Kultivace bunek

* Velmi dukladny postup:
https://www.youtube.com/watch?v=nrltV Luqglk

* Rozmrazeni bunék a rychla pasaz
e https://www.youtube.com/watch?v=7d kDu-P964



https://www.youtube.com/watch?v=nr1tV_LuqJk
https://www.youtube.com/watch?v=7d_kDu-P964
https://www.youtube.com/watch?v=7d_kDu-P964
https://www.youtube.com/watch?v=7d_kDu-P964
https://www.youtube.com/watch?v=7d_kDu-P964

Vypocet:
bb/ul =% bunék x 250
pocet Ctvercl

Koeficient 250
1x1x1=1=0,004 mm3
5 5 10 250

0,004x250 =1 ul




2x10%*6....... 1ml
1,5x10*6... 0,75ml

30wpo 0,1 ml =3 ml
50x10*3 na jamku
1,5 x10*6 bunék celkem



Western blotting

* Sestaveni gelu (naSe aparatura)

* NasSe aparatura https://www.youtube.com/watch?v=EDi n ONiF4

» Sestaveni geld (modrd aparatura) https://www.youtube.com/watch?v=hY3PnKrRh5k

» Sestaveni gell (stojanek co se v nem rovnou jede) (https://www.youtube.com/watch?v=hY3PnKrRh5k)

Multicasking https://www.youtube.com/watch?v=0S_LSdQbneE

* POStUp https://www.youtube.com/watch?v=uFu8aie4QFI

* Novinka: https://www.youtube.com/watch?v=pn7opcdXHq0


https://www.youtube.com/watch?v=EDi_n_0NiF4
https://www.youtube.com/watch?v=hY3PnKrRh5k
https://www.youtube.com/watch?v=hY3PnKrRh5k
https://www.youtube.com/watch?v=hY3PnKrRh5k
https://www.youtube.com/watch?v=hY3PnKrRh5k
https://www.youtube.com/watch?v=uFu8aie4QFI

Protein simple

https://www.proteinsimple.com/simple_western_overview.html

https://www.youtube.com/watch?v=gil1vWU_6Vw
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Lyzacni pufry

Radioimmunoprecipitation assay buffer SDS lyzate buffer Kvantifikace Koncovka
* 10-50 mM Tris-HCI, pH 7-8 « 100mMMTRIS pH 7,4

- 150 mM NaCl - 10% SDS 10% 2-ME
- 1% Triton X-100 . 10% glycerol BB
 0.1-0.5% deoxycholate,

 0.1-0.5% SDS * Proteazovy inhibitor

» Fosfatazovy inhibitor

Laemmli buffer

Reagent Molecular weight g:);c)entration (M ;\:d U&7 20 ) €
1X 2X 4X

Tris base! 121.14 0.0625 M 0.125 M 0.250 M 0.747 g

SDS? 288.37 0.07 M (2%) 0.14 M (4%) 0.28 M (8%) 2g

glycerol 92.09 10% 20% 40% 10 ml

z;[‘naenrgfpto' 78.13 5% 10% 20% 5 ml

Bromphenol blue®>  691.94 - - - 100 mg

Add for 50 ml of
4X

1514 g

4g
20 ml

10 ml

200 mg


https://en.wikipedia.org/wiki/Tris
https://en.wikipedia.org/wiki/Deoxycholate
https://en.wikipedia.org/wiki/Sodium_dodecyl_sulfate

Dalsi pufry nutné pro WB

o | Dest. O Glycin TRIS
10x elektroforeticky/transferovy pufr
11 144 g 303¢
Dest. HO | 10x elektrofor./transfer. pufr 20 % SDS
1x elektroforeticky pufr
91 11 50 ml
Dest. H;O | 10x elektrofor./transfer. Pufr Metanol
1x transferovy pufr
1400 1 200 ml 400 ml
NaCl TRISpH 74 Tween
(doplnén dest. HaO do 1 1) WS: 150 mM WS: 20 mM WS: 0.06%
30 ml 10 ml 3 ml




Kvantifikace proteinu

* BioRad DC protein assay
e ZaloZzeno na Lowryho metodé — princip pomeédéni proteind, redukce Folinova reagens

5 ul standardl a vzorkU
20 ul A+S
200 ul B

Inkubace 10°/RT
* Méreni absorbance pri 700 nm



