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TE . [ B AT B ERFT M2 E 3 N T W 2R ULET B A2 K (Trkb ) DRG] 2 AR (R M MR R i isg g, [ 1A
FH qPCR J7iE5t Trkb AT 3R TE /AT s MU Trkd 3 F 3R B AR TF 75 U 2 W1 AR 408, FIH qPCR ., Western blot \EdU L)
K ELISA S5 HARK M 225K Trkb X T4 240 Mo 34 58 Je AR PERR IR R /- Wb g i, [ G558 1 Trkb 721260 AT I i VB AR
Tl AN AR S AN U P I 3258 (B AR SRR R OKOF B35 R T H A 21 (P<0.05) . Trkb 7EWIERAAHL AR LB B
BeE ek  HPTE 6 AR LU 545 (P<0.05) 76 5 HIRH 3 ARk KRR, 5X A I, 283k Trkb 3
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K Trkb 2588 TP R AHSCIL N FshB F1 LhG 135K A2 T AR M2 5 2 (FSH) 43 (P<0.05) . [45]
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Effects of neurotrophic factor receptor 7Trkb on pituitary cell
proliferation and gonadotropin secretion of Hu sheep
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Abstract ; [ Objectives | The study aimed to investigate the neurotrophic factor tyrosine kinase B receptor ( Trkb ) gene effects on the
pituitary gonadotropin secretion of Hu sheep. [ Methods ] Tissue expression profiling of Trkb was performed using qPCR. The
overexpression vector of Trkb was constructed and transfected into Hu sheep pituitary cells. The effects of overexpression of Trkb on
pituitary cell proliferation and gonadotropin secretion were detected by qPCR, Western blot, EAU and ELISA. [ Results] Trkb was
expressed in the heart,liver,spleen, lung, kidney , hypothalamus , pituitary and other tissues of Hu sheep,but the expression level in the
pituitary was significantly higher than that in other tissues(P<0.05). Trkb was differentially expressed in pituitary tissues of Hu sheep
at different developmental stages,and was highly expressed in pituitary tissues at 6 months of age( P<0.05) ,and the expression level
was lower at 5 days and 3 months of age. Compared with the control group,overexpression of Trkb gene significantly promoted pituitary
cell proliferation rate( P<0.05) ,and the expression levels of proliferation marker gene Pcna and Bel2/Bax ratio significantly increased
(P<0.05). In addition ,overexpression of Trkb significantly increased the expression levels of gonadotropin-related genes FshB and LhS3,
and significantly promoted the secretion levels of follicle stimulating hormone ( FSH) in pituitary cells (P <0.05). [ Conclusions ]
Overexpression of Trkb could significantly promote cell proliferation efficiency of pituitary cells,decrease the level of cell apoptosis,and
thus significantly increase the secretion of gonadotropin in Hu sheep. This study preliminarily verified the function of Trkb in Hu sheep
pituitary cells and provided a experimental basis for further study of the molecular mechanism of Trkb regulating pituitary function.
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AR BEFE AN 3G LA SRS S TS RS, Trkb 2 Bdnf R T AERN G LN RN FEAY
FEAE T R GAE NI S PR A SO P A T2 6K T R AR BE R L DRI R IR, Trkb FE#T 42 K
BB L SRR B T A 2636 RS AR Trkb PIRES 5 ORI AL K SR Ty DALk . Trkb REBR/IN BT 50
LA B33 B KT BAIG, BRI AL U] 8 B, O HLPRBEE R R O B AR AE =17 ik B8 SRR W] Trkb
DY A A FHE N A A ) E A (AR T R, TR U1 L AR /N U RY s TRKB 57 B 130 7 O
A5 R IR AT IR R AN A, 4 e DR SR RE R e N E B RE Y L BRIZ AN OIS TRKB {55 ARSIl
PRI IR IE R . BT R 8L, BDNF/TRKB {55 5 e i o B AR e VLIRS 3 Vil 26 (1 Rs B 3
( phosphatidylinositol 3 kinase/protein kinase B, PI3K/AKT) 445 4~ ks 40 0 b 5 22 g R A ) L e obh i
J¢ B BDNF/TRKB {55 22483835 TG R NG N AL 77 2 A g 4 i b, JF 3 5k 1 hn i 4502 77 J2 4 e 4=
KA IG5 &, o gk i LA O Trkd A b A A bt % 4 J AR, A AR 9 & B1
Trkb 25 PR AR5 LR AR PR TR T E s m A AR R L AN, Trkd 3L 225 M0 B 3R
WY LR S A OO RIRBR SR A R R, Trkb TESh ARSI DR FE R AR . EHT, 06
T Trkb JIRERT ST KRS b T 0P SUNCKL AN A &, TETRAAR A A IR D RE 1 AT AE

