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I.    Preface 
  Antibiotics have been widely used to reduce the bacterial 
infection, and continual administration of the antibiotics show 
increased survival of the bacteria. This phenomenon is of potential 
medical significance since tolerance causes failures and facilitates 
the development of antibiotic resistance. The antibiotics have also 
been used in stockbreeding and fisheries. The antibiotics remained 
in the meat and fish are ingested by human, and accelerate the 
development of antibiotic resistance. 
  Among various antibiotics, new quinolones have broad antibiotic 
spectra and a wide variety of derivatives have been developed and 
used. Contamination of new quinolones offer problem. 
  We developed monoclonal antibody for the wide variety of new 
quinolones, and a kit for simultaneous detection of various 
antibiotics remained in the meat and fish with simple and easy 
procedure.  
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New Quinolone ELISA kit 
  

A Capture Abcoated plate � Measurable range is 0.41 300 
ng/mL B) Standard 

C) Enzyme conjugate 
solution   

�  40 samples can be measured with 
duplicate. 

D) Enzyme conjugate 
diluent 
E) Antibody solution  
F) Substrate  

�  Microtiter plate is divisible strips, 
96 wells(12 strips, 8 wells each)  

G) Stop solution 
� Sampling volume is 50�L. H) Conc.Washing solution 
�  Total reaction time is 1hr and 10 

minuets. 
I) Plate cover 

 
Storage and term of validity 

The kit should be stored at 2 – 8  
The kit is stable for 6 months after the date of manufacture.  

II. Properties 
  The kit is for quantitative detection of new quinolone and their 
derivatives in food, and has outstanding specificity and 
quantification. The detection procedure is simple, easy and hardly 
influenced by physiological active substances and body fluid 
components. 
  Since the monoclonal antibody used in this kit is able to bind to 
the antigen in organic solvents (methanol and ethanol), the 
extract from tissues with alcoholic can immediately be measured 
with the ELISA. 
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Specificity 
  The ELISA kit is specific for new quinolones and their 
derivatives, and cross reacts with neither sulfa drugs nor 
nitrofurans (see Basic Capability). 
 

Assay principle 
  The ELISA kit adopts direct competitive reaction recognizing 
the basic component in common with new quinolones and their 
derivatives. 
  The capture antibody are coated on the surface of 96 well plate, 
onto which HRP-labeled new quinolone, anti-new quinolone 
antibody  and Enrofloxacin antibacterial agent or object to be 
measured are overlaid at once. Measuring HRP activity in the 
complex yields concentration of new quinolone in the object to be 
measured. 
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III Kit contents  
 Reagents Standardized Contents 
A Antibody coated plate 96 well plate        1plate Capture antibody  

B New quinolone standard B0-B7 at each concentration 
per vial           8vials

50%Methanol containing 
Enrofloxacin 

C Enzyme conjugate 
solution 60 L 1vial HRP-labeled Newquinolone 

D Enzyme conjugate 
solution diluent  6 mL 1vial Phosphate buffered saline 

E Antibody solution  6 mL 1vial
Phosphate buffered saline 
containing Anti Newquinolone 
Antibody 

F Substrate for enzymes 12mL 1vial 3,3',5,5'-tetramethylbenzidine 
(TMB) 

G Stop solution 6mL 1vial 1N H2SO4 

H Concentrated washing 
solution 50mL 1vial phosphate buffered saline 

containing Tween20 
I Plate cover 1  

IV. Assay procedure 
Apparatus and instrument 
1) Spectrophotometer (microtiter plate reader with 450 nm filter) 

equipped with micro-titer plate 
2) Microtiter plate shaker  
3) Microtiter plate washer 
4) Micro-pipette 
5) Scale marked cylinder (1000 mL) 
6) Distilled water or deionized water 
 
Preparation of reagents 
1) Standard solution (B-0 B-7) is prepared as in the following, 

and use as it is. 
   B0 (0 ng/mL), B1 (0.41 ng/mL), B2 (1.2 ng/mL), B3 (3.7 ng/mL) 

B4 (11.1ng/mL), B5 (33.3ng/mL), B6 (100ng/mL), and B7 (300 
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ng/mL). 
2) Anti-new quinolone antibody (E) is already prepared, and use as 

it is. 
3) The HRP-labeled new quinolone (C, 60 �L) should be diluted 

with the HRP- Newquinolone diluent for  (D), and be used 
after sufficient stirring.  

4) The substrate for enzyme (F) should be used after enough 
equibration at the room temperature. 

