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PURIEICATION  AND  CHARACTERIZATION  OEA  CASEINOLVTIC  ?ROTenSE  IN  HATCH
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       A  caseinolytic  protease  ±s  contatned  in  crab  hatch  water  (i.e.

the  filtered  medtum  in  whtch  zoeas  have  hatched].  It veuld  d±gest  the

innei  thin  layer  ef  the  embryonic  envelepe  to  cause  hdtching, Thts

protease  has  been  putified  f[om  hatch  water  ef  an  estuarine  crab,

an  mu.  by  th:ee  steps  et  ehtemategraphy.  The  molecular

weight  Nas  est ±mated  at  55  kDa by gel  fUt:atien,  Th±s  pteteast  was

Phen charactet ±zed  by  ust  ef  highly  pu:ified  soiutionJ  it  Nas  stable

}t 4-6D ℃ but  was  lost  at  h±gher temperature;  the  aetivity  Nas  tueximum

at  pH  S.O-11.0;  in prelonged  incubatipn  at  20 ℃  indicated  that  the

pctivity was  maintained  at  least  ter  72h,  The  assny  with  isolates  of
'the

 embryonic  envelepe  and  morphelogical  obse:vat ±en  by  tht

transmissien  electron  nirrosropy  suggested  that  the  envelope  was

certainly  digested  by  this  preteese.
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      Genetargetingexpetimentshaveshownrhatc-mesproto-oncogenp

product (Mos) plays an  essential  role  in mouse  oocyte  maturation, However,

rnecimismsbywhichMossuppressestheparthenogeneticactivationofthe

mouse  oocytes  arTested  at the second  meiotic  metaphmse  remain  to be elucidated.
Here we  analyzed  the protein levels ofcyclin  B and  CDC2  kinase d-ring the

activation ef the c-mos-deficient  eecytes. CDC2  lcve]s remain  to be censtant

during maturation  ef  both c-moskleficient  and  wild  type  oocytes. In contrast,
cyclin  B was  accumulated  during seconq  meiosis  much  slower  in c-mos-

deficient oocytes  than the wild-type  ones.  Furthermore, metabolic  labeling

experiments  suggest  that Mos  kinase funodons as  a  positive regulator  ofcyclin  B

proteinsynthesis.

OVIGSROVS-HAIR  STRI?P:NG  SVBSTANCE  tOHSS) IN  eRAB  HATCH
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StNTHESIS  OF  OHSS  IN  EMBRYONrC  DEVELOPMENT.
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   PHOSPHORYLATION  STATE  OF  CDC2  ON

THREONINE161(T161)  DURING  MOUSE  OOCYI[E

                MATURATION.
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     Creb  hat=h  water  eentains  an  active  s-bstance  )re  call

OHSS  tevigereus-hair  stripp ± ng  substance).  This  fa[ter

partic ±pates in eteaning  the  remnants  that  :ernained  in  the
femaie's  abdornen  ifte=  the  larval  ie:eese.  prepatSng

incubatien  ef  the  next  clutch  of  embryes.  ?elyeh:enal

anti-OHSS  antibodies  were  raSsed  against  purif ± ed

fractiens  threugh  gel  ftltratien.  Th ±s  antibody  detected

30KDa  and  32KDa  p[otein  bnnds  en  SDS-PAGE.  Affinity

purification  ±ndicated  that  OHSS  is  eempesed  ef  thest  twe

iottns. Fuithe[mere,  synthesis  ef  OHSS  in  emb:yenie

develepment  has  been  tnvestlgated  by  use  ot  these

antibeclies.

    CDC2  kinase a  general regulator  of  eukayotic  cell cycle. plays a key role  in

the regvladon  ef  oeeyte  maturatien.Aedvadon  of  CDC2  kinase is depend on  both

the association with  cyclinB and  the phosphory1ation on  threonine r61{T161). in
this study,  we  prepared antibody  against CDC2 phosphorylate[l on  T161 and

analyzed  the phosphory]atiqn stale of  CDC2  during mouse  oocyte  tnaturation.

T161-phosphorylatien levels were  lovv in the imrnature and  activated

oecytes,whereCDC2kinascwasimactivated,IncontrasLT161-phosphory]adon

levels didn't decreasc upon  the first po]ar body emission  even  though ti}e aedvity

of  CDC2  kinase was  declmed to the tram  ievels.

Eormatien  of  embryen ±c  envelope  and  the  emb:yo  attachment  systeta

in an  estuarSne  crab.
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In  deceped  ctustaceans,  newLy-extrucled  eggs  a:e  attached  te

maternal  evigereus  helrs  by  a  stalktfunleulus)  until  heteh ±ng

eccurs.  The  tuniculus  ts  net  cennectecl  te  the  hairs  directly,  but

±ndttectly  thiaugh  the  
"coat"

 investing  ev ±ge[eus  hairs.

Eo[mative  process  ot  funiculue  and  tnv ¢stment  coat  ues

lnvestigated  at  ultrastructural  level,  Eellewing  egg  laying. the

sttucturt  of  the  emb:yon ±c  envelepe  (EL) vas  raptdiy  modified,

and  envelepe  El adheEed  te  tht  ha ±r  with  many  ninute  ptetrus ±ons

longttudinellv  arranged  en  the  ovlgerous  hairs.  Envelepe  El ;tas

then  uttreehed  by  v ±gerous  keeding  taovements  ef  maternal  pleopods,

coilling  areund  the  hairs,  whieh  tuade  vp  the  eoet  and  funiculus,

Our  studies  thus  fiuggest  that  the  attachment  system  ls  aii  fermed

by  the  vlteUime  iayer arigtnatied  frem  eggs.

CHANG  ES OF  DESMIN  EXPRESSION  RELATED  TO  MUSCLE
REMODELING  DURING  MEI'AMORPHOSIS  OF  IN  wwOPUS
"EViSA.
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During metamorphosis  ef  lhe frog Xenopzas laevts, both the death ef
Iarval type rnuscle  cel]s and  new  myogenesiseocur  to form adult
dorsal rnusctes.  The  new  myogenesis  area  expand  in a  wave-like

fashion with  an  anteroposterior  gradient during metamorphic  climax

stage. The mllscle  oell death area  eKpanded  posterior-anteriorly.
  In order  to know the mechanisrn  of  muscle  rernodeling  from
larval type to adult  one  during rnetamorphosis.  changes  in protein
prefi1e of  dorsal and  tait muscles  of Xenopas inevts was  examined,

The content  of  desmin, muscLe  intermediate fi1aTnent protein, per
muscle  tota1 protein was  found to decrtase dramatical]y during
metamorphosis,  Before the desmin decrease, intense desmin
expression  near  thc adutt type myogenesis  area  (a dorsomedial part
in muscle  crass  section)  was  observed.  Demi1od western  blet
analysis  showed  that desmin  de( ease  alse prooee(ted with  axial

gradient. These  data suggested  the importanoe of  the desmjn chan  ge
in muscle  remodeling  during metamorphosis.
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