%16 % 453 W YR B Vol.16 No.3
2018409 A Chinese Journal of Bioinformatics Sep. 2018

DOI:10.12113/j.issn.1672-5565.201801005

EaAERIBEZEH Sch9 5 S6K1 W& 5 ThEE 4o th

XVE K,V A, i, w0
(TR s R Al 5 TR 2T, AR 610031)

T E.FABA Sch9 Sl s i SoKI RRF v FEaAERREE A, FIHANEEFFRILELA T Sch9 5 S6K1 #y3E 1,
P AL fE B IR X E E A R A A B R R R R EIR M R ALK R, AR Sch9 5 S6K1 By 45 A o
RN RRER B, EREY Sch HBH MR ZHEEAREA, T S6KI ABREFRENEXES, W AEFKME
JERM, WH B AT AMEN TR A, Sch9 5 S6K1 8y £ E R M3 h Tl &, 3 A S 1%F,Scho BT C2 &
F HkF1 PKe_like # K ik ,S6K1 J& T PKc_like #8 K 7%, Sch9 48 Z 1F A & & £ E A Cyrl Torl ,Tor2 Pkhl1/2, T S6K1 41 & 1k A
& A £ %A PIK3CA RHEB Rps6 .RPTOR .mTOR, & 7 # # 948 L {E il & A1k F i i, Fl 6, 247 B 7 Sch9 5§ S6K1 #
EAFTFEGE AL EMEE, b3t —FENTE Sch9 5§ S6K1 th o Fh e BRBMARET — S WELEE
K4BIA . Sch9;SOK 1 ; A 4 15 B 2 Th b s A EAE A

FESHES. Q255  XEKIRERE:A  XEHS:1672-5565(2018) 03-148-08

Structure and function analysis of lifespan regulation homologous protein
Sch9 and S6K1
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Abstract; Budding yeast Sch9 and mammalian S6K1 are important lifespan regulation homologous proteins.
Bioinformatics methods were employed to analyze the chemical properties, subcellular localization, signal peptide,
trans—membrane region, space structure, protein interaction networks, and hereditary conservation of Sch9 and
S6K1, so as to provide clues and basis for further studying structure and function of these two proteins. Results
showed that Sch9 was an acidic stable hydrophilic protein, while S6K1 was an acid labile hydrophilic protein. Both
of them had no signal peptide and transmembrane regions, and both proteins were most likely located in the
nucleus. The main secondary structures of Sch9 and S6K1 are random coil, both are quite conservative in evolution.
Sch9 belongs to C2 superfamily and PKe _like superfamily, while S6K1 belongs to PKe _like superfamily. The
interacting proteins of Sch9 include Cyrl, Torl, Tor2, Pkhl/2. The interacting proteins of S6K1 are mainly
PIK3CA, RHEB, Rps6, RPTOR, and Mtor. These findings indicate the interacting proteins of Sch9 and S6K1 are
also conservative. Meanwhile ,the analysis showed that both Sch9 and S6K1 had the structural features conducive to
protein-protein interactions. This study provides some theoretical references for further research on molecular
functions and regulatory mechanisms of Sch9 and S6K1.
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XNER 4 A R E R AR [ Sch9 5 S6K1 454 5 IR/t 149

4ESK Sch9 78 7 i R4 T AR R B I i gE . R
F1¥% B S6K1 & i 7L 2 ¥ & h 5% 2 FE AR | A
(mTOR) A NS BEALEE-3-#4 0 (PI3K) MK, H 5
R NP, A 5 B B AE B IR R E
W 7w, S6K1 W5 5 & ariiE, H A B Sch9 5
S6K1 MEPEEH

TEZEREIERE R Ph1/2 JH95 FIFRY AGC
i 52 % (4345 Ypk1 Pkel Sch9) ™ | Pkh1/2 A] LA#
A Sch9 Hh i PE A 1 1 IR 2 R ( PDK 3 55 >k
Wis Scho™' . B3 AMIFFE F W Sch9 & K C A
737 RLINETR A T — A RSF TR AL 5 (PDK2 i
AU R R AT W Sch9 55 EERE ) 5 i
PEEDIME 2 E AL Sch J& 7 iy P8 ¥
ZHF TORC1 ( Target of Rapamycin Complex 1) i)
A% , TORC1 Al BERR 1k Sch9 C A v 6 5k 2
TR L6 A PR 7E N R Z FP A i Thag ™ 7 Al
W& Scho 2 54 Aa 24 . e INE R
( Rapamycin, —F TORC1 F94 9061570 (9/ERT
Sch9 1] &A= W B R Ak, VA A% s A