5) Stop solution (G) is already prepared, and use as it is. 
6) The concentrated washing solution (50 mL) should be diluted 

with distilled water (450 mL), and be used to wash the plates. 
 
Assay protocol 
1) Vials should be equibrated at the room temperature before use. 
2) The HRP-labeled new quinolone solution ( C+D ) 50 L is 

poured into each well. And standard solution (50 L) or the 
object to be  estimated (50 L) is poured into each well, and 
then anti-new quinolone antibody (E, 50 L ) is added. 

3) The contents in the wells are stirred by tapping the plate with 
finger (a plate shaker can also be used). 

4) Cover the plate, and keep it at the room temperature (20 25 ) 
for 1 hour to maintain a steady progress of reaction.   

5) Discard the solution from the microtiter plate and fill the wells 
with the washing solution. Wash 3 times with the washing  
buffer solution, then fling the plate lightly onto the paper towel 
to discard completely the solution in the wells. 
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   When automatic washer is used, set 3 times wash with the 
washing solution (350 L ). 

6) The solution containing enzymatic substrate (F, 100 L ) is 
poured into each well, and keep the well at the room temperature 
(20 25 ) for 10 min to maintain a steady progress of reaction.  
7) Stop solution (G, 50 L ) is added to each well. 
8) Spectrophotometer (microtiter plate reader with 450 nm filter) 

is used to measure the optical density (OD) of the wells 
containing the 8 standard concentrations of New Quinolone. 
Standard calibration curve is obtained by the relation 
between the OD values and the standard concentrations of 
New Quinolone. Concentration of New Quinolone in the object 
to be estimated can be read from the standard calibration 
curve. 

 
 
 
V. Precautions 
1) After taking the object to be estimated, extract the object with 

organic solvent, and eliminate the solvent. The extract should 
be dissolved in 50% methanol. 

2) Reagents should be diluted immediately before use, and clean 
containers should be used in every step of preparation. 
Washing solution, however, can be kept at 4  for 6 months. 

3) Precipitate may appear in the concentrated washing 
solution(H) sometimes during preservation, and can be 
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dissolved during the dilution process. 
4) The dividing infusion into wells should accurately be carried 

out as the infusion is responsible for the overall accuracy of 
estimation. New chip should be used for each object to be 
estimated to avoid from possible contamination. 

5) When the object to be estimated is highly 
concentrated(>100ng/mL), the object should be diluted 
beforehand with 50% methanol. 

6) Every estimation should be doubled. 
7) The spectrophotometry should be carried out immediately 

after stopping the reaction. 
8) The standard curve should be made for each estimation, since 

the level of photometric reaction can be slightly affected by 
reaction temperature, time cource, and degree of stirring. 

9) Careful avoidance of strong light during estimation and 
storage is recommended. 

a. Do not combine kits of different lot to estimate New Quinolone. 
b. Use for the object to be estimated and to be investigated, but do 

not use for clinical diagnosis. 
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VI. Basic capabilities 
Crossreactivity with other antibiotics  

Antibiotics Reaction rate  
Enrofloxacin 100 
Norfloxacin 100 
Ciprofloxacin 100 
Danofloxacin 80 
Enoxacin 20 
Cinoxacin 18 
Sarafloxacin 16 
Oxolinic acid 5 
Flumequin 1.4 
Ofloxacin 1.4 
Nalidixic acid 0.9 
Nitoroflazone 0.02> 
Sulfadimethoxine 0.02> 
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 Recovery test eel extract  

Sample No     added  Observed       Expected        

Recovery 

           g/mL      g/mL             g/mL            % 

            0   0.48   

6.3  6.2     6.5   91  

 12.5      14.9  15.4       115   

         25           27.1             25                 106 

Reproducibility among simultaneous estimations 
CV(%)  

Reproducibility among daily estimations 
CV(%)  

 
VII. Storage and term of validity 
    The kit should be stored at 2 8 , and be stable for 6 

months after the date of manufacture.  

 
Manufacturer Frontier Institute Co., Ltd 
Address 1-777-12, SHINKO-NISHI, ISHIKARISI, HOKKAIDO, 

061-3241, JAPAN 

Distributor

      TOYO 2CHOME, KOTO-KU, TOKYO, 135-0016, JAPAN
       http://www.cosmobio.co.jp               e-mail : export@cosmobio.co.jp
       Phone : +81-3-5632-9617               FAX : +81-3-5632-9618


