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ISOts"ON  OF  cDNA  aONES  roR  mRNds  TRANSCRBED

ZYooTICALLY  DURING  CLEAVAGE  STAGE  IN  ASCDIAN  EMBRYOS.

T. Miyq  H. Nishida.

Dept,ofLifeScience,TekyeinsLofTech.,Yokoharna

   11teascidian]arvaconslstsofre[atiyelysmal1numberoftissues,andthe

eell 1ineage is well  described during embryogenesis,  11)e fate of most  ef  the

blastomeres become  tissue-resnicted by the T 1O-cel] stage vvhieh  isjust before

the onset efgastrulation. During ascidian  ernbryogenesis,  prirnary musele,

epidemiis  and  endode[in  auto"omously  differentiate, and  the processes are

mediatedbyeggcytoplasmicdeterminants.

   We  are trying to isetate cDNAs  for genes  of  which  expression  is diiectly

niggcred by maternal  determinants during eafly embryegenesis  of  thc ascidian,
Hbtoc)"tthiaroretzi. WeconstructedcDNAlibraryof110-cellembryes.By

differential screening  using  maternal  mRNAs  and  mRrliIAs from 1 1O-oe]1
embryos,  we  isolated several cDNA  clones  for gnnes of  which  trenseriptien

startsduringcleavagestagc.

Hox-type  genes  in retrehrmene  thermopile

A.Mukai,  M.Yarnagttchi,  H.Endoh,

Depertrnent  oi  biology,Faculty  ot  science,Kanazawa

Vnlverslty,Kanazawa

  Hox  genes play a  central  rele  in axial  patterning in the

animal  kjngdem  and  the homeodomain  is highly conserved

threughout  evelution.  We  report  here the  first Hox-type

genes from  the kingdom Protista, The 116 bp PCR  tragments

from the ciliated protozoan  Tetrahymena were  ampljfied

with  specific  primers te the homeodomain,  and  were

sequenced,  Se tar we  identified at  least 12  kinds ot  genes,
all ot  which  are  highly homologous to the  amine  acid

sequences  of  the  Hox  genes, This result obliges  us  to

recensider  the  origin  and  evolution  ot  Hex  gene.

SEumVE  AND  LONG-TERM  CUI;TURE  OF  BLACK  SILKIE
CHICKEN  MELANOCYTES  SUPPLEMENTED  WITH  END(M'HEUNS
T. Tebital,T. Akiyamal, K. Kino2 ,IDep,  of  Biolog)T, Keie Univ. ,

 Yokoharna,
2Aichi-kenAgriculturalResearchCenter,Aichi.

We  developed a se[ectiye  and  long-term culture  method  of  me]anocytes  of

Black silkie chicken  (GaUus gallus domesticus). Iselated neural  crest oells

from trunk  rcgion  of  3-dayembryos were  separated  to single  ceL] and  frozen
by a reutine  rnethod  (10% femi ca]f serum  and  10% DMSO  contained  F-12
medium)  at -80℃  until using.  After thawing the cells, l-4xlpa neural  crest

cells vifere plated in 24 well-p[ate  with  F-12 medium  conmining  10% fetal
calf serum  for one  day and  the medium  was  exchanged  to F-12 medillm

containing  10% calfserum  and  one  ofO-5engtml  endothetin-1.  -2, -3 er big
endothelin-39  (preeursor ef  endothelin-1).  After 2 days, melanoblasts

appeared  and  formed network-]ike  eolony.  light melanizatiefi  started in
these  cells  on  4 day-culture and  then cells oontinued  to preliferate showing

clear melanizatien  en  67  day-eulture. A vast  nurnber  of meTanocyte  colonies

appeared  in these media  conmining  each  endothelin,  Afur  one  week,  almest
other  cell rypes cou[d  not  survive  and  disappeared. Also no  melanoblasts  and

melariocytes  were  observed  in the  mediurn  without  any  enclothelin.  In
addition, melanocytes  extremely  prolifeiated and  formed solid colonjes

oyerLapping  cach  other  in the cases  of  endothclin  1, 2, and  3. Most effective
cencentration  of  these endothelins  ivas differenL These melanocytes  cou]d

be sub-cultured  and  mainmined  for 125 day, lhese effects of endothelins
were  inhibited by endothelin  Teceptor  antagonists,

CYVPLASMIC  MrlOCHONDRIAL  rRNA  IN
TE[RAHYMENA  COrUUGANIS
T. Kebayashi and  H. Endoh
Dept. of  Bio]. 