mTOR ZMFL Y EZ W FmlEE A, R
22 R/ h AR R G, PR R UITE mTOR E &
¥ 1(mTORC1) H* mTOR 5915 25 “ Raptor” 45 &,
M7E mTOR & 454 2(mTORC2) H1,mTOR 555 MA1%
BEABURA 4> “Rictor” 856, FHE R T EZ/EHT
mTORCI 1fifJF mTORC2 "', mTORC1 i W A ik
JULEE 3-8 ( PI3K) /25 1B B(PKB / Akt) , AT
WRRR AL T e B A A% IR 25 1 S6 IS 1 (S6K1, Sch9
P RIVEEE 1) A EAZ R GG 7 4E 25 5 8 1 (4E-
BPL) MifE kB H AR . BT /R mTORCI 4§
SEWERE S6K1 Thr389 , MG S6K1 , #F Bk fk
AR ZE 11 S6 il it & AR Y,

YT Sch9 K S6K1 25 [ 7E A Wy 1k I 1Y) B 22 (1)
FETIRE, H BT = RGERXT Sch9 K S6K1 i
FRPE S54RI RER BT 5T, A SR A= W15 .
A FBA A T T Sch9 5 S6K1 & 1 Y 3 AL 1
T EER R S HAR EAE &R, ik — R AWFSE
Sch9 5 S6K1 & 145 F U e 54 ML Hl$2 it 1
iy

1 ARSIk

1.1 w4

Sch9 K S6K1 # 11 #Y Fr 91 % Bk B T NCBI £&
P, A SCHE PRI W B ( Saccharomyces cerevisiae)
H1 Sch9 (K35 . CAA40853) 5 A1 S6K1 (K %5 .
P23443.2) #ATHESY

1.2 i
1.2.1  Sch9 Y S6K1 AL BT 431

1 ExPASy B M R 5 P B ProtParam
(http://web. expasy. org/protparam/) . E. X} Sch9
13 32X R AR A AP B A T
8T, fd H Protscale T. H. (http://web. expasy. org/
protscale/ ) X} Sch9 5 S6K1 #Y3E #i /K P47 70 #r .
i SignalP 4.1 (http://www. cbs. dtu. dk/services/
SignalP/ ) 73 M7 Sch9 5 S6K1 45 oY) EI 7 5 Fl {5 5
AK, TMHMM 2.0 T. H (http://www. cbs. dtu. dk/
services/TMHM-M/) 43 #f Sch9 5 S6K1 Y B5 i
X3,
1.2.2 Sch9 5 S6K1 .4 g 7 {3z Tt

{4} PSORTII https: //psort.hge.jp/ ) #4T Sch9
15 S6K1 114 2 i 7 s T
1.2.3  Sch9 5 S6K1 M Rl K451 53 b

ffiF SOPMA T E. ( https ://npsa-prabi. ibep. fr-/
cgi-bin/secpred_sopma.pl) Fiil Sch9 5 S6K1 1) 2%
S50 B 45 B4 BT 7 ], NCBI [ Conserved
Domain (45 2243 HT Sch9 5 S6K1 (25 H3
1.2.4  MEAEHEA M

] STRING %4 4i )% (http ; //string—db. org/ ) ,
BEE B RER 0.7, M Sch9 55 S6K1 AHE/E 1Y
E{SITEN
1.2.5 Sch9 Y S6K1 Gt HEALA 4

il it BLASTp 18 %153 5] Sch9 7£ A [F] Fi e 1 £
rh Y [R] AR 1 S6K T FEA [l 9 A b i [w) 5 2 14 o
5, Clustal2. 1 B AFBEAT Sch9 5 S6K1 [A] I
FE ) 2 57 51 Loxh, i MEGA6 #k fF,
Neighbor-joining 77 ¥, 1% & Boot —strap 73 A7 H# & %
N 1000, FHE 5> TR

