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ELEKTROEOREZA

+ Elektroforéza je soubor
, které vyuzivaji k deleni latek
jejich odlisnou pohyblivost ve
stejnosmerném elektrickem poli.



Frederic Reuss

(1807)
Katoforeza




Elektrolioreza

(1909)
Leonor Michaells

Michaelis Menten Plot

v = Ymax - [S]
Km + [S]

asymtote

.

Initial Reaction Rate (V)

N
Km substrate concentration [S]




\/olna elekiroloreza
(1925)
.




\/olna elekiroloreza
Arne Tiselius (1902 ~1971)
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\/olna elektrolioreza
Arne Tiselius (1902 —1971)

Nobelova cena1948

ARNE TISELIL 5 g 2
LL“ NDF:.[LF’P = t} g




Zonova elektrororéeza
. (1989)
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Skylab
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Zonova elektrororéeza
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Stabllizace

sPorezni media - pory.



Porezni meadia
+ 1939 Papir
+ 1950 Agarovy gel
+1955 Skrobovy gel
+1957 Acetat celulosy
+1959 Polyakrylamidovy gel
+1979 Agarosovy gel



Stabllizace

o+Porezni media - pory

osKapilara—stena kapilary



Kapllarnirelektreioreza

1967 - H|erten
3 mmikapilara




Kapllarnir elekireioneza

1984 - Jorgensontukacseya
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Beckman 1967







1969= 2005 Projekt lidskene
genemu

Array windows

Tha pairk of detecdcn

Scan hoad

This is tha scanning
camfacal lasar cojecnve

. Anodo chambor
—

ctad
aZUra from

MEASURE THE DIFFEREMNCE

| I " ] DAA sampics ara
=« Four times the throughput «Lowest saquancing cost per base . : " ctad dmtanacEh

«More ganomes per week «Batter efficlencles: lese labor and les:

SCIENCEPh OtOLIBRARY



Sangereva enzymoya metoda
sekvenace DINA

Template strand

Primer strand

AGCT ACTAGC
AGCTAGCT ACTAGCTAGC

& Sons

Electrophoresis gel Extension of
primer strand

w

Resulting X-ray image of primer strand sequence
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Nzymy' — molexuianni
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Enzymy'— moelekulamirsineje

2H,0, — O, + 2H,0

Rychlostni konstanta :

> Bez katalyzy - 0,23 s

~ Pt - 1,3.10°s1
> Enzym - katalasa - 3,7 . 107st
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Enzymy'— moelekulamirsineje

Katalasa

2 H202 = | Oz + 2H20

Cislo premény 40 000 000 =2

1 molekula enzymu premeéeni
40 000 000 molekul substratu za 1 s



Enzymy — stanoveni-kencentrace
Escherichia coli

e !
25 000 bilkovin

3 000 bilkovin

Koncentrace < Katalyticka aktivita

[l
Substrat <«  Produkt



Stanovenit aktivity: enzymu

m Slochemie
m Molekularni biologie

m Klinicka diagnostika

B farmakologie — vyvoj leciv.
B Bjotechnologickeé procesy
m Bjoanalyticka chemie



VIetedy pouzIVane pre
staneveni aktiivity enzymu

+ Spektrofotometricke

+ Spektrofluorimetricke

+ Elektrochemicke

+ Radiochemicke

¢ Separacni - HPLC, GC, CE




Enzyme Assays

Second Edition
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\/{hody CE

+ Aplikacni diverzita
nabite i neutralni [atky
nizkomolekularni i vysokomolekularni [atky
chiralni i achiralni latky
bakterie i viry.



\/{hody CE

+ Aplikacni diverzita
¢ Jednoducha instrumentace




\/{hody CE

+ Aplikacni diverzita

¢ Jednoducha instrumentace

+ VVysoke rozliseni a Uucinnost separaci
+ Mala spotreba vzorku (nl)

¢ Rychlost analyzy (minuty)

+ Mala spotreba chemikalii'a male
mnozstvi odpadu (10 ml den)



Vyhoady CE

Kapilara jako reakcni prostor




Studilum enzymMovych rEeakel
pomoci CE

= ,Pre-capillary™

= ,,On-capillary™

= _Post-capiligny®




Studitimr enzymovych reakel
POMOCI CE
~Pre-capillary" provedeni :
- kapilara je pouzivana pouze pro separaci a
detekci

