                     WB Troubleshooting Form

‧Product Information*

Cat. Number:                                          Lot number:

Product name:                                         Date received: 

Storage conditions used:                                Date first used: 

Is this your first time using this product? 

□ Yes, this is the first time        □  No, this is a re-order of a previously used antibody. 

Had this same tube of antibody been used prior to this experiment? 

□  Yes, this same tube of antibody had been used ______ times. 

□  No, this was a freshly prepared antibody. 
Has the experiment been repeated?  □ No   □ Yes (Times: 4   ) 

                                  Did you obtain the same results?  □ Yes  □ No

Please describe the problem 

□High background  □Wrong band size □Multiple bands  □No signal 

Details: multiple bands and no or weak target signal 

‧Protocol Information

Material details:                       
Species: Rat (Wistar)      Sample (cell/tissue):  Brain tissue of rat, invlove medial prefrontal 

                                           cortex and basolateral amygdala. 

Sample treatment:   □Nothing  □Drug   

                  □Transfection (Protein name:__________ With Tag?_________) 

                  □Gene knock down (target name: __________________________) 
                  □Others (please describe: 3 mA footshock treatment_______________)
Lysate preparation:

□Whole cell extraction 

□Fractionated extraction___________ (Nucleus, cytosol, etc. Please include data concerning fractionation markers.) 
Lysis buffer used:                            Protease/ phosphatase inhibitor:

At what temperature and for how long were the samples stored?  
Had the sample been thawed and then refrozen? □Yes   □No

Amount of protein loaded: 

Temperature and duration of sample heating: 

Reducing agent (2-ME or DTT): □ added □ not added

Electrophoresis / transfer conditions:

□Reducing gel      □Non-reducing gel      Gel percentage: 

Type of transfer membrane used: PVDF or NC? Pore size?
Did any of the markers remain on the gel? 

                        □No, all of the markers were transferred to the membrane.
                        □Yes, I could see the _________KD marker still on the gel.

Confirmation of transfer:□Ponceau S □Coomassie blue □Other________□Not confirmed 

Transfer condition (transfer mode, time/voltage): 
Blocking conditions:

Blocking substrate/buffer used:  
Blocking temperature and time: 
Primary antibody:

Dilution(s):                             Dilution Buffer: 
Incubation time:                          Temperature:
 Secondary antibody:

Please provide either the product’s full name and supplier or the catalogue number for products: 

Dilution(s):                           Dilution Buffer: 

Incubation time:                        Temperature: 

Has the secondary antibody been used successfully with other primary antibodies?

□Yes  □No 

□Fluorochrome conjugate   □Enzyme conjugate 

Washing conditions:

Washing buffer (detergent %):              Time and frequency: 

Visualization system used: (Supplier and detection method: ECL, ECL+, AP…etc.):+

ECL 

‧Control Information

Please provide details concerning the positive and/or negative controls that have been used: 

Positive control used:             

Negative control used:          
Other controls used:            
‧Data Attachments

(Original data & control data, ex：internal control…another antibody control…other company’s data)

Exposure time : _________________

