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   Bechorionated  unfertllized  eggs  of  C.
savign.vi  were  incubated  for  10  min  in  the

sea  vva!.er  that  contains  10 uglml

cytoehalasin  B and  then  centrifuged  for  20

min  ut  l500xg.  These  treatments  separated

eggs  iiito severul  types  of  frugments,
large  red  fragTnents  (-60X  egg  volume),

small  gruy  ones  (-10X cgg  volume),  and

small  transparent  ones.  Red  frHgmciits
contained  egg  chromosomes.  If  the

fragments  were  inseminated,  they  developed
into  the  so-called  permuncnt  blastulae,  in

which  epidermal  differentiatiou  was

evide"t  but  muscle  cell  dlfrerentiatjoTL
vvas  not  dcteetcd.  Gray  urid  transparcnt
rragnients  never  clcuved  even  ir  thcy  were

inseminated.  Ilowever,  if  red  fragments
yvere  lnsemtnuted  after  the  fusion  with

gruy  fragnients  they  developed  ir:to the

embryos  tn which  museie  celi

dit'fcrc]tiation  was  eonspicuous.  Thc
embryos  dertved  f'rom  these  rused  frngments
sometimes  appeured  tis rtormal  tndpule
Jarvac.  These  rcsults  suggest  thut  musclc

detcrmlnunt  in  thc  eggs  was  mainly

partitioned  into  gruy  rrugnents  and  not

into  red  fragTnents.
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DEVELOPMENT  OF  THE  ASCIDIAN  EMBRYO.

Miki  Y,,  Ashida  K.,  Tanaka  R,,  Yokoyama  K.
and  Nishikata  T.  Dept.  of  Biology,  Fac.  of

Scien ¢ e,  Konan  Univ.,  Kobe.

  The  myopiasm  of  the  ascidian  egg  is be]ieved  to

contaln  rnusc]e  determinants,  and  is distributed
inte mu$ ¢ le preeursor  blastomeres  through  the

ooplasmic  segregation.  The  segregution  consists

of  two  phases,  each  mediated  by different  systems,

the  first by  microfilarnents  and  the  second  by
microtuble$  (Sawada &  Schatten,  1989}.

  Myoplasmin-Cl  is one  oi  the  myQplasmic

components  which  are  thought  to ptay  an  important
rale  in the  musele  cell  differentiation. In erder

to eMamine  the  interactien  of  myDplasmin-Cl  and

oLher  cytoskeietal  ppoteins,  we  immunologicaUy
detected  tubulin,  actin  and  p5S  Cresemb]es to  the

porcine  neurofilament  160;  Swalla  et  al,  1991)
with  myop]asmin-Cl  on  the  sarne  sections.  During
the first phase  of  the  segregation,  the
distribution  of  myeplasmin-C]  was  closely  related

to that of  the actin  rather  than  the tubulin. On
the  second  phase,  n]yoplasmin-Cl  migrated

posteriorly  together  with  the  sperm  a$ter.  As  far
as  we  examined,  myoplasmin-Cl  and  p58  segregated

to  the  same  area  of  the  egg  during  oop]asmic

segregation.  These  results  imp]icate the  image  of

the  myoplasm  which  is composed  of  the intricate
complex  of  the  cytoskeletal  components;  these
eomponents  dynamieally  move,  rise  and  falL
associate  and  disassociate  wlth  each  other.
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Duringascidianembryogenesis,differentiationofprimar)'

tineagc rnuscle  cells, which  are deris:ed frem B4.1

blastomeTes of  the 8-oeLl embryo,  seems  to bc eontrolied  by

factors localized in the egg  cytoplasm,  Tb anal)'ze  mRrgAs

specific  for B4.1 blastomeres, we  co11ected  B4.1

blastomeres and  blastomeres of  the ttnimal  hemisphere

(a4.2+b4,2) from 8-celE stage  crnbryos  of  the as:idian

Hblocynthia roretzi  , and  we  rnade  each  cDNA  tibrur},.

Ihcn we  made  a subtracted  cDNA  tibfar}; and  by

differential screcning  we  isolated some  cDNA  cLones  which

are  present in the B4.1-cDNA library but net  in the animal

hemisphere-cDNA librar>: Now, we  arc  continuing  farthcr

analysisoflhesec1ones.
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  ro  address  ttie questiDa  vhethe:  MyaDl-like

±acters  play  pivetal  :eles  in  rmi6cl･e

dl[[ereDtiation  in  h: reretsu'  embrya.  we  isolated  by

PCR  method  tvo  cDNA  elones  and  one  genemie  e:,:ne

enceding  a  preteln  whlch  be!ongs  to  the  myogenic

bHLH  prote]n  family,  The  difieren:e  between  eONA

elenes  eccur  ln  the  poly(A}  sites,  The  gene
ecnsists  of  four  exons,  In  the  S' upstream  reglen

± eur  CANNTG  metifs  (er E-boxes)  are  cluste=d  areund

-S50. They  may  be  target  sltes  ef  :ts

autotequlation.  Tbis  prcteln  censlsts  ef  43S  amine

aeid  residues  and  lts  bHLH dcrnain ls  vell

conserved.

  RT-PCg  analysis  has  demonstrated  that  ttie

exptesslen  et  th]s  gene  begins  at  64-=ell  stage  and

ccntinues  until  svintuing  larva  stage.  In  advlt,

b:dy  yall  musele  anel  heart  express  thls  gene. vhi)e

liver.  gill  and  intestine  den't.  although  none  of

tbe  membets  ei  the  ryogenie  bHLH  pretein  gelle  vas

expressed  ln  the  behrt  of  marmals.  These  results

suggest  that  a  MyeDl-like  factor  may  be  involved  :n

ascidian  muscle  dlttetentlation.