- nutna manipulace mezi enzymovou reakci a

separaci



Kineticke staneVvenl
glutathion S-transierasa

GSH
. conjugate

ol S—CH;—(EHCONHCH;COOH
’ NHCOCH,CH,CHINH,) COOH

— OH
"'if;;—ézH-r:l-t2
=/ —CH,—CHCONHCH,COOH
NHCOCH,CH;CH{NH,)COOH
Il. conjugate
Conjugate Il
Conjugate |

Siskova, Z. et al. J. Sep. Sci., 2005, 28, 1357.



,ENnd point™ staneveni
cytochrom P450 2C9

Diclofenac
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Studium; enzymovych reakel
pPOMOCI CE

~,On-capillary" provedeni :
- kapilara je navic vyuzita i jako reakcni

prostredi

- stanoveni je automatizovano - davkovani,

smiseni, inkubace, separace, detekce = CE



Elektroforeticky zprostredkovana
mikroanalyza

Electrophoretically Meaiated MicraAnalysis

EMMA

J. Bao, F.E. Regnier, J. Chromatogr. 608, 217 (1992).

rozdilna elektroforeticka mobilita enzymu a jeho substratu(t)
pro vyvolani reakce primo v kapilare
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EMMA




ENMMA - kontinualnifmod




ENMMA — zonalnimod




ENMMA — zonalnifmod

\/yhody. :

. Mensi spotreba vzorku — enzym,
substraty, inhibitory

> Vyhodnocovani



ENVMIMA —VVReARGCENI

G6PDH

Glu-6P + NAD™ — 6P-Glu + NADH

Kontinualnt mod Zonalni mod
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B.J. Harmon et al.,J. Chromatogr. A 726, 193 (1996). E.S .Kwak et al., Anal. Chim. Acta 397, 183 (1999).




EMMA —zonalnitmoad

)

{

vypnuti el. napéti: “zero potential amplification”




Studium; enzymovych reakel
pPOMOCI CE

~Post-capillary" provedeni :

- vzorek je nejprve separovan pomoci CE,
na konci kapilary je reaktor, kde probiha
enzymova reakce

- uvedenou variantu nelze pouzit
u komercnich CE zarizeni



Separation capillary

LIV
detector 1

Substrate tubing
&
e PT FE tee

' Reaction capillary

Buffer vial Buffer vial Ei]

Ground

|| CE separation capillary

Securing nut

Substrate
tubing
(PTFE)

1-3 mm

‘l D Detector

A. Emmer, J. Roeraade, Chromatographia 39 (1994) 271.



Studium: enzymu pomoci CE 7
(pre-caplillary versus en-capilliany)



Off line — pre capillary.

' Thermomixer:

Inkubace

On-line — on-capillary

1~

-3

Inkubace + analyza




/ Cusoy
H. SOy Fe, (SQy),
As(m) ‘ As(V)
Cu




rhodanasa — pre-capillary stanoveni aktivity
Volba sepanacnich pedminek

CN- + S0, —» SCN- + SO;%

|

0.1 mM TTAB - 15 mM borat pH 9.0

Glatz, Z. et al J. Chromatogr A, 1999, 838, 139.



rhodanasa — pre-capillary stanoveni aktivity
\/ollba separacnich podminek

CN- + S,0,% —» SCN + SO;%

|

100 mM B-alanin - HCI, pH 3.5




rhodanasa — pre-capillary stanoveni aktivity
Analyza standardu

Kapilara: kremenna, vnitini primér 75 um,
celkova délka 64.5 cm, efektivni
délka 56 cm

Davkovani : 50 mbar/6s

Separacni napéti: 18 kV (negativni polarita)

Teplota kapilary: 25+0,1 °C

Detekce: )\ = 200 nm (Sitka pasu 20 nm)

Vzorek : 1 mM S,05%, 1 mM SCN-, 25 mM CN-

v 25 mM HEPES pufru (pH 8.5)



rhodanasa — pre-capillary stanoveni aktivity
Staneveni aktivity.

