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Introducción

This trial was done to establish the milk discard period of lactating cows treated by intra mammary way with Romagel® (lincomicine as clorhidrate 330 mg, neomycin as sulfate 100 mg and flumetasona 2,5 mg)

Materials y  Methods

The research was done on 16 healthy cows with three negative bacteriological cultures for mastitis and CCS below 150 x 1000, milked on two commercial dairies placed on Rafaela (Santa Fe Province) and Lincoln (Buenos Aires Province). The cows did not receive any type of antibiotic treatment up to 30 days previous of the trial.- Before the trail, composed samples were taken from each cow (non treated), so to confirm the absence of inhibitory substances. The same quantity of right & left, front & rear quarters were treated; the product was applied in one of the quarters of each cow, with two applications in a 24 hour interval. Milk samples were taken at the beginning of each milking, according the recommendations of the NRC, then each 12 hours up to 72 hours after the last application. With this samples, a composed sample was prepared with equal volume of milk from each quarter, for each cow, for each treatment. To establish de concentrations of lincomicine and neomycin the cylinder-plaque in agar diffusion method  was used, with Micrococcus luteus ATCC 9431 (M.luteus) as a sensible microorganism for lincomicina and Staphylococus epidermis ATCC 12228 (S.epidermidis) for neomycin. For M. luteus Muller  Hiton Agfar (Merk) was used as culture medium and Plate Count Agar (Difco), for S.epidermidis, in both cases with a pH value of 8 +/- 1.- Standard solutions for both drugs were prepared employing as primary diluents buffer solution pH 8, the successive dilutions were made with sterile skim milk reconstructed to 10% (Difco). The plaques were inoculated with the microorganisms already mentioned as to achieve a final concentration of 1 x 1.000.000 ufc/ml, placing in each one 6 metal 6 mm diameter cylinders.  The plaques were incubated at 30°C for M.luteus and at 35°C for S.epidermidis, after which the diameters of the inhibition circumferences were measured with a caliber (2).-  The concentration of each drug expressed in ppm was calculated in order to the standard curve of each antibiotic. He results were measured by ANOVA , the difference between averages was analyzed for a LSD with a P: <0.01.-

A second test was done as a complement employing Geobacillus stearothermophylus ATCC 10149 (1,5,8), in this test, milk from a treated quarter was diluted in 99 parts of milk free from inhibitory substances.

Results:


The sencibility for the cylinder-plaque method with neomicine and lincomicine resulted   for S.epidermis in 0.300 ppm and for M.Luteus in 0.100 pp. No significative differences were found at P<0.01 level for Neomicine and Lincomicine between the non treated and treated samples after 48,60 and 72 hours after the end of the treatment.  No differences ( P<0.01) were  at found between the results of the two dairies.  Table N°1  shows the concentrations expressed in ppm (geometric means) founded for neomicine and lincomicine in each treatment. 

Table N° 1

	
	Non Treated
	1
	2
	3
	4
	5
	6
	7
	8

	Noemicina 
	<0.300
	>12.86
	2,57
	>12.86
	>12.86
	1.95
	0.305
	0.320
	<0.300

	Lincomicina 
	<0.100
	17.02
	0.145
	0.140
	8.532
	1.00
	<0.100
	<0.100
	<0.100


Ref. Non treated, samples before the trial; 1: samples 12 h. after first treatment: 2: sample after 12 hs of second treatment;  3, 4,5,6,7,8: samples taken at 12, 24, 36, 48, 60 y 72  hs after the end of treatment.

Table 2 shows the results with the cylinder-plaque method using Geobacillus stearothermophylus ATCC 10149 as sensible microorganism, simulating the presence of milk from a one quarter  treated animal in the bulk milk tank produced by 100 cows herd. The results were found negative for the non treated milk and for the milk resulting from treated milk  48, 60, and 72 hs  after treatment. 

Table 2
	  Treatment
	Results 
	Halo (mm)

	Treated with Penicilin 
	Positive
	20 

	   No treated with milk free from inhibitory substances  
	Negative
	 12.7 

	  24 hs diluted in 99 parts of milk free from inhi. subs.  
	Positive
	> 30  

	  48 hs diluted in 99 parts of milk free from inhib.subs.  
	Negative 
	13.8

	  60 hs diluted in 99 parts of milk free from inhib.subst.  
	Negative
	12.7

	  72 hs diluted in 99 parts of milk free from inhib.subst.  
	Negative
	12.7


· Results interpretation. inhibition halo > 14 mm indicates presence of inhibitory substances, zones < 14 mm indicate  absence of inhibitory substances, zones de > 14 mm up to 16 mm must be review  

Conclusion

Neomicine and Lincomicine concentrations after 48 hs of the end of the Romagel® treatment were found below the MRL requirements established by the CODEX.- 
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