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# Protoin: SPBP_RAT Prostatic spermine-binding protein OS-Rattus norvegicus GN-Sbp PE-1 SV~1 # Protein: SVS2_RAT Seminal vesicle secretory protein 2 0S-Rattus norvegicus GN=Svs2 PE=1 SV=1
¥ Papiides of selactod protain 4 Peptides of selected protein

Peptide Views | Prote Resohuticn | Peptide Views. | Protein Resclution

{Standardi 'Vl:l " P"

- 3084 AR

Standardised Expression Profies.

-

Standardised Normalised Abundance
N

°

Standardised Normalised Abundanee

R 1 b

2 1 -2 _—
Prostatic spermine-binding protein Seminal vesicle secretory protein 2
) o o The rat seminal vesicle contains six major
Spermine-binding protein is an S AL S B e e androgen-dependent secretory proteins The
androgen regulated ventral PR [l SVS Il protein is a major component of the rat
prostate glycoprotein that binds i o A copulatory plug.

various polyamines

5

IWNEDEDER LD
TNES/INOE (T
FhoEA(IBRE)IC
Bi%

Aminopeptidase N

Spe— Plays a role in the final
digestion of peptides generated
from hydrolysis of proteins by

2 e - g 7 gastric and pancreatic
proteases.

standardised Normalised Abundance

K6 b bImEICxd % ProteoMiner WLE D%

Trials were conducted with No. Proteins
ProteoMiner with reduced o 323 349
amount of proteins and beads — 00 4 273
1/5t and 1/10t. To reduce the 200 - 174
cost and sample requirement 503 -
1/5 amount was found to be Raws Standard | 1/stheads|  1/10th
effective for human serum
No. Progen Peaks No. MSMS Spectra
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Standardised Expreasion Profiles. »
1
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H
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1 Glutamyl aminopeptidase OS=Homo sapiens GN=ENPEP PE=1 SV=3
2 IBromodomain testis-specific protein 0S=Homo sapiens GN=BRDT PE=1 SV=4
3 ICatalase OS=Homo sapiens GN=CAT PE=1 SV=3
4 Protein FAM198B OS=Homo sapiens GN=FAM198B PE=2 SV=1
5 |Keratin, type | cuticular Hal OS=Homo sapiens GN=KRT31 PE=2 5V=3 ® 8 of the 15
6 Keratin, type | cuticular Ha4 OS=Homo sapiens GN=KRT34 PE=2 SV=2 proteins were
& Keratin, type Il cuticular Hb1 OS=Homo sapiens GN=KRT81 PE=1 SV=3 kerati n
8 Keratin, type Il cuticular Hb3 OS=Homo sapiens GN=KRT83 PE=1 SV=2 ® ’
9 [eratin, type Il cuticular Hb5 OS=Homo sapiens GN=KRT85 PE=1 SV=1 Men has more
10 Keratin, type Il cuticular Hb6 OS=Homo sapiens GN=KRT86 PE=1 SV=1 keratin!
11 Keratin, type | cuticular Ha3-1 0S=Homo sapiens GN=KRT33A PE=2 SV=2
12 Keratin, type | cuticular Ha3-l1l OS=Homo sapiens GN=KRT33B PE=2 SV=3
13 lLow-density lipoprotein receptor OS=Homo sapiens GN=LDLR PE=1 SV=1
14 IMyosin-13 OS=Homo sapiens GN=MYH13 PE=1 SV=2
15 [Tyrosine-protein phosphatase non-receptor type substrate 1 OS=Homo sapiens
B 11-2 b MRAPOLMRRNZY NI E
- -
Up regulated Proteins (34) in Female Samples
Standardised Expression Frofiles
o Male
6
5
é 4
; 3
£
3
F0
| )
&