A TE L Sh ) 1A ) R N 0 D48 B, BEAS T8 Ik 07T i 8] 4 % R 2 A TR 4 AR K L K
B AR A BRI RE , A B e AR S A v BT AR AT DL A S I I BRI R (follicle
stimulating hormone , FSH) %Hfﬁﬁfﬁii( luteinizing hormone , LH) 2 MR IR R R AT
FAEFEIE S FEMEME D FSH BEAE 5 S AU SCRR AN ML b AR N 52 PR 25 & AT 52 G - & A= T LH 58 5 3
T80 S AL S A R 2 s T AR MM TR RSHL A et S S Uk 40 AR B % AR T R I R
LH W mT DL fib R HEGR 22 B GE R W, Trkb 2 5 445 3 AME il PR PERR IR BE  HE0 Trkb 7T R4
PRE E TR ORI ARSI S M A1 PE R A0 2 R v R T S il — 2B 5T

W 2F DA BEH 1 R, S R A S B PO il A B R R R RO B R 2R
AP BT HIRORHLAE S5 R L T B 2 0 2 E O A S S R IR T Trkb 4121363k

S, LA TR A0 M A T 58X G, BRT Trkeb Xof T4 20 i 14 58 S AR ME RO 43 W W 520, 5 7 R BIFIT Trkd

L EUIE eE i E N S el Sh B e R S oe e

1 #HE5EFE

1.1 HEARBBUAAREUAREFAMES S

LI JE AT B Ol A7 PR RSO [F) AR K B By B A2 (1D) (5 HiR(5D) 3 i (3M) |
6 Hi&(6M) F12 Z 4 (2Y) #1F . Zr il e BOR Rl A= B Be it i = 3 3, 38 5 S ks 1 7 XA B8 f 7 B &
SRS HE M BT B AR SEASUECT 2 mL AR R A T IRAE A T S
JCAE-80 CHBARIR VAR T IR AF . LA, SRAE oM W) F TR (AT FH Filve AL [RBERR 22 +hi ( DPBS) #hik 3 )5 &
F DMEM/F12( Gibico) 3539 H H T AR 410 4355

K Zheng 55 () ik oy B SEORAIAL . A6 P TR EER B AR 41 S0 PR b K 4141, 435
A 1 mg-mL™ (9 IV AR SR 2.5 - L7 G ( & EDTA) 7E 37 °C 4F FAKRUKIHAL 15 min , DA BRISET 4t
AL S0 T PRI 438 PO AR AN - 547 10% T84 94 01 1% UL (75, BEA 6
100 1U-mL.") ) DMEM/FI2 55963600 BT 37 C (5% SIS R oI . o T i
FI(FSH A1 LH) %70 2 1 b R A i HEA T 25
1.2 Rk FH

] Trkb-CDS 5191 (3% 1) BEAT PCR 438 SIS HEERC s bk 2l Ak [ullie H 974, 6 BamH 1 F1 Nhe 1
PBRAIHEAZIR N VI BETE 37 °C 25 4F T EEY) 30 min, VIS 2lifb, #5264k ¥ ] T,DNA 3% £l % 2 &
pecDNA3.1(+) B FRIRTRL , SR J5 55 AR BHFF I TransSo JEZ AN, S5 RIS KW R ZAGE 519
T7-bgh XF R AT PCR 473G R 7, B Ok 4 AT 50 7 BEIE W, S8 J5 HE AT B0k il $2 JF iy 44 S 41 B ki
pcDNA-Trkb
1.3 2 RNA Z2E R#¥FRE qPCR

K H Trizol 3% (Invitrogen ) HEHUH ZE45 2H 2 M AR N AY B RNA , 35 BB S F% SR8 65 ( Vazyme ) DL IH S
PAEG R cDNA, FIFH NCBI 782k [ 5 11 Trkb  UREJII 3 B W% (follicle stimulating hormone subunit



