
Western blot, visualized by HRP conjugated-ECL. NC: Negative control; 1:
recombinant Wap65-2 produced in E. coli; 2. Japanese sea bass serum, not

digested by PNGase F; 3: Japanese sea bass serum, digested by PNGase F.

12h 24h 36h 48h

Infection group —— “ | —

Control SrOUD  yuse SN

700
- 600 O Control group
B Infection group T

¥
500 |- H
400 F
300 F
200 b
100 F (_¥_I|i|

0 . .

12 24 36 48

S JERTH (h)
Hours post infection (h)
5 A2 ECHN B YL HT JS AR B 1LY Wap65-2 Western blot
iRl
Fig. 5 Western blot analysis of Wap65-2 from Japanese sea
bass serum infected with V. harveyi
a: 5 BALHA I Wap65-2 Western 45717; b: Western 45717 2K EEAE 43 4T
* BEMZER (n=4, P<0.05)

a: Western blot of Japanese sea bass serum from respective time periods; b:

Wap65-2 5L H AR A i
Relative expression of Wap65-2

pray value analysis of Western blot. *: significant difference (n=4, P<0.05)

el T A6l Wap65-2 FE R4 K cDNA J¥41 . Tl g
i (1 HLAA 028 Wap65-2 [ Y gE H s 1l HoA 1

SEI T ANBKEREER 2 AN R IR, X # 5 4
REGXMIERHA K. FHHTERY, & 5RO
fii Wap65-2 S AHABL, 24 FEIR T 41) [R5 ik 80.7%
HLFRIRFHE AT R W, 468 Wap65-2 FEK] mRNA
FEARNR P RIE, X5 e aRORiE 4R
4 (Cho et al, 2012; Clak & Burns, 2008; Hirayama et
al, 2003, 2004; Sha et al, 2008; Shi et al, 2010). f&f
Wap65-2 ik, v 8 [ EARX 71 BT 28.1%.

SCHRE 7R, Wap65-2 50 S 4 1 M 2 55 5 A
Ko il N TG il 5% #4E [C R (Edwardsiella
ictaluri)Ji, BE R SORAI 221 Wap65-2 25 A mRNA
FIEEZE LI 5% (Sha et al, 2008), il 4121
Wap65-2 #& Al mRNA Kk & L 125 ff
(Peatman et al, 2008); A I J& 4 i 1 47 0 (G
(Listonella anguillarum) 12 h J5, 7 i 41 28
Wap65-2 FEK mRNA K& B 2 £, Hedlgikils
T BARAK(Shi et al, 2010); K HHAE: 54T LPS
Ji, 2L Wap65-2 Z:Hl mRNA FKiAE Fif 6 fiF,
N TIEGER P Z LN (E. tarda) 24 h 5, 4
2 Wap65-2 #:[8 mRNA FiA& L 15 5, JFH
BN G 96 h FFLEE I (Cho et al, 2012). 1M
R S5 LPS DA W i By S ) Joft £ 07 ), T
2121 Wap65-2 5K mRNA [ IE T ARk, X ]
e 5% M Z 5% A KX (Hirayama et al, 2004;
Sarropoulou et al, 2010). AL 45 RKH, febyifif
Wap65-2 FE Kl mRNA %28 4 15 05 4 PG IR B G if
FRECEANOC, 12 h G AL, 24 h I R IAE )
WA, 48 h I, RIAMKE S HEFEXT UK. [, A
S AES LT Wap65-2 2 & st Al T AN 43 #r,
S5 RELW], HARNKEHAST Wap65-2 FEF mRNA
i IAR — 8, XHA/ET 48 h I, IfLE
Wap65-2 7 & A1) 4 5 78 8w K P, i 41 2R
Wap65-2 FEF mRNA ik O [0 5 5 il o) K,
TX B i £ 52 0 R i [ T B L LY Wap65-2 7 &
ALY (Li et al, 2011). T Wap65-2 &
K50 G B 1 e SN BILA H AT AN B, (R
IPRT I T4 7R, A& Wap65-2 FIMA& C3 [A]4f
ERE AN LRI (Shi et al, 2011), 4H75 Wap65-2
n e 50 AMEROE A K.

g5 LPTR, AT IRARIE T {655 Wap65-2 J
DR 2 18 5 s A PG I B R e I AR SR A DG, D fa
Wap65-2 [F1458 DhRERIE FHMLEI VR ANBIFFT B 58
T LA
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