2 RS

2.1 EREWRBEY SR

S6K1 A a.b.c.d.e FLANIEI H X 55
SEPEWIA  NM_003161.3 . NM _001272042.1 | NM _
001272043.1 ,NM _001272044.1 ,NM _001272060. 1,
Sch9 5 S6K1 H K HAREE R s =Wy 3 Hr a3k 1,
2.2 Sch9 5 S6K1 BB R4

i 5 ExPA B4 % o Y ProtParam 7E £k T H i
W, AT453)] Sch9 5 S6K1 Z AN BRAL B, ik 2,

2 TTLLA Y, Sch9 2 5 S6K1 & ¥
FRPE R 10T, Sch9 5 15 S6K1 £ FIAN ] 2R M
TE:Sch9 & H R Fe e BT, S6K1 i AN Fa i M
i, 3 i e Y A SRR AN AR R]
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FIH ExPASy Zi4li 72 1Y ProtScale 7E4k T H.Fil 2.3 Sch9 5 S6K1 & B L4 7E i 53 17

M HHE Sch9 5 S6K1 EG /KM (W 3 LK 1), FIFH PSORTII 43 #r Sch9 5 S6K1 & [ 19 ¥ 4
HHE 1 A1, Sch9 5 S6K1 E/K X IR 2 T /K X Jk, e 7, 25 WFR 4, 7] F ) Sch9 5 S6K1 £ ¥4 %
YR TR KEAREA, 0 EE DL FE AN A

£1 Sch9 5 S6K1 EREHmL=H 5T
Table 1 Gene encoding product analysis of Sch9 and S6K1

A Yok AT A L2 ] 4£/bp A EH /A
Sch9 JAG=2/ iR 1 NM_001179336.1 2472 824
S6K1 17q23.1 19 NM_001272042.1 4§ 57 380 525

*2 Sch9 5 S6K1 HEHRELHERE
Table 2 Chemical properties of Sch9 and S6K1 protein

/E\

HH Vit 4y FH/ Da B AR %ﬁiﬁ’i%mﬁ; BB AE L
/%
Sch9 Cay006 Ho1ss N 113201204 S0 91 811.51 225 1R 10.2 5.69
S6K1 Co32 Ha120N724 0777805 59 139.55 BER/ AR 8.8 6.21
GigE| PRt B R AL T R R A L ENSYES EE 3 SRR
Sch9 97 73 33.89 64.39 -0.679
S6K1 74 68 51.00 73.39 -0.491
£ 3 Sch9 5 S6K1 FHEH KM
Table 3 Hydrophobicity analysis of Sch9 and S6K1 protein
HH AR IRA AT IR E IHH B K BB AV A BIERRAN R IHE HH BB
Sch9 231-233 RABENE -3.500 599 HER 2.200 IR
S6K1 5 KRR -3.222 158 SERIR 2.178 okt
ProtScale output for user sequence ProtScale output for user_sequence
> Hphob./Kyte & Doolittle —— 3 ‘ Hphob./Kyte & Doolittle ——
2t
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Bl 1 Sch9 5 S6K1 & HHIFEKMESHT
Fig.1 Hydrophilic-hydrophobic analysis of Sch9 and S6K1 protein
&4 Sch9 5 S6K1 ZF A /I L0ME i 53 47
Table 4 Subcellular localization of Sch9 and S6K1 protein %
e S — e i 5N H= N S AL EHEN AV A
Seho MR AT ETIREN il 72N Gl IS S
¢ 65.2 21.7 4.3 4.3 4.3 4.3
S6K1 i A% R TREN il it E AL Yy g A W .

39.1 30.4 17.4 8.7 4.3
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2.4 Sch9 5 S6K1 EEME SIS BIREMIES T
SignalP 4.0 T Sch9 #& 15 S6K1 & ¥ fH
SRS (W 2) . AR LB 2 A {5 S Ik X
B AF S KT ZE R W2 S,
£ TMHMM 2.0 il Sch9 5 S6K1 #& 144 Tt

#£5 Sch9 5 S6K1 EAE

SERIR (LKL 3) o E NI REAN Ry B AR ik
FILTR 100 % AT HEN (B A2k ) Fis R IX 3
(L) MR ILT-A 0, B L3 2 ik
e A X BT 7 o7 8 PR VA S I DX I, i AT
FHZE FON R AR BRI,