1 |Alpha—2-macroglobulin-like protein 1 OS=Homo sapiens GN=A2ML1 PE=1 SV=3

2 |Alpha-actinin—-4 OS=Homo sapiens GN=ACTN4 PE=1 SV=2

3 INeuroblast differentiation-associated protein AHNAK OS=Homo sapiens GN=AHNAK PE=1 SV=2
4 Annexin A1 OS=Homo sapiens GN=ANXA1 PE=1 SV=2

5 nnexin A2 OS=Homo sapiens GN=ANXA2 PE=1 SV=2

6 [Scavenger receptor cysteine-rich type 1 protein M130 OS=Homo sapiens GN=CD163 PE=1 SV=2
7__[Cathelicidin antimicrobial peptide OS=Homo sapiens GN=CAMP PE=1 SV=1

8 [Coiled—coil domain—-containing protein 73 O0S=Homo sapiens GN=CCDC73 PE=2 SV=2

9 [Centromere protein F OS=Homo sapiens GN=CENPF PE=1 SV=2

10 [Collagen alpha-1(VI) chain 0S=Homo sapiens GN=COL6A1 PE=1 SV=3

11 [Centrosome-associated protein CEP250 OS=Homo sapiens GN=CEP?250 PE=1 SV=2

12 |Cornulin OS=Homo sapiens GN=CRNN PE=1 SV=1

13 [Cystatin-A OS=Homo sapiens GN=CSTA PE=1 SV=1

14 Disabled homolog 2-interacting protein 0S=Homo sapiens GN=DAB2IP PE=1 SV=2

15 |Fatty acid-binding protein, epidermal OS=Homo sapiens GN=FABP5 PE=1 SV=3

16 [Filaggrin OS=Homo sapiens GN=FLG PE=1 SV=3

17 |78 kDa glucose-regulated protein OS=Homo sapiens GN=HSPA5 PE=1 SV=2

18 Heat shock protein beta—1 OS=Homo sapiens GN=HSPB1 PE=1 SV=2

19 [Serine protease inhibitor Kazal-type 5 OS=Homo sapiens GN=SPINK5 PE=1 SV=2

20 _[Integrin alpha-M OS=Homo sapiens GN=ITGAM PE=1 SV=2
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Protein expression pattern between young and old human were similar

and fewer peptides/proteins could be related to.

CD59 glycoprotein

Interferon—induced protein with tetratricopeptide repeats 2

Multimerin-1 OS=Homo sapiens

Bl | N =

Sulfhydryl oxidase 1

B 13 b MRPOEMERRNS 2 NIE

Up Regulated Proteins (~ 460) in Obese Samples

$tandardised Normalised Abundance

i
. red S,

HLA class | histocompatibility antigen, A-80 alpha chain OS=Homo sapiens GN=HLA-A PE=1 SV=1
Alpha-1-antitrypsin OS=Homo sapiens GN=SERPINA1 PE=1 SV=3

Alpha-1B-glycoprotein OS=Homo sapiens GN=A1BG PE=1 SV=4

Leucine-rich alpha-2-glycoprotein OS=Homo sapiens GN=LRG1 PE=1 SV=2

Amyloid beta A4 protein OS=Homo sapiens GN=APP PE=1 SV=3

ATP-binding cassette sub-family F member 1 OS=Homo sapiens GN=ABCF1 PE=1 SV=2

Arf-GAP with coiled-coil, ANK repeat and PH domain-containing protein 2 0S=Homo sapiens GN
Beta-actin-like protein 2 OS=Homo sapiens GN=ACTBL2 PE=1 SV=2

Activin receptor type-1B OS=Homo sapiens GN=ACVR1B PE=1 SV=1

10 Aminoacylase-1 OS=Homo sapiens GN=ACY1 PE=1 SV=1

11 ADP/ATP translocase 3 OS=Homo sapiens GN=SLC25A6 PE=1 SV=4

12 Afamin OS=Homo sapiens GN=AFM PE=1 SV=1

13 Alpha-galactosidase A OS=Homo sapiens GN=GLA PE=1 SV=1

14  Agrin OS=Homo sapiens GN=AGRN PE=1 SV=5

15 Neuroblast differentiation-associated protein AHNAK OS=Homo sapiens GN=AHNAK PE=1 SV=2
16 A-kinase anchor protein 17A OS=Homo sapiens GN=AKAP17A PE=1 SV=2

