Chromatographic methods
Analysis of Human mammary eplthellal cells
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Elektromigracni metody
e SDS polyacrylamide gel electrophoresis (PAGE)

— Déleni dle molekulové hmotnosti
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Elektromigracni metody

isoelektricka fokusace

— separace proteinu polde jejich

isoelektrického bodu (pl)
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Protein v nasi ukazce ma izotelektricky bod pfi pH 6,5



Elektromigracni metody
e 2-dimensionalni elektroforéza (2-DE)

IEF ~ SDS PAGE

MS analyza

| it 4
.. —‘.
. -
:':‘ 3 - i
- - -
“ ' p =
- - - -
PR ,
,// % 1 4
L
4
.é‘/?
V4
L 13T,




kDa

200~

150-
100-

75-

50

37

25- . -

15- -

10- = - =

2-D elektroforéza bunék pankreatu



2-D elektroforéza bilkovin z lidskych ES bunék
(A) barveni stiibrem, pH 3-10, 12.5% akrylamidovy gel, oznaceno 123 uréenych skvim
(B) a (C) zvét8ené oznacené oblasti; (C) rozliseni v 8% polyakrylamidovém gelu



Kapilarni elektroforéza

 Podrobnosti viz prednaska o kapilarni
elektroforéze



In 50 nM HEPES After Desalting

and 100 mM GuCl on reversed phase C18
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Viiv soli ve vzorku na déleni. Tryptické stépy aspartat aminotransferazy.
Kapilara 100 (92) cm x 50 um, teplota 30°C, pufr 50 mM fosfat, pH 2.5, napéti
200 V/em, nastrik 200 mbar.s
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Viiv pufru ve vzorku na separaci tryptickych stépu hovéziho sérového
albuminu. Kapilara 80 (72) cm x 50 um, teplota 25°C, pufr 30 mM fosfat, pH 7.0,
napéti 310 V/cm, nastrik 200 mbar.s
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Vliv koncentrace fosfatového pufru na déleni tryptickych stépu p-laktalbuminu A.
Kapilara 80 (72) x 50 um, teplota 30°C, napéti 310 V/cm, nastiik 200 mbar.s
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Vliv pufru ve vzorku na separaci tryptickych stépu hovéziho serového albuminu.
Kapilara 80 (72) cm x 50 um, teplota 25°C, pufr 30 mM fosfat, pH 7.0, napéti 310
V/cm, nastiik 200 mbar.s
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Porovnani CZE a RP-HPLC separace (tryptic digest proteinti skorapky vajec)
Metody nejsou kompetitivni, ale komplementarni

nahore: CZE, dole: HPLC



Absorbance (200 nm)

Absorbance (200 nm)
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MEKC enkefalinovych analogi

(A) bez a (B) s pridavkem 5%
acetonitrilu v pufru.

Kapilara, 65 cm * 75 um, 100 mM borat
sodny, 100 mM SDS, pH 8.5, 15 kV,
25°C, 200 nm.

Identifikace:

(1) metsulfoxidovy enkefalin;

(2) methioninovy enkefalin; (3) [ala2]
methioninovy enkefalin: (4) leucinovy
enkefalin: (5) amid leucinového
enkefalinu; (6) leucinovy enkefalin-arg:
(7) proenkefalin.



Separace malych peptidit pomoci IE-CEC a CZE

5 (a) CEC .
o} Experimentalni podminky:
(a) IE-CEC kolona, 75 pum 1D, 375 um OD, naplnéna
27 5 pm Spherisorb-SCX, plnénd/celkova délka
2f 3 45 10/31 cm: napéti, 15 kV, UV-detekce pii 200 nm.
1t . (b) CZE kolona, 50 pm ID. 375 pm OD,
N ucinna/celkova délka 40/50.2 cm: napéti, 25 kV:
— UV detekce pii 200 nm.
o 2 4 6
t{ min ) Identifikace: 1, benzylalkohol: 2, Gly-Thr; 3, Gly-Ala-
Gly: 4, Glu-Glu: 5, Gly-Gly- Asn-Ala: 6, Glu-
. Glu-Glu.
(b) CE !
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SDS kapilarni gelova elektroforéza
(SDS-CGE)

27 cm Total Length Capillary

1 =C0range G

2 = a-lactalbumin (14.2 KDa)

3 = carbonic anhydrase (29 KDa)

4 = ovalbumin (45 KDa)

5 = bovine serum albumin (66 KDa)
6 = phosphorylase B (97.4 KDa)

7 = B-galactosidase (116 KDa) o
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The sample moves
through the micro
channels from the
sample well

The sample is
injected into
the separation
channel

Sample components
are electrophoretically
separated

Components are detected
by their fluorescence

and translated into gel-like
images (bands) and
electropherograms (peaks)

Micro-channels
are filled with a
sieving polymer
and fluorescence dye
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Accumulated fractions
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CE analyza — 65 pikd
3
- HPLC analyza — 40 pikh
- 4 HPLC + CE — 150 pikd
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