Kineticky

30
5 25
=
=
m 20
s

15




rhodanasa — pre-capillary stanoveni aktivity
Davkeyvani

\/
r“‘*

Capillary
thermostatting

Diode-array
detector

Short-end
8.5 cm

Long-end
33.5 cm

Vial carousel Itherrnmﬂaﬂedi

Buffer replenishment




rhodanasa — pre-capillary stanoveni aktivity
,2ONOIt eENd’ Versus:,|I-ong endinjecion:

"LONG END INJECTION"

"SHORT END INJECTION"




rhodanasa — pre-capillary stanoveni aktivity
,ONort end versus' ,Long end injections

Short-end injection

Long-end injection

Doba analyzy 1.5 min 7 min
Presnost 0.11 % 0.04 %
migracnich ¢asiu (n=10)
Presnost plochy 0.33 % 0.82 %
piki (n=10)
Linearita 50 - 5000 uM 50 - 5000 uM
Korelacni koeficient 0.9993 0.9998
Limit detekce 2.5 uM 5 uM




rhodanasa — pre-capillary stanoveni aktivity
Stanevenitaktvity,




rhodanasa — EMMA stanoveni kinet. parametrt

\/olba separacnich’ parametru

Stejny pufr pouzit jak pro enzymovou reakci,
tak pro separaci produktl

pH optimum rhodanasy: 8.5

|

BGE pH 8.5 — (nepokryta kapilara, PVA — pokryta kapilara)

Novakova, S. et al. Electrophoresis,, 2002, 23, 1063.



rhodanasa — EMMA stanoveni kinet. parametrd

\/olba separacnich parametrul

Separace anorganickych aniontt (S,0,>, SCN)
probiha nejlépe pri nizkém pH zakladniho elektrolytu
— eliminace EOF

pH optimum rhodanasy: 8.5

|

Kombinace metody EMMA s "partial filling technique”




rhodanasa — EMMA stanoveni kinet. parametrd
[Davkovaciia separacni parametry

SE D L]
14, L l

“ Parametr Hodnota

=] PFesnost migraénich &asd 0,23 %
(n=10)

x| Pfesnost ploch pikd 3,88 %
(n=10)

25 mM HEPES Substraty v 25 mM I Rhodanasav 25 mM I 25 mM HEPES

(pH 8,5) HEPES (pH 8,5) HEPES (pH 8,5) (pH 8,5)
né/.;tﬁk Separacni napeti Detlkce
vzorku 18 kV (negativni polarita) 200 nm



rhodanasa — EMMA stanoveni kinet. parametrd
Stanoveni Michagelisovych konstant Km

15 mM 5.0

10 mM 8.0
smM §,0
30 2mM 5.0,
1mM 5.0

0 0.5mM 5.0°

1



rhodanasa — EMMA stanoveni kinet. parametrd
Stanoveni Michagelisovych konstant Km

y = 0,5839x + 0,0768
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*1mMKCN #2mMKCN  5mM KCN # 10 mM KCN 1/ [KCN] (I/ mmol)

Ky (CN) =760 mM Ky (S,05%) = 13.02 mM

S,0;” ‘\ /’ E SCN’
S0,* 4/\» ES CN’
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rhodanasa — EMMA stanoveni kinet. parametrd
Inhibice rhedanasy: 2-oxoglltaratem

(inhibitor pfidan do zény substrat()

~ sinhibitorem
bezinhibitoru

Novakova, S. et al J. Chromatogr. A, 2003, 990, 189.



rhodanasa — EMMA stanoveni kinet. parametrd
Diagnostika typurinnIbIce

2-0G K;(mM) Inhibice
S,05° 1.40 akompetitivni
CN’ 3.62 x 107" kompetitivni
S,05” ‘\ / E SCN
EeS,0;

S0,> «/\» ES CN
ES ¢ 2-0G L» 2-0G L» cyanohydrin




Haloalkandehalogenasa ecss.1.5)

RX + HO —» ROH + X + H*

Odbouravani halogenovanych derivatu uhlovodiku

Enantioselektivni organicke syntezy



haloalkandehalogenasa — pre-capillary stanoveni
Volba sepanacnich pedminek

RBr + H,O —» ROH + Br + H*

|

100 mM -alanin - HCl, pH 3.5
UV 200 nm
Separacni napéti 18 kV (hegativni polarita)

Glatz, Z., et al. J. Chromatogr. A, 2000, 895, 219.



haloalkandehalogenasa — pre-capillary stanoveni
Volba sepanacnich pedminek

RCIL + HO —» ROH + CI + HY

?

