
METABOLIC LABELING AND CLICK CHEMISTRY USING 17-ODYA 

 

 

17-OCTADECYNOIC ACID 

 

17-ODYA stock: 25 mM in DMSO (store at -20°C, P2 freezer) 

 

Procedures: 

A. Metabolic labeling 

1. Dilute 17-ODYA stock (1/1000 or more) in serum-free medium supplemented with 5% 

dialyzed serum. 

2. Vortex and sonicate (3 x 10 sec) to mix the probe in the media. Filter with 0.22 um filter 

under the hood. 

3. Wash cells 3 times with serum-free medium. 

4. Replace medium of the cells by new medium with 17-ODYA (3 mL per 5 cm dish). 

5. Incubate at 37°C (in the incubator): 2 h – 6 h – overnight (whatever you like). 

 

B. Immunoprecipitation of protein of interest 

1. Wash cells on ice, 3X PBS. 

2. Lyse cells on plate with IP buffer (fresh, complete). 200 uL per 5 cm dish. 

3. Proceed with standard IP protocol: preclearing, 1st antibody incubation, beads, 

incubation ON. 

 

C. Click chemistry 

1. Wash IP beads: 2X with IP buffer, 2X with PBS. 1 mL each time. Spin at 4°C. 

2. Remove extra volume after last wash with 27G needle but without drying the beads. 

3. Add 43 uL of RT PBS to beads. 

4. Add click chemistry reagents (in the indicated order!):  

i. 2 uL of 1.25 mM TAMRA-azide 

ii. 1 uL of 50 mM TCEP (prepare fresh each time) 

iii. 3 uL of 3 mM TBTA (1X) 

iv. 1 uL of 50 mM CuSO4 (in H2O, prepare fresh every time) 

5. Incubate 1 h at RT with periodic mixing: 6 x 10 min, touching bottom of the tube. 

6. Stop reaction by adding 15 uL SB4X with B-Me and boil 10 min. 

7. Optional: Split sample into two tubes (equal volume). Add hydroxylamine to one of 

them to check for thioester-dependent labeling. 1 M final cc, 10 min at 95°C. 

8. Run SDS-PAGE 

9. Wash gel with sterile ddH2O: 6 - 8 changes, 10 min each.  



10. Develop fluorescent signal using the Typhoon. Excitation at 532 nm and emission at 580 

nm (TAMRA).  

*** Even if your background is clean, do not go higher than 750 - 850 V as you might not 

be able to transfer the proteins to the nitrocellulose membrane. *** 

11. When finishing scanning, transfer the same gel to a nitrocellulose membrane and 

develop against protein of interest. 

 

 

Preparation of reagents for click chemistry 

 TAMRA-azide (Molecular Probes T10182 x 0.5 mg) 

MW: 554.65 Da 

Dissolve in DMSO to 1.25 mM (0.5 mg in 721 uL DMSO) 

 

 TCEP: tris-(2-carboxyethyl)phosphine hydrochloride 

Dissolve TCEP in PBS to a concentration of 14.35 mg/mL (= 50 mM). It MUST be 

prepared FRESH each time, do not reuse. 

 

 TBTA ligand solution 

 50X TBTA: 8.85 mg of TBTA in 200 uL DMSO. Store at RT for up to 6 months 

 1X TBTA: 20 uL of 50X TBTA stock + 180 uL DMSO + 800 uL of tert-butanol. Store at 

RT for up to 6 months 

 

 CuSO4 (Sigma C7631) 

MW: 249.7 

Dissolve in sterile H2O to 50 mM (12.5 mg/mL) 

 