,
 Fac. of  Sci. 

.
 Univ. ef Kanazawa. Kanzawa.

 ln some  metazoa,  mitoohondrial(mO rRNAs  located in

cytoplasm  are  associated  with  germ-IIne dMerentiation.
In this report, we  used  uniceilar prctozean tetrahymena

thetmophila, which has two dMerent nuclei, germ-line
micronudeus  and  the somatic macronucleus,  and

investigated the presence  mtrRNAs  in cytoplasm  during

the stage  ef nuclear  dMerentiation as in the metazean

germ-line determination. FISH revealed  that cytoplasmic

mtrRNA  was  found in cytoplasm  of cenjugants, but COI
RNA  (cyyochrome exidase subunit  i) was  not  This suggests
that the possible rele  ct cytoplasmic  mtrRNA  in germ-Iine
determination is common  in protozoa and  metazoa,

ISOLA[[ION  OF  TWO  FACTDRS  THAT  SIIMULATE  PROUFERA"ON
AND  DIFFERErmT  EON  OF  MELANOCYIES  IN  BUFFALO  RAT  UVER
CELL-CONDMONEDMEDIUM
T. Tebital, T, Akiyamal. K. Kino2. IDep.  ef  Biology, Kedo Univ. YokohaTna.
2Aichi-kenAgricutturalResearchCenter,Aichi.

Bufifa]o rat liver eel]-condhioned  medium  eRL-Cwo has been suggested  to
contain  effective  factoifs) on  stable proliferation, di[[erentiation and  survival  of
cu1tured  melanocytes  of  Black silkie chicken  (Gallus galltLs domesticus),
However,      the factor(s) and  the function(s) in BRL-CM  have been remained

unknown.  Previously, we  have rcported  that the (10kl)a  imction (FA) ef
BRL-CM  was  considerably  eEfoctive  for proliferation and  differentiation of  the
melanocytes  and  >10kl])a  fraction worked  to help their adhesion  and  survival,

In this report, we  preparecl FA  from twe  liter of  serum-free  BRL-CM  and
analyzed  the component.  For each  uial of  electrophoresis,  20eml of FA was
concentrated  by lyophilization and  gel fltration. 11}e conoentrated  sample  was
developcd by  Tricine-PAGE and  two faint bands were  detected. Il]e
electrophoretica1  mobilitics  of  those two components  were  identical to

endothelin  (O.2kl)a) and  big endothelin  (O.4kDa), respectively  that have been
reported  to be effective factors for melanoqyte  diffbrentiation. To exarnine
whether  BRL  cells  synthesize  rnRNAs  enceding  endothelins  (ETs),
arnplification of  cDNA  using  reverse  transcription-po1ymelase  chaln  ieaction

(RT-PCR) was  peiformed. The experiments  clearly shewed  expression  of ET'-
1 and   -2     mRNA.          Tliese results indicated that BRr.-CM  contained  ET-1, E]r-2
and  their precursors as pri[ne candidates  of  effeedve  factors on  the melarloqytcs.

ANAUYSIS OF  THE  
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   Nicotinic aoetylchotine  reoeptofs  {nAchR) are  known  to exist  in pasv

synaptic  region  ef  mamrrialian  neuromuscular  junodons. By  using  fiuoreseent-

1aheled a-bungarotoxin,  aritagonist of nAchR,  we  showed  that there were  two

snipes  ef  nenromusou1ar  junctions in the ciTcuLar bady vval1  muscle  in each

segrneritof thchytuasptnensis. the of  thent (A) is clesc to the boundary of
segnients.  and  the ethe[  (B) is in the middle  of the segnents.  These worms

underge  asexual  reprvduction  by fragrner)tation and  ngeneration. 1he  
'fission

zone"  in cach  segrnent  where  they cut  thernselves spontmeously  (automy) was

clase to suipes  B, 11ie fragments obimned  by dissection wore  also exasnined.

Sinoe nK)st of the dissected hagments had their ends  at the same  position as

spontancous  ones.  it is suggested  that wonns  ajusted their ends  by reevuing

tihemselves at the eenect  position, which  is important fo[ corTect regeneration.
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