Neprima detekce




haloalkandehalogenasa — pre-capillary stanoveni

Neprima detekce

UV light source

5 mM chroman 0.5 mM TTAB pH 8.5
Neprima detekce - 315 nm / 375 nm
Separacni napéti 15 kV (negativni polarita)



haloalkandehalogenasa — pre-capillary stanoveni

Staneveni akuvity
supstrat 1-brombutan

Prima detekce Neprima detekce



haloalkandehalogenasa — EMMA

[Davkovaci a separachi parametny
Zakladni elektrolyt

20 mM pg-alanin - HCI, pH 3.5 - prima detekce
separacni napéti 29,9 kV (negativni polarita)

nebo

10 mM chroman 0.1 mM CTAB pH 9.2 - neprima detekce
separacni napéeti 18 kV (negativni polarita)
Davkovani
20 mM glycinatovy pufr (pH 8.6) : 50 mbar/4s
Enzym ve 20 mM glycinatovém pufru (pH 8.6) : 50 mbar/4s
Substrat ve 20 mM glycinadtovém pufru pufru (pH 8.6) : 50 mbar/4s

20 mM glycinatovy pufr (pH 8.6) : 50 mbar/4s

Telnarova, M. et al. Electrophoresis, 2004, 25, 290.

s



haloalkandehalogenasa — EMMA

StanovenitVichaelisovyrkenstanty Kim
supstrat I=-brembutan

0.7 mM

—

0.5 mM

Prima detekce Neprima detekce



haloalkandehalogenasa — EMMA

StanovenitViichaelisovyrkonstanty Kim
supstrat I=brembutan

Michaelis-Menten

Michaelis-Menten

s KM = 0,59 mM

Peakarca (mAL.s)
2 . - e = =

1.0
[1-bromobutane] (mM)

[1-bromobutane] (mM)
Lineweaver-Burk

Lineweaver-Burk

Lipeakarea (mAll.s)

N
Lo ‘\‘

1/[1-bromobutane] (mM) 1/[1-bromobutane] (M)

Prima detekce Neprima detekce



haloalkandehalogenasa — EMMA

Stanovenitmnipichitkenstanty K
Supstrat I-brombutan; inhibiter 15 2=-dichieethan

A

e e e N A e e .

L

1]

Prima detekce Neprima detekce

Telnarova, M. et al. Electrophoresis, 2004, 25, 1028.



haloalkandehalogenasa — EMMA

Stanovenifmnipichitkenstanty K
substrat 1-brembutan; nhibiter 1, 2-dichioethan

Michaelis-Menten Michaelis-Menten

A

Ki=0,63 mM .
: ———

Peak area (mALU.s)
Peakamea (mAlLs)

I=0mM
o 1=1mM
I=5mM
=20 mM

08 10 12 14 18 1%
[1-bromobutane] (mM)

06 08 1,0 12 14 16 18
[1-bromobutane| (mM})

Lineweaver-Burke
& |[=0mM
o |l=1mM
* 1=5imM
v 1=20mM

T
£
2
£
=
E
£
=

1/peak area (mAU.s)

0,0 0.5 1,0 1,5
L/[1-bromobutane] (mM)

i3 Z
1/[1-bromobutane] {mM)

Prima detekce Neprima detekce




,ere-capllian/ enzymoeVve stanoven|
stanoeveni aktivity

¢ Vysoka ucinnost
s VVysoke rozliseni
¢ Rychlost analyzy




,On-capillary” enzymeVe: staneVven|
studium kinetiky

¢ Vysoka ucinnost
s VVysoke rozliseni
¢ Rychlost analyzy
¢ Automatizace

¢ Mala mnozstvi vzorku

Studium kinetiky dvousubstratove enzymove reakce
(60 experimentu)

* spotreba vzorku enzymu - (1200 pl LE)
* doba studie - (10 hodin LE)



ENMMA
soucasne |ako predseparacni
metoda 7



Sulfotransferasa gc2s.2.1)

> cytosolicka
- biotransformace/detoxikace xenobiotik (II faze)

