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Leprosy and tuberculosis are stil1 public pathoge~. hnportant1Y. in recent years bac-
alth prob1ems in many parts of d1e world. terial and viral proteases have been found to
number of molecules obtained from my- interw;t with d1e cytokine network ('). Coose-
~ria. bave been cbal8C~ (11). The quently. tlle ta1'geting of protoolytic enzymes
st proteins identified were intracellular is a strategy which shows promjse for the
:at shock proteiD8 that could playa role in control of other bacterial pathogens r3. ~).
ycobacteria1 immunopathology. Another In order to understand the biology of
oup of proteins comprises secreted anti- some mycobacteria1 proteins, and due to the
~s. wíth a ma.jor oomponent being com- advantage of being ahle to cultivare M. bo-
ex 85, which presents fibronectin-binding vis in vitro. we have continued with the
lnctions and shows extensive homology identification of mycobacterial proteins. es-
,tween Mycobacterlum tUben'ulosis and pecia1ly those that present proteinase activi-
~obacterium leprae (II). ties. Therefore. in the present study. gelati-
Several ~lar oomponentg. with pro- nase activity from total proteins (cytosolic

olytic activity have been ignored in myco- and membrane proteins) of Mycobacterium
acterial 8tudies (2). Moreover, tbere is little bovis (MbSA) was investigated. Our objec-
Iformation in the literature conceming my~ tive was to analyze some biochemical PrOP-
~ria proteinase detection using classi- erties of the proteinases preseDt in MbSA.
~ bioc.hemical t«-hniques. \ncluding susceptibility to classical in-
ProteaseS have many roles in bacteria. hibitors and pH dependency of activity.

mging from tumoVer and modification of
~l1u1ar proteins. to viro1ence factors in MA TERIALS AND MEmoDS

Mycobacterla. Danish BCG strain 1331
I .~ ..was cu\tured in serum free Sauton medium
Recelvcd f~r p,ublicatlon on 3 lanuary 2002. Ac-

( 16) The strain was incubated at 37°C for

epted f(X pub1lcatlon on 26 August 2002. ...

~ E. Rada, M.Sc.; E. A. Zambrano. A1.D.; I. Y: Ro. SlX weeks. The soluble Mycobactenum bo-

ríguez. c. Santaena. M.Sc. and J. Convit. M.D.. Lab- vis protein extract (MbSA) was obtained by

~o de Le;prolo~f~ y Patolo¡fa Experimenta1. 1n- successive passa¡e through a French pres-
1l\U\O dt. B~ Apartado 4()43. ~ sure cen using 10.~ lbs/inl (4). fonowed

OIOA. Venezuela. by .fu . 27 138 (S II RCReprint requests to; EIsa Rada, M.Sc.. at the above centri gation at .9 ?rva -

ddre&sorFax; 582-12-8611258; E-mai1: 5B. rotor SS-34) at 4°C for I hr m PBS pH

:rada@tel~~.net.ve 7.2 to eliminate bacil1ary debris, and finally
AbbreV1abons uS:e<i are B5 fOU0W6; PM~F. = phenyl. filtered through a 0.22 ~ diameter pore

nethy1sulfooyfftlXJiKJe; p-APMSF = p--J- . b The ..
nethyl sulfony1fooride; n.cK = N.- Tosyl-Lys Stze mem ~. protem concentl'8;b.on

:h1oromethyl Ketone; TPCK ; N-tosyJ-L-pbenyl,81a- was ~.ned ~y the BCA method (Blcm-

\"me cl1k1rome;t1\y~; AE8SF = p-AmiI!t>o chonmlC acid, Pierce-Endogen. Rockford,
~ytbeD1.enesulfony1fluoride; OPA = IX'tbo-phenantro- minois, u .S.A.) r9).

line; E.-6:4 = trans-epoxysu¡;cinyl-L-leucylamido- Zymography (aeIaIiDaoe adlvlty). Pro-
[4-guan.dinoJbutane; ~MB : p-cbloromercuryben- ed b SDSwate; Pepst A = pepstatin A; 3.4-DC1 = 3.4- te1nase ~tiVlty w~ mvestigat .y -

:licbkJrojsocoomarin; Lact : Lactacystin; ~ = N. PAGE usmg gelatln as the protemase sub-

l~~~~N'-~-etbane sulfc-.iI: ~~; itrate. u previously described (9)- Activity

~s = 3-.(crcl°bt:xylamlDO]-t-Ilf?PBRe-su1fomc was studied in 100 ~ of protein from a M.
~d; D'M' = dlthlothreitol; DMSO = dlme~ylslllfox- bovis solub1e extraCt (MbSA ) The samples
lde; 2-ME = 2.mercaptDethanol; SDS = S<Xlium dode- ...
cyl slllfate; and SDS-PAGE = S<Xlium ~l su1fale- were dissolved 1 hr at room temperature m

polyacrylamide gel ele<:troph~is. pH 6.8 Laemmli sample buffer (62 mM
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