Phosphorylated ERK1/2 detection using HTRF

Cellul'erk — 50,000 tests

HTRF® cell-based assay

® technology
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GPCR activation by ligand induces
ERK1/2 phosphorylation

Lysis of the cell induces the
release of phosphorylated ERK1/2
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Detection of phosphorylated
ERK1/2 with HTRF conjugates
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Supplied reagents

50,000 tests

Low control (Erk non stimulated cell lysate)* 2 X 150 pL

frozen — ready to use

High control (Erk stimulated cell lysate)* 2 X 150 pL

frozen — ready to use

Anti-Phospho ERK 1/2- d2

Stock solution 5 X200 pL

frozen — to dilute (see 8§4)

Anti-ERK1/2 Eu”*- Cryptate

Stock solution 5 X 200 pL frozen — to dilute (see 8§4)
Blocking reagent (lysis buffer supplement) 15 X 1.8 mL frozen — to dilute — mix before use (see §4)
Lysis buffer (stock solution 4x) 5 X 130 mL liquid — mix gently before use (see §4)
Detection buffer 5 X 50 mL liquid — ready to use
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. Dilute ligand stock solution using a serum free cell culture medium to
Ligand ; . >
prepare working solutions for activation step.
Low control Ready to use.
High control Ready to use.

The preparation of the supplemented lysis buffer di ffers upon the
Supplemented lysis buffer protocol selected (two-plate or one-plate). Make su  re to prepare the
appropriate buffer for the assay protocol you have selected.

Two-plate assay protocol (§ 5 & 5.1)

Dilute 4 fold lysis buffer

of lysis buffer stock solution and add it to 3mL of distilled water. Mix gently).

stock solution with distilled water (e.g. take 1 mL

It is recommended to prepare Then dilute 100 fold blocking reagent in the above prepared lysis buffer
the required amount of (e.g. take 40 pL of blocking stock solution and add it to 3960 pL of diluted
supplemented lysis buffer just lysis buffer. Mix gently).

before running the assay One-plate assay protocol (8 7 & 7.1)

Use the lysis buffer stock solution without dilution
Dilute 25 fold blocking reagent in lysis buffer stock solution (e.g. take 100
pL of blocking stock solution and add it to 2400 pL of lysis buffer. Mix gently)

Anti-Phospho ERK1/2-d2 add it to 1980 pL of detect

Dilute 100 fold with detection buffer (e.g. take 20 pL of stock solution and

ion buffer. Mix gently)

: 3+
Anti-ERK1/2 Eu™-Cryptate add it to 1980 pL of detect
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Dilute 100 fold with detection buffer (e.g. take 20 pL of stock solution and

ion buffer. Mix gently)
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96-well culture plate
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96-well culture plate
\L"‘

‘\;

T

96-well culture plate

96-well culture plate

96-well culture plate

384-well SV white plate

384-well SV white plate
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Non stimulated Stimulated Low High Blank Negative

cell lysate cell lysate control control control control

Non stimulated cell lysate 16 pL

Stimulated cell lysate 16 pL -

Low control - 16 pL -

High control 16 pL - -

Supplemented lysis buffer 16 uL 16 uL

Detection buffer - - - - 2 uL -

Anti-phospho-ERK1/2-d2 2 L 2 L 2 uL 2 uL - 2 uL

Anti-ERK1/2 Eu®'- Cryptate 2 uL 2 uL 2 L 2 L 2 L 2 L

Total volume 20 pL 20 pL 20 L 20 L 20 pyL 20 pyL
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384-well SV white plate
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Non stimulated Stimulated Low High Blank Negative

cells cells control control control control
Cells 8 uL 8 uL - - - -
Serum free cell culture medium 4 L - - - - -
Ligand - 4 L - - - -
Low control - - 16 uL - - -
High control - - - 16 pL - -
Supplemented lysis buffer 4 L 4 L - - 16 pL 16 pL
Detection buffer - - - - 2 uL -
Anti-phospho-ERK1/2-d2 2 L 2 L 2 uL 2 uL - 2 uL
Anti-ERK1/2 Eu®*- Cryptate 2 L 2 L 2 uL 2 uL 2 uL 2 uL
Total volume 20 pL 20 pL 20 pL 20 pL 20 pL 20 pL
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