
 ​​Protocol :1 ​​To quantify degradation of catechu (1%,0.5% & 0.1%) using Elisa plate reader  
 
REQUIREMENTS ​​: 
 

glasswares /reagent /miscellaneous  Volume / Quantity 

St.Eppendorf tubes 90 

St.Suspension tubes 4 

Micropipettes and st.tips - 

St. dilution tube 3 

96 wells plates 5 

St.M9+G+CS broth (1%,0.5% and 0.1%) 50 ml each 

St.saline 10-15 ml 

 
 
PROCEDURE ​​: 
 

1. Prepare st.M9+G+CS broth of 1% ,0.5% and 0.1% of catechu extract. 
2. Prepare 5 sets of eppendorf containing 6 st.eppendorfs (4 tests + 2 control)  each for 

each concentration (1%,0.5% and 0.1%),therefore total 18 st.eppendorf in one set for 
readings at different intervals.2 control includes media and media+kanamycin. 

3. Dispense 1 ml of st.M9+G+CS broth of 1% ,0.5% and 0.1%   (10%) in each set of tubes. 
4. Prepare suspension of 1 OD of 4 isolates (S2C1 + S2C2 + XylE + CatA). 
5. Inoculate 100 μl of culture suspension (10% inoculum) in eppendorf tubes (test)  
6. Inoculate 100 μl of st.saline  in eppendorf tubes (control) containing tannic acid solution  
7. Before taking readings, centrifuge one set of eppendorf tube at 5000 rpm for 15 mins. 
8. Dispense 200 μl of supernatant in 96 wells plate reader. 
9. Take readings at 0hr and at different interval of time. 
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Protocol 2: To quantify reduction of tannic acid (10%) using Elisa plate reader.  

 
 

1) Prepare 10% of tannic acid solution (10 g in 100 ml) ,filter sterilize it using membrane 
filter assembly. 

2) Prepare 3 sets of eppendorf containing 9 st.eppendorfs each (8 tests + 1 control) for 
readings at different intervals. 

3) Dispense 1 ml of tannic acid solution (10%) in each set of tubes. 
4) Prepare suspension of 1 OD of 8 isolates (S2C1 + S2C2 + 4 NCMIR strains + XylE + 

CatA). 
5) Inoculate 100 μl of culture suspension (10% inoculum) in eppendorf tubes (test) 

containing tannic acid solution respectively. 
6) Inoculate 100 μl of st.saline  in eppendorf tubes (control) containing tannic acid solution  
7) Before taking readings, centrifuge one set of eppendorf tube at 5000 rpm for 15 mins. 
8) Dispense 200 μl of supernatant in 96 wells plate reader. 
9) Take readings at 0hr and at different interval of time. 

 
 
By ELISA Plate Reader​: 
 

1) Prepare a template on MPM Software. 
2) Connect the machine to computer. 
3) Keep the loaded 96 well plate reader and record the absorbance at all the adjustable 

wavelength feature of the machine. 
4) Command for read new plate and set the appropriate wavelength. 
5) Copy the results obtained in an excel file. 
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