168 BMoa oKk L K % % HK %415

beta, FshB) MEFE KK B W3 (luteinizing hormone beta, LhB) . 34 58 21 il #% 410 J& ( proliferating cell nuclear
antigen , Pcna) \B 4 B/ F IS5 2 ( B-cell CLL/lymphoma 2, Bel2) \BCL2 43¢ X 4 4 ( BCL2 associated
X, Bax) I S LB E F (actin beta, Acth) FEHR W5 (£ 1), HERVEY & K519, VIRFE 1) cDNA i
M, 4796 5 PCR K il 4% H bR FE FAE XS R ik i, 286 A K R 24 20 wL: SYBR Green Master
10 pL, B FES144% 0.6 pL,cDNA 1 wL,#M5E ddH,0 % 20 pl., R4 7O 2l A&l 1 (2xX4)
BEE I 2644 :94 °C 5 min;94 °C 10 5,60 °C 30 5,72 °C 30 s, 3 40 MG ;72 °C 10 min, X645 5] H
27T R4S B RS A A
=1 ¢PCRIEMEBREERMSIMFT

Table 1 qPCR primer sequence of corresponding target gene

P Gene 5|9 J¥51) Primer sequence(5'—3") FEHIRAN/bp - Product size
Trkb-CDS ATGTCGTCCTGGACCAGGTG/CTACCCTAGAATATCCAGGTAGACTGGA 2514
Actb CGCAAGTACTCCGTGTGGAT/TAACGCAGCTAACAGTCCGC 146
Trkb GTTCAGCACATCAAGCGACACAAC/GGCATCCTTCAGCGTCTTCACAG 144
FshB GCTATTGCTACACCCGGGAC/AGTGGCTACTGGGTACGTGT 152
LhB GCGTGGACCCAATGGTCTCTTTC/ACAGGCCAAGGGTTGGGTTCTG 107
Bax TTGGCTGAGTCGCTGAAGAGC/AACTCCCATGGCCCCCAAAT 228
Bel2 CCTTTCGTTTGCTCGTGCTC/ACCTCCTCCGTGATGTGGTAT 273
Pcna CCTTGGTGCAGCTAACCCTT/GCCAAGGTGTCCGCATTATC 163

1.4 ERMHAEERIRE

29 6 LR A FE AL T 50% ~ T0% I, X%f HR2H % YL 23 20 BURL peDNA-3. 1, i B 2H 55 4 Trkb J5ok . B
2.5 pL 2 #HTRL peDNA-3.1 Fll peDNA-Trkb BUAL, 435315 5 pl P3000 45 T 125 pL Opti-MEM H4 41
53 1; 730 6.5 pL Lipofectamine 3000 %% 44 il f IR & T 125 wL Opti-MEM H44 20 53 2, ### 5 min 54
2 HAHIRAIIEREE 10 min, 375 6 FLAR T EA K57, F DPBS WEYE 1 AN , B R IR A, feJa
A 10% BaA4- M MR FRANE 2 mL, b3 48 h 5 USRI RNA 08 11 S b3 W o3 il FH ) 22
qPCR & F S BN ( Western blot, WB') NI G072 W B 56 ( ELISA ) &
1.5 ELISA MR HRHESE

MR AR FSH  LH AR B ELISA Rl i) & ud W1 45 (R &7 ) A% g 48 h J5 X R ZH a0 41 4 i
W FSH AT LH &4,
1.6 Western blot &l

FEIRANA A (0P B RIPA 85 (1 24 R R 40 i 85 11, B BCA 28 1 A3 57) £ ( Beyotime )
D E B MR B AR S 8 AR PERFR A, 76 70 °C R A& WE 10 min DIZEYE, 2B MEJE A LE 160 V 4
PRIk 42 min, 76 120 V 2544 F#41 55 min, JH 50 g- L' BEAS WO S IR EHA] 2.5 h, 764 CE&UFFE —
P % (TRKB HLIK I ABcolonal ; FSH HLHAI [ Abcam, LH Al PCNA HU{A4 [ AFFinity; BAX  BCL2 #il
ACTB HiKIA B Proteintech) , YK H , TBST P& & FH 25741 5 WK, B K 7 min, ffi [l HRP #Ric L 2EPi R 1gG
(Proteintech ) ZFEiRIFH 2 h, /5 H ECL B2 FA MR 8 FH Image] #XAF #1557 K FEAEL
1.7 EdU #ilF: 35 =4 40 A g 5E