= BRI 5 47

Table 5 Signal peptide analysis of Sch9 and S6K1 protein

HH C e s I3 E NEEEST Y S {E S {H i A, SHE FHES IR E
Sch9 %5 66 i1 0.109 55 43 fif 0.107 o525 fir 0.126 0.450
S6K1 9515 ff 0.111 511 Hr 0.173 BN 0.173 0.450
SignalP-4.1 prediction(euk networks) : Sequence SignalP-4.1 prediction(euk networks) : Sequence
C-score —— » —
1.0} S-score —— 1.0r (S‘:-ssf(())rrg _—
Y-score —— Y-score ——
0.8 0.8
0.6+ 0.6
L L
3 0.4l S 04}
0.2 / S 0.2+
o T Tﬂﬂﬂﬂﬂﬂ‘mﬂ mmﬂwmmﬂﬂwr ol r/ mﬂnﬁmu AT \ TN
0 10 20 30 40 50 60 70 0 10 20 30 40 50 60 70
Position Position
(a) Sch9 (b) S6K1
B2 Sch9 5 S6K1 EHE SO

Fig.2 Signal peptides analysis of Sch9 and S6K1 protein
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Fig.3 Trans-membrane domain analysis of Sch9 and S6K1 protein

2.5 Sch9 5 S6K1 EBRF BIEHEHDH

FIH SOPMA 4347 Sch9 5 S6K1 # [ 1) — 9 4%
R (WL 4) , 5AH g5k b H (L3 6) itk AT
W, ,Sch9 5 S6K1 & 1Y — 2 25 M AR H AL, 48 Fh Al
LT A R AR

i#id NCBI A9 Conserved Domain %5 & J2¢ it il
Sch9 1 )& T C2 M ZK A PKe _like #8515 (L
K'5) . PKe_like #8015 H1 1) STKe 4514 35k BB 5 A 1L
WEIRBE AN ATP %8 2 8 IR I 22 AR/ 75 2R
FRAE b T AR R D R AL, TR B AR oK
G it A R0 LSS 0, 7 TR Xk B 45 A2 Ak 7 e
I R 2 T A T, Sck 1 7E H 3 7 0 R0 0 U ik &

(P AR AL PRSP Ve 0 Wl 7 Y AR T
HEALVE T 2 s, C2 45 BE S /e PKC
A E . P2 C2 BRI Ca® RO IEH [ 464
e, A G 2R B0, (LI 45 G WEIR , LIRS 2 Wk R NS
MAMEAEARSE, K2 C2 ZilERESA
A C2 G5 5 7 T I, BN A O C, 5l
THEDPA C2 A E B, R s &
A 1, R, BAEE XA C2 45 MR EA 4
P Y B | 2 R R AR, 78 2 4 B T T
PR Ypk1 S22 AR K B b 1, 7ERERE A IR A 5
55 SR AR ol 3 T T A A/ A
P A PRI 244 40 e R S B Tt A3
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S6K1 W& T PKe_like A (VLK 5) , H:
A5 22 R/ 7 PR T 1) AL 25 A 3k, B T
70kDa MR S6 ., STKs fEfL v A
ATP ¥ 5 8 8 (A RS Y b 1) 22 A R/ 75 A FR R 2
‘BAER STK mTOR ("L 204/ A s R 40hR ) 19 T Ui
BONE R A A T A LA 1 08 ek
YER . HHORRA S6, Bt iR N F eIF3 FIH S %52

RIRPIIRS-1 45,

%6 Sch9 5 S6K1 ERM - REHMHHT
Table 6 Secondary structure analysis of Sch9 and S6K1 protein %

HH o-BRE TR gl
Sch9 21.84 59.22 18.93
S6K1 28.19 55.81 16.00
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B 4 Sch9 71 S6K1 By —RLEH 1T
Fig.4 Secondary structure analysis of Sch9 and S6K1 protein
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Fig.5 Functional domains analysis of Sch9 and S6K1 protein