>»membranove vazana
- sulfatace glykoprotein(



sulfotransferasa — EMMA stanoveni aktivity a
kinetickych parametru

Reakce

SULT1A1

4-Nitrophenol

Velmi nestabilni Velmi silny inhibitor reakce
80 % (20 % PAP) K; = 0.4 uM

1 mg CZK 8,290.00

Vytiskova, S. et al. J. Chromatogr. A, 2004, 1032, 319.




sulfotransferasa — EMMA stanoveni aktivity a
kinetickych parametri

Predseparace PAP: od PAPS = MEKE (cholzt)

Separacni odminky:

BGE: 150 mM HEPES, pH 6.5 +
20 mM kyselina cholova
Kapilara: Ly=31.2 cm (L = 21cm),

75um L.D.
Napéti: + 10 kV
Teplota kapilary: 37 °C
Detekce: 260 nm
Davkovani: 0.3 psi/ 5 s 1mM PAP
nebo 115 mM PAPS

Standard Migracni cas Mobilita Rychlost
(s) (cm?V-is1l) (cm si)
PAP 246 -3.90 x 10* -0.106

PAPS 339 -4.03 x 10¢*  -0.130




sulfotransferasa — EMMA stanoveni aktivity a
kinetickych parametrd

Davkovanita inkubace

Krok Zoéna Tlak p; Cas Napéti
(psi) (s) (kv)

1. Davkovani PAPS PAPS 0.5 5 /

2. Predseparace od PAPS / / 15
3. Davkovani S 4-NP 0.3

4. Davkovani E SULT1A1 0.3
5. Smiseni a enzymova reakce /

7. Separace / / 300 10
. e
/

nastrik T




sulfotransferasa — EMMA stanoveni aktivity a
kinetickych parametru

Stanoveni: Michaelisovy: konstanty’ pror4-nitrefenol

_ 25puMDpN
— e

1.5 pM pNP

]
———__1pMpNP

0.5 uM pNP
____‘_‘-_

TTe——

—— _0_.3 uM pNP

e _02pMpNP

- __01uMpNP ]
—




Stanoveni substratu
metodou ENMNMA 2



stanoveni kyanidu metodou EMMA
po enzymatické konverzi na thiokyanatan

CN- + 5,034 > SCN + SO;*

20 mM S,0;" Rhodanasa a 20 mM S,0;" 20 mM S,0;"
v 25 mM HEPES (pH 8,5) v 25 mMHEPES (pH 8,5) | v 25 mM HEPES (pH 8,5)
nastrik detekce
vzorku

Papezova, K. et al. J. Chromatogr. A, 2006, 1120, 268.



stanoveni kyanidu metodou EMMA
po enzymatické konverzi na thiokyanatan

ety —1 1|

Davkoevani' a inkubace

Krok Tlak Cas Napéti
(mbar) Q) (kV)

1. Davkovani HEPES pufru 50 4 0

2. Davkovani rhodanasy 50 4 0

3. Davkovani vzorku 50 4 0

4. Davkovani HEPES pufru 50 4 0

5. Smichani vzorku a thodanasy | T | 8

6. Inkubace 0 21 0

7. °Separace s oa RPN R R BV T T O T T T T 4200 T 1T T I8 T T




stanoveni kyanidu metodou EMMA
po enzymatické konverzi na thiokyanatan

Vzorek lysatu erythrocyttl (LoD 3 uM)

Lysat erytrocytil obsahujici 50 uM CN'

| “Lysat erytrocyti
T T T T | T T T T | T T T T




Vyuziti metody ENVIMA
V. proteomice 7



1D, 2D HPLC, CEDHBEG-CE, CE-HPLC

N

Tryptické stépeni

MS/MS

Zeisbergerova, M. et al. Electrophoresis, 2009, 30, 2378.



integrace ,,on-line" tryptickeho stepeni do CE
Davkoyvaci a separacnit parametty,

H%ﬂ

Sandwich mode:
(1) Injection of enzyir
(2) Injection ubstrat

(3} Iniection of enzvme

25 mM Tris-HCI | Trypsin ve 25 mM | Protein ve 25 mM | Trypsin ve 25 mM | 25 mM Tris-HCI
(pH 8,5) Tris HCI (pH 8,5) | Tris HCI (pH 8,5) | Tris HCI (pH 8,5) (pH 8,5)