17 Serum albumin OS=Homo sapiens GN=ALB PE=1 SV=2

18 Fructose-bisphosphate aldolase B OS=Homo sapiens GN=ALDOB PE=1 SV=2

19 Putative ALMS1-like protein OS=Homo sapiens GN=ALMS1P PE=5 SV=1

20 Protein AMBP OS=Homo sapiens GN=AMBP PE=1 SV=1

© N U WN R
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Too many
proteins
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regulated
in relation
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HbA1c (glycation) adduct of Human Haemoglobin Beta N-term Valine

Protein N-term peptide with (VHLTPEEK) and MS/MS Spectrum of VHLTPEEK with glycation
without glycation
) VHLTPEEK g
3 . 25
% wl - >} R 1 3;
] = - >t : 5
. i LH—cn & g
i S i
f 56, g l C==0 4 i
) [ sy ¢ g
l 1 x' HO——C—H H g
Non glycated m/z Glycated - m/z He G OH | 8
(2+) 476.7598 v (2+) 557.7863 . 3
H e G ——OH 100 200 300 300 500 860 700 e %90
m/z (2+) difference 81.0265 . ﬁiziﬁiﬁ’;sin‘:“““ peptide ux(cdf): 1113.555¢
Delta mass 162.052 By Mg & e foy -boon Sncielin B

HbA1c (glycation) adduct of Rat Haemoglobin Betal N-term Valine

Protein N-term peptide with (VHLTPEEK) and MS/MS Spectrum of VHLTDAEK with glycation

without glycation
VHLTDAEK El
piuf : :
goud B
1 e F >po | Lo
¢ ij } [ /—
i 17 W K £ BY -
i v HO——C——H
Non glycated m/z Glycated - m/z Homomee G OM
(2+) 456.7428 4' (2+) 537.7704 |
Hemwmas Gomnem OH 100 200 300 400 £00 600 700 800
m/z (2+) difference 81.0265 Monoisotopic mass of neutral peptide Mx(calc): 1073.5241
CH;0H Variable modifications:

Delta mass 162.052

N-term : Glycation N-Term Pro N-term (Protein N-term)
Ions Score: 39 Expect: 0.01

B 15 & b7IVT I 2 ORI ORI

10 Giveoted peptides have been detected by MASCOT

_ Mon-glycated peptides

;i

bl

seguence N atdiycetion  Varianie moaifications [posision]
i ADLAK YICENODSISSK 13 9 Gyoatio n NHKORC EHENCRS
£ ARFAEVSILVTDLTE om P Shyoation NHKORC (CHINCR]
¥ FIDUBRENFR ore 21 Syoation NEKORC HENGR}
3 EOTRLVELX @2 21 Ghyoation NHEORC [CHINOR|
BT LVELW Ere 2] Syoation NHKORS |CRENCR)
5 CYLYEIAR 35 1] Gyoton NHEGRC EHENQR]
SYLVEAR o 141 Giycation NREGRT [CHINCR]
5 RALTYETTLEE o B] Shyoatio n NHKORE CHINGR)
U YHTEICHE D ULECADD R 132 19 Ghcation NHEQRC € WKNDR|
3 TEVADESATNCDIS LHTLRS DK ors 348110 eation NHKORE EHENGSE)
TC VA D ES AF NCDIS LMTLRG DR {16)G 1cation NHIGRC CHENO R
§ YTICCTESLUNR B1Sycaton NHKORC ICRENGR]
in VIRAFTECODAA DK S1Gncation NHUOAC KHINOR

