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WelProtTM HRP Detection Kit 
 
Catalog Number ML 040-01 
Storage Temperature 4°C (Do not freeze) 
Kit Content: 

HRP Detection Reagent 1: 250 ml X 1 
HRP Detection Reagent 2: 250 ml X 1 
(Contains sufficient material for 4000 cm

2
 

membrane) 
 
Product Description 

WelProtTM HRP Detection Kit is a complete kit with 
ready-touse reagents for chemiluminescent detection of 
immobilized proteins conjugated with HRP directly or indirectly. 
The use of chemiluminescence was introduced by Thorpe and 
Kricka (1, 2). In the presence of hydrogen peroxide (H2O2), 
Horseradish peroxidase (HRP) catalyzes the oxidation of 
cyclic diacylhydrazides, such as luminol. Immediately 
following the oxidation, the luminol is in an excited state, which 
decays to the ground state by emitting light. Strong 
enhancement of the light emission is produced by enhancers, 
such as phenolic compounds. Using this method, it is possible 
to detect membrane immobilized specific antigens labeled 
directly with HRP or indirectly with HRP-labeled antibodies. 
 

 
 
Storage/Stability 

Store at 4°C in dark, and the components of this kit are stable 
for at least 1 year when stored under the recommended 
conditions. 
 
Chemical Hazard 

If above solutions come into contact with eyes or skin, flush 
with plenty of water and remove contaminated clothing. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
 
Protocol 

It is essential to optimize the Western blot to achieve 
maximum signal and minimum background. Optimize the 
concentration of the primary antibody using a constant amount 
of secondary-HRP conjugate. Using the optimized primary 
antibody concentration, adjust the concentration of the 
secondary antibody-HRP conjugate. 
* For this kit, start from the procedure No. 8.  
 
1. Carry out electrophoresis for protein separation. Either 
non-denaturing gel, SDS-PAGE or two dimensional gels may 
be used. 
2. Transfer proteins from the gel to a membrane. Use 
nitrocellulose or PVDF membrane. PVDF membranes must be 
wetted briefly in methanol then soaked in distilled water for 1~3 
minutes, followed by equilibration in transfer buffer. 
3. Block non-specific binding sites by incubating the 
membrane for 1 hour at room temperature with shaking in 
TBS-T or PBS-T solution containing 5% dried skim milk (w/v). 
Also, this step can be performed overnight at 4°C. 
4. Dilute the primary antibody with the recommended dilution 
rate in TBS-T or PBS-T with 5% dried skim milk (w/v). Incubate 
the membrane in the solution for 1 hour at room temperature 
with shaking, or overnight at 4°C.  
5. Wash the membrane three times in TBS-T or PBS-T for 10 
minutes each. Use at least 50ml of buffer for 10x10 cm 
membrane. 
6. Dilute the HRP-labeled secondary antibody with the 
recommended dilution rate in TBS-T or PBS-T with 5% dried 
milk (w/v). Incubate the membrane in the solution for 1 hour at 
room temperature with shaking. 
7. Wash the membrane as detailed in 5. 
8. Mix an equal volume (1:1) of WelProt™ HRP Detection 
Reagent 1 and Reagent 2 to give sufficient solution to cover 
the membrane (0.1 ml/cm

2
). 

9. Drain the washing buffer from the membrane. Do not let the 
membrane dry out. Add the detection mix directly to the blot 
(protein side up). Incubate for 1 min at room temperature. 
10. Drain off excess detection mix and wrap the membrane in 
saran wrap. Gently remove all air pockets on the blot. 
11. Place the blot (protein side up) in the film cassette. Switch 
off the lights and use red safety light. Place a sheet of film on 
the blot, close the cassette and expose for a suitable time 
(5~10 min). 
12. Replace the exposed film with a new one, close the 
cassette and develop the first exposed film. 
13. Expose the second film for a suitable time (30 
min~overnight) according to the signal intensity on the first 
film. 
 
Comparison of Sensitivity and Signal duration 
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The quantity of each dotting antibody on PVDF membrane is 5, 
2.5, 1.25, and 0.625 ng. The dilution of 2nd antibody is 
1:10000. 
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Troubleshooting 

Problems  Comments and Suggestions 

No signal Check protein transfer by staining the 
gel and/or membrane 

Target protein degradation may 
occur if the blots are stored 
incorrectly 

Western Detection Reagents may 
have become contaminated or 
incorrect storage 

Weak signal Transfer efficiency may have been 
poor Insufficient protein was 
loaded on to the gel 

The concentration of antibodies 
used, could be too low 

Film expose time may have been too 
short 

Excessive, diffuse 
signal 

Too much protein was loaded on to 
the gel 

The concentration of antibodies 
used, could be too high 

Uneven, spotted 
background 

Areas of the blot may have dried or 
contaminated during some of the 
incubations 

High backgrounds The concentration of antibodies 
used, could be too high  

Transfer and incubation buffers may 
have become contaminated and 
require replacing 

The blocking agent used was not 
freshly prepared or was too dilute 
or was incompatible with the 
application 

The post antibody washes were not 
performed for a sufficient period of 
time or were nor performed in a 
high enough volume 

Insufficient changes of post antibody 
washes were used 

The film detection of the signal was 
allowed to over expose 
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