fdi FH EAU 20 Ha 34 58 20700 £ ( Beyotime ) K6 U S (AR 40 MU MG FE 46, 4 TRAR A0 A FD T 24 FLAR T FR AR
JEIRF 50% ~60% A THE Gy, X BRI 28 844 IR IR UM Trkb 23Kk, A6 Y% 24 h J5H EdU T
YEVRIEE 2 h, AR5 IR EdU 30 & Ul B B UEA T84 |, B 7RSO L 3R A W AUBE 40 IR, (8 Tmage) #R14:
Gt It oM An LR BRI L
1.8 RS (IF) il

B AR5 2 24 FLERFRAR P, RN IR 5 70% ~80% B 4% 2 R S (PFA) 16 = IR &
& E 10 min, $5F DPBS 84 3 ¥ ; H Triton X-100 i#i% 15 min, DPBS ¥ ¥E 3 WA H 3 ¢- L' 4= Ly 7
FIRAIEEE 90 min, 43519 H TRKB Fl FSH —4Hiid 7% ; Yk H I DPBS PRk 3 IRG 1EREG 551 T E
Pt 1 h, i IR AR WA R
1.9 HIEAEESITHH

K SPSS 24.0 Geit- A AT ST REAS ¢ IEGFN Duncan’s £ EAGLK MR BV EE 3 R, 1
GraphPad Prism 8 28, Bl LIFHME AR R (x£SE) R
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HERESMH

2.1 Trkb EHFEREDHNERRIEDT

YRR A RR Y], Trkb mRNA TR0 E AT Il B R I SRS S 4 ek, 12

rh B B 225K, B 2w T HALZH 21 ( P<0.05, 8 1-A) . ILAL, Trkb RN ERIAA L AR A E
W Bt 2% 363k, i e 6M FUSEIRA 4 b E 3535, 7F 5D Fil 3M ByFE{ARZH 2 h 3k 7K P48 ( P<0.05, 18 1-B) .
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Fig. 1 Expression levels of Trkb in different tissues( A)and pituitary at different
developmental stages(B) of Hu sheep
1)ID:1 H## 1-day-old;5D:5 H#% 5-day-old;3M:3 H #% 3-month-old;6M:6 H i#% 6-month-old ;2Y :2 J& % 2-year-old.
2) RRI/NG PR 255 5.3 (P<0.05) . Different small letters indicate significant difference(P<0.05).

2.2 EXAPEEF TRKB Rik

R oy B AT 2N B SR AR A 77 T SR L AR R e A A AN S B RIE (B 2-A)

F A S e EH AT AN B ) 3 ST A A i 04T 28 5 , 4521 Wn FEAPRIC 8 1 FSH 7R R 2 4L

A 4 x 10 x . 20 x

100 pm 100 pm 100 pm

Hoechst

100 um 100 pm 100 um

Hoechst

100 pm 100 um 100 pm

2 BERALEEHFEEMAER TRKB RiLE R

Fig.2 Identification of pituitary cells by immunofluorescence stain and TRKB expression location of Hu sheep
AN T SR MR S Morphology of Hu sheep pituitary cells under microscope; B. FSH WYL @ FSH fluorescence staining;

C. TRKB %4t {4 TRKB fluorescence staining.

4x 10xH01 20550 HC e 4 4% 10 15 F1 20 R B3 15 50 ; Hoechst F/R AN e 4 (#5€5) . 4%, 10x and 20X represent 4,10 and 20

objective multiples ,respectively ; Hoechst means staining the nucleus with blue.
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b E k(K 2-B) . HEYEH TRKB fEEARANIE bt 26k, JF B RBEMMEFR b (1K 2-C) ,
2.3 Trkb T REHBEMERITRIELRIGIE

NP 3 s SHBIE Trih 5 PR #2007 2608 FORE (peDNA3. 1-Trkb ) HEAT %52 , BrONS W EE I0G v TR &5 R 3
HIIZ BRI F 8 K /NR 2 526 bp ([l 3-A) . XA TN , 255 55 GenBank H140F Trkb 55K CDS J¥ 5146
—3 (K 3-B) . RS R UL I EE T WIE Trkb 3R B3 3R 84K peDNA-Trkb