Glycated peptides

%

¢
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Co-elution of gylcated and non-glycoted peptides
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= Obese ““Overweight “~““Normalweight
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BT EDTE, TORESHIE 10O T +—T v MOBEBICHRY VA XTED. Copyright®© 2013 Life Technologies
Corporation. Used under Permission

. Array Cards ZRW=U 7541 LPCRO%#E

Array Cards T, B TICRT L2384 7 2 L3348 X 8§ 2D F ¥+ U N— T THRINTE
D, &7 Mz TTIRFIA ViEARDO TagMan® 7u—705Afy FEATVL S, TLAD
FHA L L TR, BASHEOVY Y 7L RGOS I ENTE, BETHE LT, 11~FX
380E{ET (1 N2 Y e —LHET2E6070) £T, AROHAAGHE TR
CEWPTEL, BETOBRREY 27 LTTTIRFVA v ENLY X P 0BT (K2).
YHNGER L ISR FORTY A MR WA F L FEL 72085, RO TIREICZ OB D FEHE
LTETEH, ¥ 1 EEACEE T —TBh o720 LTIy —2bH 3. Fi,
WEDHMNDIDIZTTICARAY oA A& N h—FbIeanTtsh, chzflioTdic
ERERRTAILLTES (RT).
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2 9xIdENULRTagMan® Array Cards OF 5+ 2 &EXDTRN
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EEHCFH 4 iB#® TagMan® Gene Signature Cards

[woR]

TagMan Array Human Immune Card

TagMan Array Human Endogenous Control Card
TagMan Array Human Protein Kinase Card
TagMan Array Human GPCR Card

TagMan Array Human ABC Transporter Qﬂe_rrg_lm
_TagMan Array Human Apoptosis Card

TagMan Array Human Phosphodiesterase Card
TagMan Array Human Inflammation Card
‘TagMan Array Human Angiogenesis Card n
TagMan Array Human Alzheimer's Card L A
TagMan Array Human Nuclear Receptor Card B =
TagMan Array Human Stem Cell Pluripotency Card

TagMan Array Human MicroRNA A+B Card Set v2.0
(AER) TagMan Array Human MicroRNA A Card v2.0 & TagMan Array
Human MicroRNA B Card v2.0 D b

TagMan Array Human MicroRNA A éard v20
TagMan Array Human MicroRNA B Card v2.0 dr

TagMan Array Human MicroRNA A+B Card Set v3. o
(AER) TagMan Array Human MicroRNA A Card v2.0 & TagMan
Array Human MicroRNA B Card v3.0D v b

TagMan Array Human MicroRNA B Card 'v3.0

TagMan Array Mouse Immune Card

TagMan Array Mouse Endogenus Control Card ot =
’l_’agMan Array Mouse GPCR Card

‘TagMan Array Mouse Alzheimer's Card

TaqMan Array Mouse Stemw Cell Pluripotency Card
TagMan Array Rodent MrcroRNé _pff?_ Cards Set v2 0

IaqMan Array Rodent MrcroRNA»A Card v2.0
TagMan Array Rodent MicroRNA B Card v2.0

[Sw k]

|

TagMan Array Rat Endogenous Control Card
gTaq&Man Array Rat Phosphodiesterase Carg
TaqMan Array Rat Inﬂammatron C?'d,,,_. ) N -
TaqMan Array Rat GPCR Card

TagMan Array Rodent MrcroRNA A+B Card Set v2 O
TagMan Array Rodent MicroRNA A Card v2.0

TagMan Array Rodent MicroRNA B Card v2.0
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O ARG L7+ > TagMan® Array Cards (4342247741, SA4 75749 /OY—X4t)

GeneChip % W TRERT U 72 8HE - AEEME B X OB B FHEEREBAMEE S~ 7 R
lEc B 2, RN RE LR L EBE 46 EEZBINL, Zhocl L TFa V%
A0 TagMan® 7a—7% %7 27 LGEIRL 7, BlED 2y Fe— LU #ETF & LTI18S ribo-
somal RNAME FN, #Fi-lcRBIcEoas Lo LETF2arybe—LE LTE
7z,

