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. mraZeni sféroidd pro IHC
. nasazeni 3D
. indukce bunék na MTT , ATP, buné&cny cyklus

s oW pa

. sklizeni buné&k na immonobloting (4 sféroidy)

. indukce 3D na konfokal calcein-AM/PI (4 sféroidy)

. krdjeni sféroidi na kryotomu pro IHC

. IHC -naneseni primarni protilatky (v prostojich 15 a 30 min. nalit gel)
. nalit dolni gel na ELFO

. FBS ke sféroidam - foto

s wa pa e

. buné&ény cyklus - fixace bunék

. MTT, ATP assay

. ELFO, immunoblotting, prim Ab

. IHC - naneseni sekundarni protilatky
. FOTO sféroida
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1. vyvolani immunoblotting

2. bunéény cyklus prutokova cytometrie
3. konfokal - stanoveni viability sféroida
4, konfokal - IHC

5. FOTO sféroidd

prezentace vysledku



@ Cell Culture Dish £

A New Dimension of Cell Culture: The Rise of Spheroid
Culture Systems



Analyza lyzatl pripravenych ze sféroidUl

1. ATP assay

Luciferin
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Luciferyl Adenylate Pyrophosphate
Complex

https://www.creative-bioarray.com/support/atp-cell-viability-assay.htm

3. ELFO, imunobloting
Stanoveni hladiny proteint v lyzatech

2. MTT assay

mitochondrial

dehydrogenase

https://www.eurofins.de/medizinprodukte-pruefungen/validierte-methoden/mtt-test

4. Bunécny cyklus



5. Analyza POVRCHU schéroidu

calcein-AM/PI
(calcein-AM znaci Zivé bunky, propidium iodid pronika pouze do mrtvych bunék)

6. Analyza REZU sféroid(

IHC — stanoveni prostorové distribuce marker(
proliferace (Ki67) a apoptdzy (cv. Caspase 8)

U vSech obrazovych dat provést analyzu obrazu, kvantifikaci signalu



Principle Of CLSM

» A conlocal microscope creates
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conventional microscope.
* This 1s achieved by excluding
most of the light from the
specimen that is not from the Laser beam
microscope’s focal plane.
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https://www.slideshare.net/DrShilpaShiv/journal-club-non-invasive-invivo-confocal-laser-scanning-
microscopy-for-examination-of-gingival-tissues