XA R ML AT Trkb 33 2835 BRI Y3, 726 4% 48 h J5 A Trkb 1) mRNA FIER 1R 1500,
Kl 3-C.D S5 RW] . 5XF R L, e e Trkb 1 F3K BORLS , FEAR AL Trkb 19 mRNA FIEE FIKOF-3RA
I RS (P<0.05) .
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G|CTAGCLTGTCGTCCTGGACCAGGTGGCATGGACCCGCCATGGCGCGGCTCTGGGGCTTC

b

10 (?00 Trkb CDS start BamH |
5 662 :TCCTTCAGAACTTGGCCAAGGCATCTCCAGTCTACCTGGATATTCTAGGGTAGL}LATCC
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Fig.3 Construction of pcDNA-Trkb vector and verification of overexpression efficiency
A. BRI PI LI A L peDNA-Trkb J5 (¥ L JK [E13% Electrophoretic map of pecDNA-Trkb after digestion by restriction
endonuclease; B. BamH 1 \Nhe I \Trkb CDS J& 3l 7 FIZ 1L 7 XY 751 Sequence at BamH 1 ,Nhe 1, Trkb CDS start
and stop region; C.D. 54t pcDNA-Trkb JFRLJG Trkb mRNA Fil TRKB 2 4 7K -1 %35 Expression of Trkb mRNA and
TRKB protein level after transfection of pcDNA-Trkb plasmid. * P<0.05, ** P<0.01. The same as follows.
2.4 EFRIK Trkb 3= FE A H 18 58 B 50
WNIEL 4 Fr7s SR BREAAR LE 3 3k Trib B 248w 7 IR0 Pena mRNA 1335 7KF- (P<0.01,
Kl 4-A) . Western blot il 25 R3], i3RI Trkb W2 & R & AR ANHH PCNA SR H £ X5 (P<0.01,
Kl 4-B.C), EdU iRInE5 1R 1 RI5 Trkd FEPRIN W25 58 5 1 IR 400 EdU FHE 2R (P<0.01, 18 4-D
E) ., DRSEHRERH i3RIk Trkb vl A kAR 240 s e
2.5 ERIE Trkb Xt#F A4 R T K00
WE S FiR . SXHEM L, ik Trkb BEREIN T Bel2 187 5K PR R A& (P<0.01) , Jf H B & 4#
5 1 Bel2/Bax HAE(P<0.01,8 5-A) . TEAEHKF I, Western blot i 5045 F W] | i F3h Trkd W o & 12
B T BCL2 WY AT Fik &1 (P<0.01, 8 5-B) . id ik Trkb L4 BCL2/BAX & [ AH X 335 /K F
) AR 3 8 TR R4 (P<0.01) . ERZE BRI J638 Trkd wT M Stk 4n i T,
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Fig. 4 Effect of overexpression of Trkb on proliferation of Hu sheep pituitary cell

A, BAFHARICIE A Pena mRNA AHXT 335 & Relative expression level of proliferative marker gene Pena;B,C. Western blot

K45 bR 08 H PCNA (19335 & Relative expression level of proliferation marker protein PCNA detected by Western blot;
D E. EdU 6l 2 4 41 i 4% 58 4% (I 6 2 A0 R, 40 (3% EdU BHPEARA, 7R 100 um) EdU is used to detect the
proliferative efficiency of pituitary cells( The blue is the nucleus and the red is EdU-positive cells. The scale is 100 pm.).

A

i
X

mRNAFINS

Relative expression level

A.

of mRNA

I
wn
T

[0 pcDNA-3.1; [0 pcDNA-Trkb
151

sk

=}
T

Kk

Bax Bel2 Bcl2/Bax
LA Gene
Es i

B
Y?}-\ \ad
= =
Q Q
QQ QO

¥

iz
P

SRR R

Relative expression level

[0 pcDNA-3.1; [0 pcDNA-Trkb
201 *k

Hk

of protein

L J
BCL2 BCL2/BAX
#H [ Protein

BAX

FRIL Trkb 33 E A0 T KIS0
Fig. 5 Effect of overexpression of Trkb on cell apoptosis of Hu sheep pituitary cell

AR IH TR FEF Bax 5 Bel2 X3 357KF Relative expression levels of apoptosis-related gene Bax and Bel2;B. Western blot £

M ANAEIH T-HH B H BAX 5 BCL2 235 Expression of apoptosis related protein BAX and BCL2 detected by Western blot.

