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RESUMEN

Las proteasas de Pseudomonas sp. fueron purificadas mediante
sistemas acuosos bifasicos (ATPS) constituidos por polietilenglicol (PEG) vy
citrato, se realizaron dos disefios experimentales 2° + 4 para evaluar los
parametros: peso molecular de PEG, concentracion de PEG, concentracién de
citrato (Mpea, Cpeg, Csa respectivamente) y pH; se analizaron las respuestas
Coeficiente de Particion, Rendimiento de Actividad, Factor de Purificacién y
Selectividad (K, Y, FP y S respectivamente). EI mejor rendimiento de la
purificacion se obtuvo con el sistema compuesto por Mpgg = 10, 000 g/mol,
Cpeg = 22% (w/w), Csa = 12% (w/w), pH = 8,0; las respuestas obtenidas fueron
K=4,9,Y =2845%, FP =151y S = 26,1 con un valor de Tie — Line Length
(TLL) de 52,74% (w/w). Ademas, se evalu6 el uso de cinco liquidos i6nicos
como aditivos en el ATPS, pero ninguno influy6 en la mejora del rendimiento de
purificacion. Por otra parte, se realizé una hidrélisis de proteinas de semilla de
Lupinus mutabilis utilizando las proteasas purificadas de Pseudomonas sp.
(PPPs) y la Alcalasa® 2.4L consiguiendo un grado de hidrélisis de 15y 22 %
respectivamente. Estas diferencias se deben principalmente al grado de pureza

y el tipo de enzimas usadas durante la hidrélisis de las proteinas de semilla.
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ABSTRACT

The proteases of Pseudomonas sp. were purified by aqueous biphasic
systems (ATPS) compound of polyethylene glycol (PEG) and citrate, two
experimental designs 2° + 4 were performed to evaluate the parameters:
molecular weight of PEG, concentration of PEG, concentration of citrate
(MPEG, CPEG, CSal respectively) and pH; the responses Partition Coefficient,
Yield of activity, Purification Factor and Selectivity (K, Y, FP and S respectively)
were analyzed. The best purification performance was obtained with the system
composed of MPEG = 10, 000 g/mol, CPEG = 22% (w/w), CSal = 12% (w/w),
pH = 8,0; the responses obtained were K = 4,9, Y = 84,5%, FP = 15,1 and S =
26,1 with Tie — Line Length (TLL) value of 52,74% (w/w). In addition, the use of
five ionic liquids as additives in the ATPS was evaluated, but none influenced
the improvement of purification performance. On the other hand, a hydrolysis of
Lupinus mutabilis seed proteins was carried out using the purified proteases of
Pseudomonas sp. (PPPs) and Alcalase® 2.4L reaching a degree of hydrolysis
of 15 and 22% respectively. These differences are mainly due to the degree of

purity and the type of enzymes used during the hydrolysis of seeds protein.
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