/ Zakladni elektrolyt I
nastrik 0,1 M fosfatovy pufr pH 2,5 Detekce
vzorku nebo 200 nm

0,1 M mravencanovy pufr pH 2,5

Separacni napeti
18 kV (negativni polarita)



integrace ,,on-line" tryptickeho stepeni do CE

Optimalizace

B-kasein, cytochrom c
Teplota kapilary

BN

Mnozstvi trypsinu

|
0,1 mg/ml

~Zero potential amplification™

1
0s



integrace ,,on-line" tryptickeho stepeni do CE
modelova bilkovina - cytochrom c

", off-line $té&peni - 12 hodin + 1 hodina

14 1 analyzy

10

G

20 v MMMAUJ L.mrl‘JL.JLJ

10 20

ALl

_ ] on-line stépeni - 1 hodina vcetné analyz
15
10 l"
__ b Mﬁ; |
u ]
10 13 20 23 30

tmir

-
=
bu



EMIMA = VyUZItl

» Enzymove systémy
- Aktivita enzymu
« Koncentrace substratu a inhibitoru
» Michaelisovy a inhibichi konstanty.

> Neenzymove systemy
« GSH, HCys, Cys, DTT
* AMK
« Ca(ll)
« Gentamycin a kanamycin
* Kreatin

* Cr(VI) a Co(ll)




Vyuziti: metedy CE
pri studitu metanelismu
lECIV.



Vyvoj leciv

Farmakodynamika

Farmakokinetika
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VYNGOJ RGVERGHEEGIVA

Discovery
(2—10 Years)

Phase |
20-80 Healthy Volunteers Usad to

Determine Safety and Dosage

Phase Il

1.000-5,000 Patient Volunieers
U=ed to Monitor Adverse
Feactions to Long-Term Use

Additional Post-
Marketing Testing

Preclinical Testing
Laboratory and
Animal Testing
QR
Phase Il
8 100-300 Patient Volunteers

Lsed to Look for Efficacy
10 and Side Effects

12

14 FDA Review Approval

16

-llli-.-llil‘-:
L L . i -r-l! =

0 x 5,000-10,0000
Screened

Approved
by the FDA

high-throughput screening



Cytochromy: PA4S0 (CY )

RH + O, + NADPH —» ROH + NADP+ + H,O

CYP2C8/9 CYP1A2

Homio sapiens ] e %
50 réznych CYP izoforem

0
CYP3A4/5 3%

36%

podil na metabolismu 80 % znamych IeCiv

1

Jaterni platky, hepatocyty, mikrosomy,



Lidske jaternii mikreosomy

Lidske jaterni mikrosomy:

- Male vezikuly ziskane z endoplazmatickeho
retikula homogenizovane jaterni tkane

. vysoka koncentrace CYP

. zastoupeni vsech isoforem CYP

. vysoka enzymova aktivita

. jednoducha priprava a pouziti

. vysoka stability pri skladovani a inkubaci

RH + O, + ﬂ; ROH + + H,0
+ H*




ENMMA — CYP3AZ + dextrometorfan

BGE (-

f
B Roztok enzymu Detektor
I Roztok substratu
I Reakcni smeés
Produkt reakce




EMMA — CYP3AZ + dextrometorfan

=)
&
8
B o
-

_§

CYP3A4

Zeisbergerova, M. et al. Electrophoresis, 2009, 30, 2378.



Michani difuzi
TDLFP = ransverse iffusion of aminar
low rofiles

Deliklnr

se ()

BGE O

V. Okhonin, X. Liu, S.N. Krylov, Anal. Chem. 77 (2005) 5925



Michani difuzi
TDLFP = ransverse iffusion of
aminar Ilow rofiles

Detiktor

or ()
0

R. Reminek, M. Zeisbergerova, M. Langmajerova, Z.
Glatz, Electrophoresis, 34 (2013) 2705.




Michani difuzi — CYP2C9 + diclofenac

BGE (-

1
B Roztok enzymu Detektor
B Roztok substratu
B Reakéni smés
Produkt reakce




Michani difuzi — CYP2C9 + diclofenac

Diclofenac

I CYP2C9 solution

Diclofenac + NADPH solution

Q
<
=
&
2
2
S
>,
<
o
L]
ES
0
.ﬁ'

