
TMT labeling

Use BCA to quantify the amount of peptides dissolved in 200 mM HEPES (pH = 8.5)1.
take 100 µg of peptides from each samples and adjust HEPES buffer volume to 100 µL.2.
check pH value is near 8.5.3.
Dissolve TMT reagents (0.8 mg) in 41 µL of anhydrous acetonitrile (ACN) and vortex at ~200 
rpm for 5 min at room temp (see Note 1).

4.

Add 10 µL of TMT reagent into 100 µg of peptide tubes and vortex at ~200 rpm with 1 h at 
room temp (see Note 2).

3.

Quench the reaction by adding 8 µL of 5% hydroxylamine and incubate for 15 min (see Note 
3).

4.

Acidify the samples by adding 10 µL of 10% TFA and add 72 µL of 0.1% TFA (final ACN conc. is 
< 5%).

5.

combine all samples into one tube and fractionated by SCX or basic RP StageTips.6.

Notes:
1.TMT reagents are moisture-sensitive. To avoid condensation onto the product, vial must be 
equilibrated to room temp (~10 min) before opening.
2.Anhydrous ACN is recommended solvent to dissolve reagents. For long term storage, remove al 
the solvent by drying and store with desiccant at -20 degree.
3.5% hydroxylamine is prepared by adding 50 µL of 50% hydroxylamine to 450 µL of 100 mM TEAB 
(triethyl ammonium bicarbonate).

Dimethyl Labeling

    1. Use BCA to quantify the amount of peptides dissolved in 100 mM TEAB.

Add 4 µl of 4% 13CD2O or 12CH2O, and then add 4 µl of freshly prepared 0.6 M sodium 
cyanoborohydride.

3.
    2.  Take 100 µg of peptides from each samples and adjust TEAB buffer volume to 100 µL

    4.  Incubate the peptides with reagents at ~200 rpm for 1 h at rt
    5.  Quench the reaction by adding 16 µl of 1% NH4OH on ice and vortex for 1 min.
    6.  Acidify the labeled peptides by adding 20 µl of 10 % FA, and mix two samples into one tube.
    6. Fractionate the combined samples by SCX or basic RP StageTips.
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