Oxidativni stres

* redoxni rovnovaha
* poskozeni biologickych makromolekul
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Chemiluminescence

Chemiluminiscence (1)

Luminofory jsou oxidovany RMKD. Pri navratu do

zakladniho energetického stavu emituji fotony. Jejich
detekce je mozna pomoci luminometru nebo
scintilacnich spektrofotometru.

NejCastéji pouzivané luminofory:
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Chemiluminescence
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CL fagocytu
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CL fagocytu

NADPH + H* — NADP*
NADPH
oxidasa
O, - O,
\/
luminol + oxidant » O-aminoftalat + N, + svétlo (425 nm)

(O,, HyO,, OH)
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CL fagocytu

RozliSeni intra- a extracelularni CL

« SOD, katalaza, kfenova peroxidaza, azid sodny
* |uminol vs. isoluminol

« Streptococcus mutans
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CL fagocytu
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CL fagocytu

Aktivatory fagocytu Misto pusobeni
opsonizované castice (OZP) povrchove receptory
fMLP povrchove receptory
PMA proteinkinasa C
vapnikovy ionofor A23187 Ca?* PKC
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Systemy generujici RMKD

« Xxanthin/xanthin oxidaza

« peroxid vodiku + ionty pfech. kovu
« peroxid vodiku

« ABAP

* SIN-1

* bunéecné systemy (fagocyty)
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Metoda TRAP

« Total (peroxyl) Radical-trapping Antioxidative
Parameter

« stanoveni celkové antioxidaCni kapacity ve vode
rozpustnych antioxidantu

 referencni vzorek: trolox
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Metoda TRAP

NH

A\!

CH3 CH3 NH
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C—C—N=N—C—C #2HCI

N
; CH3 2

o 2,2°-azobis(2-amidinopropane) dihydrochloride
o 2,2°-azobis(2-methylpropionamide) dihydrochloride
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Metoda TRAP v lipidove fazi

ClH3 c|}13
CH, -CH -CH, - C— N =N — C—CH, CH -CH,

CH CN CN CH,

3

« 2,2'-azobis(2,4-dimethylvaleronitrile)
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50% peak
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CL

Metoda TRAP

Pridani vzorku

1/2 peak-time Cas
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Chemiluminescence

Chemiluminiscence (2)

 aktivita MPO:
bromid-dependentni chemiluminiscence v pritomnosti
vzorku a peroxidu vodiku

 buneéecna proliferace a cytotoxicita:
luciferin-luciferaza
zavislé na ATP

* exprese genu
reporter gene assay
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