2.6 Sch9 5 S6K1 EBRHEEIEASIHT

ffiF STRING cdha 4 Tt Sch9 K S6K1 HAHH.
YEFRIRY 2 1 5, 150 R B AR BE 0.7, M 2 Sch9 M
S6K1 HE AN AEHI M4 (WL 6) . 5 Scho HIT 1f:
B &E A R F % 4 $#5 Cyrl, TORL ( Target of
Repamycin complex 1), TOR2 ( Target of Repamycin
complex 2)  Pkh1/2 4§, 1% ™ 45 3 K B 1 2 Wy iod 72
A : MAPK 2Bt 2 i ( GO : 0000165MAPK cascade ) |
g N 15 5 %% % (GO: 0035556intracellular signal
transduction ) . 55 4 e BE 4 2L AE 95 W) MAPK
3k I ( GO :0000196MAPK cascade involved in cell
wall organization or biogenesis) , W N B ) 4 T BE
H ATP 454 (GO ;0005524 ATP binding) |22 % B2/ 75
R E A B 15 M (GO 0004674protein  serine/
threonine kinase activity ) , ¥5 S 2| 0% 40 Jfd 4 1% A .
TORC1 & 414 (G0:0031931TORCI complex) .

5 SOK1 AHELARE 9 8 11 5 £ 2445 PIK3CA |
RHEB Rps6 . RPTOR .mTOR %5, % ¥ 2% 5 J 3 1Y 4=

Yook ®e A B R Z RS E T &R (GO:
0008286insulin receptor signaling pathway ) . 4 Jfg % i
5y Z 0 3 = B (GO 0032869cellular response to
insulin stimulus) B 1 P 2 11 6 0B O 135 53
# ( GO: 0007169transmembrane receptor
tyrosine kinase signaling pathway ) , ¥ & 2| #9453 ¥ Diig
A RNA R G 11 1 B3 35 DNA 454 (GO:
0001030RNA polymerase III type 1 promoter DNA
binding) . RNA B & B 11 2 % j3 31 7 DNA 45 &
(GO: 0001031RNA polymerase III type 2 promoter
DNA binding) .RNA -4 111 3 5 557 DNA 454
(GO: 0001031RNA polymerase III type 3 promoter
DNA binding) , # b 2| 89 40 s 41 8 A : TOR & 5 14
( GO: 0038201TOR complex ) . 0 B R ( GO:
0005829cytosol ) , ¥ K B 4 {5 53 [ A . mTOR {55
1 % (04150mTOR signaling pathway ) | il 5 F {5518
%( 04910Insulin signaling pathway) PI3K-Akt {E58
7% (04151PI3K - Akt signaling pathway) , AMPK {555

protein



53 1

XA A IR [ PR AR 11 Sch9 5 S6K1 Y4 H 5 T RE 43 AT

153

18 % (04152AMPK signaling pathway) .

2.7 Sch9 5 S6K1 E R L K5I Eb XL X R 4T
XA RN Sch9 M H #EAT 2 85 8 lexs, I Ay

HF IR (DL 7). TR 2B ( Saccharomyces

cerevisiae ) Sch9 & FH B2 LR ¥ 51 5 Saccharomyces

arboricola, Naumovozyma castellii, Vanderwaltozyma

Kazachstania

polyspora, Naumovozyma dairenensis

naganishii | Zygosaccharomyces rouxii , Zygosaccharomyces
bailii . Zygosaccharomyces parabailii ,Candida 4 AH L4
1M 91% 67% [10% 68% 66% 67% ,68% .68% .

(a)Sch9

68% ., ST IEILAR BEAH—B, KW Scho & A 7E
fead B B DR SE Y 43 F 2 RE, v LUZERHE Gk
AT,

XIAFEPFR S6K1 K kT 2 5741 L X, If44
AT AR (VLB 8) . A S6K1 25 FI ) 2 5L 1R ¥
SIS RR R WM A R AR KRR K
5 SR INE AR L5351 R 99% (99% \99% 99% |
97% 99% 99% 95% 97% 94% , 5 YR AL FL T AH
— 3, 3R] SeK1 e bt B A AR F AR Y

T IRE.