Array Cards {9 9 A T—HD % v 7 L2300 HTEETHY, 384 721D 7 4 —
<y bASFFATHE 22 ABI PRISM 7900HT (20134 3 HCHGFER4T) L IFVIIA™M 78 X
' QuantStudio™ 12K Flex & A5 4 (OpenArray® i2 b 3) 2S0EE RS, bhubhld
Array Cards #5849 6 2 DHEAEICHEH L Cwic b oo, EEOHHIE Z OEIROEA
FCHEER R iU o o7, ABI PRISM 7900HT 23 HAlgETH U, Array
Cards HHO7 v 77V —FXv b (A—FHS I VT uy 7 l%2ET) 2MATS LIS
IOEHTHREE R B, COFy Mo, A—FEY =V VI T300HEMHAY—F— (p.118
O2) L, H— FEEMECENT 2BEOWH A7 v P T b &EN TV S, Zofl, R
ELTH, MHOY 78 4 5 PCR EFIRE, AR L7cDNA > 7L & TagMan® Universal
PCR Master Mix 2308 & 7%, 738, Array Cards T, 7 x)LdH 7 hIc B KR I
2uLThh, PAY—I v 7 AR TELLLHIAELH S,

*1 fIE&(ESorvall ST 40 (—E
T4 v v—HYALIT T4 wItt)
EOMEBCTTAEINTSn . it
DRI THLEERNAEEY A TTE
ZO)I\ry SPMEMTBIBETH DN, D
NONO SR TEFPREDERIE LHE
h\ofefeth, Array Cards BICREED
O—%— (BR) ZAL.

himac CF 7D2 (HITACHIED |
) FArray CardsEHO—4—

Ol Bgpo> 7L
B THEES & CIREETHBEERRSADE 2 oo A5, 4RBHEB X248
B DR & FHHL 72 b — Z L RNA Z TR & L7z, Sl 8 X 48R T 74—~ v
PRV, 1208 — FTiR8 ¥ v 720w T 48\ G 1D 7 — 7 % fidht.

BRER - BRITRE
[J ABI PRISM 7900HT (2475749 /0Oy —X%t)
Array Cards HO 7 v 7 7L —FXx v bate, RBBCEIGEZHETLTE D, &k
ViIA™ 7 X Y QuantStudio™ 12K Flex > 27 L L7 5,
OY—<iLY1o5—
PTC-200 DNAEngine Thermal Cycler (/84 4 « 5 v Fi),
O MRy & —BREI FAH—
O Agilent 2100 R4 A7 F+Z4Y (FPYL YT/ OI—%)
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SEE [ B AETRIRY |

O B REss
himac CF 7D2 (HITACHI)
Fv b, HEE
{7 High Capacity cDNA Reverse Transcription Kit (43688147%:&, S1477o./0
I —Z4t)
Y7 T hF e — Rl
[1 TagMan® Universal PCR Master Mix (4304437%R¢&, S« 7574 /OY—X#h)
O Zanmkivy
O«4v7aeELzZiva—-ib
[ TRIzol® Reagent (15596-018%¢&, S+ 754 /AY—Xit)

1. b—%JVRNAHi
O YYRL DK U FROEREREFERICTRIRMEE, ~80 CLTRE

@ v A 100 mg 2% U TRIzol® Reagent 1 mLERWTESBL, KElcT20BMRy
H—BREIFA P —ICTITDDRT

