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Proteomicka analyza v klinickej biochémii < Zmena fyziologickeho stavu v organizme
(zmene obsahu proteinov)

- sledovanie priebehu chorobného stavu
- stanovenie diagnozy v skorych Stadiach

- urcenie priciny vzniku patologického stavu ATCC
(american type culture collection)

hmotnostna #

spektrometria refernénd laboratorna linia

karcinbmu prsnika MCF7

- vysoka citlivost, rozliSenie, reprodukovatelnost
- moznost prepojenia so separacnymi technikami
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bunkova linia MCF7 bunkova linia MCF7

llyza llyza

lyzat + fenol/chloroform

800 g
10 min. /
supernatant pelet 12000 g
/ 10 min. +\e’[an0|

jadrové protény

12000 g RNA 2500(.’ g
15 min. min.
supernatant pelet / \
protedm DNA
cytoplazmatickeé proteiny mitochondrie
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pH=3 pH = 10
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(izoelektricka fokusacia)

150 kDa

PAGE
(polyakrylamidova gélova elektroforéza)

Stiepenie proteinov trypsinom
(in gel digestion)
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2D-SCX — RP-HPLC (nano HPLC system Ultimate 3000 ,Dionex)

1. stupen separacie: SCX, ionovovymenna chromatografia
2. stupen separacie: RP chromatografia (C18)

Polysulfoethyl Asp 1 mm i.d. x 150 mm,
Dionex Acclaim PepMap100

SCX kolona — ™ Trap RP C18

:

RPC18 ~—  spoter

Acclaim PepMap 100 C18 column
75 umi.d. x 150 mm, Dionex

ztrypsinovana vzorka proteinov (in solution digestion)

acetonitril 95/5 (v/v) obsahujuci 0.025% TFA, 10 pL /min
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UltrafleXtreme MALDI TOF/TOF (Bruker Daltonik) I

meraci mod: refletron, rozsah od 700 — 350 Da

kyselina a-kyano-4-hydroxyskoricova

\

Mascot algoritmus (Matrix Science Ltd.)

NCBI databaza
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Chromatogram prohibitinu

[mAU] mAYI
110 E R B S O e A U L L Qi 4 IR S s S O o B | e G e A i ) v o | 80 |
oV = —

- - 0

Chromatogram vimentinu, tubulinu

l 25 min i 50 min

~ spoter —> MALDI <€— gspoter |

TOF/TOF

XXXV. Dny lekarskeé biofyziky Roznov pod Radhostém 4. - 6. Cervna 2012



Univerzita Pavla Jozefa Safarika v Kosiciach

) Lekarska fakulta
Ustav lekarskej a klinickej biofyziky

150 kDa

A
¥, -
e Protein name Database pl Mr (kDa) Mascot Match Sequence
. number NCBI score pepti-des coverage %
B = T
——— calreticulin precursor variant ai| 62897681 4.1 469 101 1" 276
protein disulfid-isomerase precursor gi| 20070125 4.6 571 74 1 18.8
tubulin, beta Qi| 57209813 4.6 47.7 88 16 39.2
unnamed protein product gi| 193787214 48 46.9 108 14 398
- mitochondrial ATP synthase, H+
v transporting F1 complex beta subunit gi| 89574029 4.8 48.1 225 % 598
vimentin gi| 62414289 4.9 536 173 30 476
ViM Qi| 47115317 49 53.5 173 30 476
78 kDa glucose-regulated protein
: precursor gi| 254540166 49 724 166 25 446
v s —_—— N = == HSP90AA1 protein gi| 83318444 5 68.3 7.3 15 2563
10 kDa__ _
e L heat shock 70 kDa protein
pH _ 3 pH _ 10 8 isoform 1 variant gi| 62897129 5.1 709 847 14 288
beta actin qi| 4501885 5.2 417 105 9 235
150 kDa -
eat shock cognate
71 kDa protein isoform 1 Qi| 5729877 5.2 709 838 14 288
HNRPF protein gi| 16876910 5.3 45.7 69.6 9 181
heterogeneous nuclear
ribonucleoprotein F qi| 4826760 5.3 46 109 16 328
ACTB protein gi| 15277503 5.5 40.2 118 11 308
actin, beta gi| 14250401 5.5 41 106 9 239
prohibitin Qi| 4505773 5.5 298 133 12 46.7
60 kDa heat shock protein,
mitochondrial gi| 31542947 56 61 625 14 31.2
Actin alpha gi| 30908859 57 284 66 6 232
HNRPH1 Qi| 48145673 58 49.4 121 19 39.4
Chain A, Crystal Structure Of Human gi| 203282367 69 473 60 10 273
Enoclase 1

10 kDa

pH =3 pH =10
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Dakujem za pozornost’
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