i,
(b) S6K 1

B 6 Sch9 % S6K1 EBHEEIEAMLK

Fig.6 Protein-protein interaction network for Sch9 and S6K1 protein
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Fig.7 Phylogenetic tree of Sch9 protein
65| XP 867363.2 ribosomal protein S6 kinase beta-1 isoform X1 Canis lupus familiaris XP 0039966651 ribosomal protein S6 kinase beta-1 isoform X1 Fels catus XP 004397728.1 PREDICTED: ribosomal protein Si
XP 003996666.1 ribosomal protein S6 kinase beta-1 isoform X2 Felis catus XP 004397729.1 PREDICTED: ribosomal protein S6 kinase beta-1 isoform X2 Odobenus rosmarus divergens XP 007086810.1 PREDICTED: i
46 NP 991385.1 ribosomal protein S6 kinase beta-1 Bos taurus Q6TJY3.1 RecName: Full Ribosomal protein S6 kinase beta-1 Short S6K-beta-1 Short S6K1 AltName: Full 70 kDa ribosomal protein S6 kinase 1 Shors
65!XP 014953953, PREDICTED: ribosoml protein S6 kinase beta-1 isoform X2 Ovis aries
53| NP 003152.1 dbosomal protein S6 kinase beta-1 isoform a Homo sapiens XP 001139182.1 PREDICTED: ribosomal protein S6 kinase beta-1 isoform X1 Pan troglodytes XP 002748224.1 PREDICTED: ribosomal protes
s4 XP 002834157.1 PREDICTED: ribosomal protein S6 kinase beta-1 isoform Xt Pongo abelii
XP 020017420.1 ribosomal protein S6 kinase beta-1 isoform X1 Castor canadensis
XP 007118396.1 PREDICTED: ribosomal protein S6 kinase beta-1 isoform X2 Physeter catodon XP 019800878.1 PREDICTED: ribosomal protein S6 kinase beta-1 isoform X2 Tursiops truncatus
65 | AAA42103.1 86 kinase Rattus nonegicus
XP 021067712.1 ribosomal protein S6 kinase beta-1 isoform X2 Mus pahari
NP 001025892.1 ribosomal protein S6 kinase beta-1 Gallus gallus CAG31278.1 hypothetical protein RCJMBO4 4j14 Gallus gallus
0.002

E 8 S6K1 ZHRsFHtLit
Fig.8 Phylogenetic tree of S6K1 protein
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ARSI AR B 2O o HrAE B Sch9 &
R MEAe e SR K B 1, TR 5 KRS BRI 8, 2 o7
ANMAZ Y A] BEME d K, Sch9 ) B 45 T
WG, BT C2 BEHEM PKe_like MR, HA
FEAMBMEEHMZHE LS, S6K1 ZEM AR
FE SRR ER ), JOA5 5 ORI 5 DX 35, 52 A7 M i A%
(AT etk f Rk, SOKI1 (R 5B — SR £ TC B il
J&T PKc_like 51, HA A T8 F UAH BLAE T
ZEFfEE, AT UL Sch9 5 S6K1 78 BEAL M 5 5 454
Uite A 2 A0, B e F AR S R SF

i STRING Z3#7, Sch9 B 5 B 9 oh BEPE SL 5
WE ) Torl \Tor2 Pkh1/2 M EAE AL, i85 Cyrl %
FIAMEAEHER, Cyrl R R, 08
cAMP 724l cAMP AKHPE B (IS 5 1% 10K
BN T PESZ Ras M Gprl Mot #8155 48
i Sch9 AT AT BERR LA ', M Sch9 Al it Cyrl
SEILXT Ras {5 530 B 19 Bl

TEMFLE 40 M, mTOR1 7E b 3752 3] PI3K/
Akt {5 553 B W T, IR VE R T R R A S S6eK1
4EBP1, 1] 4EBP1 Y5 eIFAB AJ 4 H.AF I 1 H.5 0 #
PRI B RN T BRI SN R S B E R
I K SRR B i R A

H T Sch9 5 S6K1 F 1k 1 5 | 25 #4 T REAH AL,
Sch9 & 1T £ #UE S5 H PDK1 {7 A5 B R {5 5
P PR SE K 2E 5 B B BT S A DDA O
Selman ZEHF5T & B, w5 SOK1 & A ZE K /)N Bl iy
LI PR 15 100 5 A B A 19 708 BB ARARL, TE 5K
SOK1 XiF 54 (1 1 45 5 # i PR i 4 561 R Sch9
B AR SR IR B AR AL, 3E— 25 0F 5% nT DA ST L i
Y C ol A FE I X 222 H R 95 2 R R A
LT 2 — 25 0 Hr A BRI 404 52 - S6K1 fY
FILAIIRE,

W XF Sch9 1 S6K1 B ALY 5t | 45 ¥4 T e S A
AR FHER (A 25 1) AT LA AT, R itk — 2 TR AE
5% Sch9 5 S6K1 [ DjRE i it iie 27
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