2.6 WRIE Trkb 3T EEXMRMERBED DRI

H R 6-A 7] UL . 5%} IR

AL 5% g% Trkb 33 323K BRI 4% 5 T FshB A1 LhB () mRNA ik /K-
(P<0.01) , ELISA #2500 3 23k Trkb JG 5320 FSH &l 0 35 #2 5 (P<0.01) |, S gk AR 40 iy

Kk

FSH LH
# 2% Hormone

< 207 A 100
% L 90
g T ~ 80
S 1Sy oy 2 7
He SRS
® 2 D2
";g S 1ok £ 2 50
z 3 £ 2 10
< o 7l g
Z & ¥ 2 8
E 5 o5t & 6
fp I
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Fshp Lhp 0
P Gene
O pecDNA-3.1; [ pcDNA-Trkb
B 6 IF3RIE Trkb X0 3F T4 20 B2 14 AR i 2= 43 Wb B S5

Fig. 6 Effect of overexpression of Trkb on gonadotropin secretion of Hu sheep pituitary cells
AL IR E M I FshB Al LhB #H %t 2235 it Relative expression levels of gonadotropin-related genes Fsh@8 and LhB;
B. ELISA #:iMAEt4: I i 2% FSH A1 LH 437K F- The secretion levels of gonadotropin FSH and LH detected by ELISA.
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Sl FSH, EUZXT RN 7330 LH B R0 (18 6-B) o RS RN RIK Trkb AT A1) - a4k
A M PERIER FSH A9 700

3 it

IR TRE 2 0 B R AR R R B E M S A2 R EERT 5, EIRER T B
G — T R — 1 Bl 1 R R T, REAS IR T e IR S TR R 45 Rl R W IR T T Ui A, DA 2 4 R
PUARA R B DL R A QI A A BRI AR DR, 2 Ji W 2R R AR T RE VR P JE I, 8 R 12 TR R Th i R
MU EA AR, HRT, WA TR Th RERE N (A EF 9T 2 8 b T BMP Z 05 B TGFB {5 5 %, AN
LTI P 45 SR, Trkb BEDRAE 25 08 0 1 F A v i BE 3R AR . ARG B3I Trkb JERIZE M A Rl 4121
22 R RIE RS A ST A RRIF HAE iR @ik, BuAh, Trkb 26 RTR) H S B Bt 1 18 2 14
ZESEARIR . XUSEE R | Trkb LR AR 1 F R DI RE R b R EZAE . Rk, AR UL Trkd JEH N
WFERT RIS AE IR T D BE , AR R 0 - R D) RE i IR s L S AL D S HE

WFFE R, Trkb REMS S L UFRE S FORSS & I BB fb M P9 i U RR AR 5 , 00 T 9 1 WA -3 B, ie 7
SRR, &5 i A0 I A | A A S AR BRI AR i 0 A 2R UKL A0 B b i B9 R, Trkb BE NS A
BDNF 76 FiF PISK/ AKT 3 5 , e 2k 4 Uk 40 M s e A m s vk ) oAk, A s 320 Trkd figfs S50
SEANJIECAAS BDNF 256 300 ERK 38 B4 F T 5 N Ishikawa 06 5L, B A WESEHE , Trkd 0315
K252 REREBHINT BDNF {2 32 PR mi A6 o 40 1) 3 AR 9 B 7 R A, IR 4 3 i, e R =170 i
HhBFSE K I BDNE/TRKB {55 R GRS 5| 2 MAPK H1 PI3K {55 2006, 410741 P J5 190 7 38, AT 5 5
BT OB I R AN A s a , R FL A Y L R ST 4 SRR Trkb RENE 1R R A LA S0 O IR
PR AR AN A, A AR TR AN P ik Trkb SEDRS WS TR 4N A AE AR ) R R
=, I H AN FEARIC HE ] Pena 7E7G SRR PRk B BeAk, FRATMER 25 3Rk Trkb 167 51
EFUK 425 T BCL2 25 1R 35 /K LA K BCL2/BAX Ml , B Trkb %91 F SR 40 i BoA LM Ty
YER .

TF IR Trkb X TR 20 B3G5 A FEUNG 5% M W 36 572 M 0 40 L P AR 38 28 0 WA KT, AR A 5 i — 20 A i
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