R. Reminek, M. Zeisbergerova, M. Langmajerova, Z. Glatz, Electrophoresis, 34
(2013) 2705.



Michani difuzi — CYP2C9 + diclofenac

Rate (nmol min™ nmol™)
Rate (nmol min" nmol™)

10 15 20 ' ( ' 10 15 20
[Diclofenac] (uM) [Diclofenac] (uM)

Remaining activity (%)
1/Rate (nmol min™ nmol")

T T T T r T T T T T T 1
-0.7 -0.35 0.0 . . . E E 0.0 0.1 0.2 0.3 0.4 0.5

Log [Sulfaphenazole] (uM) 1/[Diclofenac] (uM)

= =7,91%+0,22 nmol/min/nmol; n = 1,59 + 0,16;
+0,04 uM; K, = 0,39 0,07 uM




Kombinace TDLEEP st VIS
detekci

PMEN I GLT L 26 e, B4 min

g

Figure 10. Mass spectrum of DC and OHDC obtained after
in-capillary incubation.

Langmajerova, M., Reminek, R. Pelcovd, M., Foret, F. a Glatz, Z.
Electrophoresis. 2015, 36, , s. 1365-1373.



Chiralita — chiralni separace: 2
pomoci CE



halidemid

(99 99

“‘\ e .

=.

DHI_H

Thalidormid Barbitursaure




fhalidomid

(R} + ) Thalidomide

Lécivo

(S - FThalidomide

Teratogen



fhalidomid







Chiralnifseparace




CyKlodextriny
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CyKlodextriny

-Cyclodextrin
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=
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Ketamin

anestetikum a analgetikum v humanni a
veterinarni mediciné




TDLEP ketaminu

R-Ketamine

— S-Ketamine

=)
<
£
Q
o
c
@©
Nl
—
o
wv
Nl
<

S-Norketamine
-Norketamine

'

800

50 mM TRIS-fosfatovy pufr (pH 2.5) obsahujici
3 % (w/Vv) vysoce sulfatovany y-cyclodextrin




Kineticka studie

Michaelis-Menten

S-Ketamine

S-Ketamine (Rac)

Ie)
=
C

£
=

Ie)
=

=
Q
o+
©
S
C

9
o+
O
©
Q

('l

200 300 400

[Ketamine enantiomer] (

Reminek, R. et al. Electrophoresis, v tisku.

\"/

maxXx

(nmol/min/n

mol)

15.66 %
0.52

10.13 #
0.48

8.18
0.40

7.47
0.31



Reaction rate (nmol/min/nmol)

Reaction rate (nmol/min/nmol)

Inhibicni studie

S-Ketamine

1

[Ketaconazole]

Ketaconazole

Reaction rate (nmol/min/nmol)

Reaction rate (nmol/min/nmol)

S-Ketamine (Rac

[Ketaconazole] (LM)




ENMMA versus TDLLER

+ EMMA + homogenni reakcni Smes
- nutne optimalizovat

o TDLEP + universalnost
- homogenita 7?7?



Studitimr enzymovych reakel
POMOCI CE

Enzymovy reaktor
IMER

S




CYP 2CDh IMER

0
@
g
9
-
T
£
:
b
n
:d'

Diclofenac

Schejbal, J., Reminek, R., Zeman, L., Madr, A., Glatz, Z., J. Chromatogr. A
2016, 1437, 234-240.




AENVIOS=Aglient

L

Ramana, P. et al. Electrophroresis 2018,39, 981 -988.



AENMOS- Beckman

Migaiizn Tima
Amu
Haight

——* Clozapine N - oxide

Clozapine

12
Minutes




Alzheimer (19067 AIeIS
Alzhelmer)

vorba -amyleidu; fermace plaku

» Neurodegenerativni onemocneni
» Pricina 60 — 70 % demence

» Vice nez 30 miliont pacientu



Alzhelmer

tvorba p-amyleidu;, iormace: plakuy Ucast Seknetas

Figure 1

GAMMA SECRETASE  ALPHA SECRETASE

Figure 2




Alzhelmer

tvorba =amyleidu; iormace: plaku) Ucast SEKNEL

-secretase binding site

w_caspase cleavage site




CE [3-sekretasy.