O REVFAXULIBRESSHERICTHEL, 1 mLOTRIzol® ReagenticitLT0.2
mLOZO0ORILAZNZ S

O YYTNFa—TICLoMDEEEL, FTISPMMULCE®RL, ERT2~30KRETS
® 5°CItT1200 x g, 10AHEELIEET S

O RNARLEHOBHBABEICEFNDIOT, ThEHFLWIOTLFa—TIKNRY—ILE
Ny b ZERWTE- BT

@ FAWTRIzol® Reagent 1 mLIZR LT, 1Y 7OELFIL—)L0.5 mLEMZEAL,
RNAZLRBREES

O ERICTI0SHEKRER, 5°CIKT12,000xg, 107EELAREZTS

O B UL RNAZRDBWESIT EEENRY—ILERY hTIRE, MBRE ImLO75%T
7 /—=IbTHZELIE, 100~500 uL ® RNase-free water ICAfET 2
DR, AR THEFICL WEBAITE, EXy 54 v FRECTERZTS E £
HiZ, 55~60°ClcC103RA ¥ a =193,

O NRAATFFSAH—ICT, RNAQVAUFALBEFVITS
RNADZ AU T 4 DO RGEICE, Tsogen-LS (v R P—4l) & E, Bojb
¥y b EHOTHET S & Lw,

P ——
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2. cDNA &R
High Capacity ¢cDNA Reverse Transcription Kit % FivsTEA T O FNHIC TIT ) .

Q2ugDh—FILRNAICTHLT20 uL DRISHEEHEZD LS IC, @YV TILVEBICDHLERRG
REEHEL, 2URBEDH>TUTD 2 xRT master mixZXK EICTHY - B3

[2 x RT master mix]

10 X RT Buffer 2.0.451.
25 X dNTP Mix (100 mM) 0.8 uL
10 X RT Random Primers 20 ulL
MultiScribe
Reverse Transcriptase 1.0zl
Nuclease Free Water 42 ul*2
Total (per 20 uL reaction) 100 uL

#2 RNase Inhibitor ADD+w FEHWSHEE 3.2 uL & U, RNase Inhibitor 1.0 uL #&5
[CNAD.

@PCRFa—THULIRG I ILTL—MIT, FBEUK2 X RT master mixEH > 7ILE
EFaiEs %

O 1O uLDRNAY Y ZIVEMZ, EXRY TV JET2EBEEETADES

O TL—bERRERF2—-TIREELT BRAEYYIVL, BERE, Y—IILY1I5—
DEFETEBETKLEICEL

® 5°CIcT1,200 x g, 104 EEDSTREET D

O UToOREIT, ¥EERIGETS

<RT Ri5%&M4>

==y 25°C 104>
4

cDNABEL 37°Cc. 1209
4

RIS 1E 85°C 5%
&

RE 4°C oo

O RGETHE, YZN914LAPCRRIGIERT ZETRESREILTRET S
7L, 1 HREBEEAE, —20°CieTRET 3.
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3. Array Cards ZRW=U 7421 LPCRE#
O SEFEEFELTH B Array Cards #EBICEY
B 8DHBZI— ML, 1HR—K&H701~1000 ng®k—%JLRNA &DZ#HEhi-cDNA

BEZEATSELS, UTOBETRISEK (Reaction Mixture) £H Y 7ILF 2 —F s
ER3)

[Reaction Mixture]
1 UH—)— (R—hk) Bb

cDNAT > apLes
RNase/DNase Free Water 50—aul
TagMan® Universal Master Mix (2x) 50 ul
Total 100 L

#3 BH 10 uLEFER

© Fa1—TEBUERL, REVIUVTS

@ Array Cards Z/8v r—Yh Sl U, ESBTILIAETICLTRREICEL

©O 100 LLORIGHE (FEEBTRELLHD) %, FilIR—K 405 ->< D EIATOERY
MZTEATS (E30)

OB, WRICIEDE DRBBI->TH DT, £EZ2ANZBIEZARL, T LAMWIA
GRGEICALEFTERIRENL Y, $bTTEH——7u—LAvEdIcHEET S,

w4 UP—N—& EBMERICHD D UAEVADR. Gflld vent FR— .

B 8OHZYYTINR— b IARTICHET 2 Y Y 7ILORIGREEIAT S
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