=y

 Substrate [ Enzyme [ Reaction mixture [ 1B | |BGE

Offline stanovenil | On-linesstanoveni' et arogenni online
EMMA a TDLEP stanovenil (CE-IMER)

DO 10 1002 jssc 20 180044/

RESEARCH ARTICLE

Capillary electrophoresis integrated immobilized enzyme reactor

for kinetic and inhibition assays of f-secretase as the Alzheimer's
disease drug target

Jan Schejbal | Sirka Sefrand | Roman Reminek | Zdendk Glatz

132



Studilum enzymMovych rEeakel
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Review
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STUDIUM ENZY MOVYCH REAKCI KAPILARNI ELEKTROFOREZOU
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EMIMA
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Svetlana M. Krylova Review
Victor Okhonln
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Transverse diffusion of laminar flow profiles —
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Prispévek Cechiitk
Separacnim metedam
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-omiky

The process of systems biology research

Biological system analysis
and model formation

“Dry" experiments
(simulation)
Data and hypothesis- Model
driven modeling

Prediction and
hypothesis refinement
Experimental

design

Analysis Experiment
Data Data acquisition
U Genome
: Transcriptome

Bxperimental

data analysis Proteome

Interactome
Metabolome

Source: Agllent Technologles

Systems biology
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S ¢im (nove) pracujeme

MST (Termoforéza v mikroméritku)
g |

- 3

DM (Kapiéi(ové mikrofluidia)




Aktualni temata
a projekty




. Studium interakci pomoci
CE a MST

L ' Komplex + wolngé HSA
2 T L= —_— mAlL
D 3501 H,: wyika plata 1&diva
son] (standardu)
1,5 - H, : vyska plata volného
250 lédiva (smés)
S
200
1 A volng |ggivo
150
100
0,5 T T T 1
50
0 200 400 600 800
D 1
volna koncentrace tolbutamidu (uM) _
1 2 3 4 5 =] min




1. Studium interakci pomoci
CE a MST_

excitation light =

-
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mirror ~———&, =) .
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1l. Metabolomika a
biomarkery CE a HPLC

v asistované reprodukci amino- a karboxylove kyseliny

RFU
Gly EMMA
Uptake Production 4.8 300 - 75 - 175 - 15 mbar s
NaCN - AA - NDA - AA
4.6 Wait 2 min
Glucose .
4.4
Amino acids Asp . Lys
eu
Enzymes, 5.9 LDH a2 H|as | L
€ Arg
Other sugars sHLA-G 40— —Ld i -10kVEs
HOXA10 regulator v
Oxygen
PAF 3.8 b
Drop (1-10 pl) of defined . _
) Ubiquitin He
culture medium . 36— L e tew | A 0kV6s
Novel peptides : : S ) . .
and proteins 0 c 10 15 >0 min

U, mV

328 -
cr
326 -
HCO, Lac
324 - Pyr
322+
320
- - - - ! - - - : © t, min|
3.1 3.3 3.5




lll. Enzymova kinetika

v kapce

Vyuziti kapickové mikrofluidiky - microfluidic

Vyhody DM:

Zadna disperze

Vysoka propustnost — desetitisice vzork( za

minutu

Zadny kontakt se st&énami kanalu

Nizka spotfeba vzorku pL-nL

Rychlé michani Aq,

vyuziti v genomice, proteomice, enzymologii N

a diagnostice

Ag,

Qil

Droplets =>

Oil




IV. Alternativni typy
biologicke matrice

Farmakologické studie

preklinické toxikologické a farmakokinetické profily

klinickeé terapeutické monitorovani lécby

AZV projekt NU23-08-00229
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S ¢im budu pracovat / co se naucim?

n Distribution by vea
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Prace s literaturou / databazemi

* Béina prace v laboratofi (pfiprava roztok, vzorkd,
atd.)

*  Optimalizace metody

*  Prace s Excelem — pokrocilé funkce jako je resitel, atd. L

X g Excel




Kontakty

Budova C5, 2. nadzemni podlazi

Prof. Zdenéek Glatz, CSc.
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217 -
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zeisbergerova@mail.muni.cz
216

Mgr. et Mgr. Lenka Kohutova, PhC
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227-229, 323
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