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    Di tphanous  flniitlr pToltms are  kno-n  io inselse  in N Luous  LLtm  medi  LLed  Leltut  ir proLesses 4il members  Lentain a Rho  hindmg doincun a prohne rleh foLmln
homologv domam  1 (PH]) t"o  co]led co]1 domains PH2  and  FH3  ReLentl) the FH  1 and2  ofleabt  didphanous (Blu lp) "a"ound  to nuLkatL  dLtm  fildmLntb m  vitro

TrnmunobTot analisis  -ith  anb  LDia  dnLibody  bbo"Ld  thL rLl iUvLli  strongLr  rc  iLtion  -ith  thL 14SkDd band in  bram th m  in  ethei  oigans  LDia  m  the losw salt  alkahne

cxtiact  ofchicken  brdin bound to  an  F  acun  icamt}  column  Full lcngth cDia  cnrrvng  a  hictidinc tag  -ag  expregged  in  an  ingeLt  LelT  1ine (High FiLe) and  purifTed -ith  a
Ni NTA  dgarose  column  G  actin  -as  pel)merized  in  the presetice ot  the recombmant  LDia  protein and  ultn  centnfuged  at  SO OOO rpm  cDia  "as  Le  preupitated  -ith

F aLtm  Then the  polimerizmg process -as  monitored  "ith  the electron  mierosLope  LDia  seemed  Lo atLtlLrdlL  LhL  aLtin  poTumLrvatTon LargL  bu"dlLs oF  b aLtin  -LrL

ohse-ed  Tn  Lhe presenLe  ofLDia  at  the mnldr  ritio  of  1C) 1
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WL  h-L  found thdt!-psin  tredtment  rcmoics  thc "1iarN  responbe  te Ca'+ in the cell illedel  ot t'atam"tum  The resuLted  insensin"ty  to Cai ma)  be due to n

degr idation of i Ca  receptor piotem such  as Lalmodulm  We  found a lot ofcalmodulm  hke protem in  dealnLiun vupemiLanL  tnd  a 1iLtte in  uh  Lri JKonemes  usTng
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binding prole]n remJing  to be elucidited
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bv His but the moleculai  mechmism  is llol  "ell kno-n  In this stud} "c  exalnmcd  the pretc]n phobphor-laLien ofspLrm  nagdla dunng meuhL)  aLhianon  IeshLuldr
spL]m  wuL  atL]"LLd  blr (1)O SM  ChohnL thlolldL (2) (I)+1OmM Hib C3) (1)+O lmM  LDDA  and  <4)(1)+20rnM NH4C1  When  sperrnatozoa  vvere siispended  m  the
solution(l)  thei sho"ed  lo- motilit)  In the soluuon(2)  and  (3) their motil]tN  "ag  aet"  ited  ma  fept m]nutes  "hile  in  the solutmn<4}  Lhei immedi  Ltelv  beLamemotile
Seseial protems ptere  tound te be phosphoryhted after  tnotitltN  aLt-ation  {26ekDa 4,kDa  29 34kDa) and  the phospho-lahon et  4)kDa  proLun  -ds  vLrongLr  -hLn

bperm  -ere  actvated  by NH4Ct  Ihe 7bkDa protem -db  phosphorvlited onlx  "hLn  dLtivdtLd  by }Jis Thc dLphosphnr}ldtion ot  BekDa  pratein wbLch  -as  extraeted

"ith  O 6M  NLC  1 -  is nso obseived  after  motrlTt}  ictTv  ltton
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    Tilapia Lap  acLEundtL  tmd  rLproduLL  frem m  frLsh-atLr to sLd"  atu  Wc  h "e  been stud)mg  on  the chinges  m  regulatorN  meLhamgrn  ot  gperm  motilitN  dunng  the
acchmatien  ln thc  prescnt stud}  "e  analszed  total  protcin ot  F"TT  (tresh "Ater  aeelimatcd  ttlapJa)  and  SWT  (fresh "ater  aochmated  titapia) sperrn  b} means  of  2D
LILLtrophorcys  WL  found th it cxprc"ion  of 18kDa protcm  "as  dtfteicnT bttvipeen FWT  and  S"  T bperm  Larger amount  of  18kDa "a3  expressed  m  SWT  sperm  Lhanm
F"  T  spelm  Anuno  lud  sequcilec  ot  X  tLrmnnub  ot  18kDa  levklcd  homoTogs  lo Cu  Zn  supero-de  dismuLase  {gOD) a  sL  LLenger  ofridiLal  O) PeroxTnitrate (OXOO  )
produccd from nitric  oxidc  (NO) and  superexide(02  ) reacts  to tirosme  residues  cal]ed  nitiation  41kDa  protein  in F"T  Kperm  -as  nitrated  in h)pottmiL condiLion  B)
Lontrast  in  Ca  present hNpertoniL Londitio"  41 kDa  m  SWT  not  F"'T  spemi  -ds  dtnm  tLLd  g]nLL 41kDd  is t kL} protun efthc  motihty  iLtiv  mon  casLade  it is hkellr
1h Lt free radiLal  Jfile"g spenm  metLhti  1- uitherniore ihs  hkelv also that the meduldtien  m  exprcssion  of 18kD  i protcm atfects thc productEon of pLrogmutratL regulting
in  modificahon  of  moLihL)  act-  ttion  LasLddLs

THF  IMAGE  ANALYglS  OF  SP]RM  MOI  [M:tsT  MECII4NISM  OF  THE  PROSOPOCOILLts  fiVCLItyA Tt S
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    gperm  disseLLed frem the m  Lle vesiLula  seminalTs ot Prosopocoihts  tncknatus  -ere  exarnined  their moiemLnts  "ith  a CCD  video  camcri  undcr  thL microscopc
FurthenMore the cross  secuons  nf  tlagella axoneme  and  "bole  gpeium  ncgaU}di  szamcd  "crc  obscrNed  blr etectron  microscope  When  the spiial  motion  transmits  from the
bcisLa] bodiv ef  thc iligcltum the Lhir]LtcristiLs  -crc  obtamed  such  as  periodic osciltation  rotauon  directivit) of  the sperm  flagellum ]t uai  con"dered  thAt  the

relationship bct-Len thc vlehole sperm  shnpe  ind  llltrastructuie ot the tlagelln axeneme

ELECTROMACNETIC  blELD  EbbECIS  ON  REPRODUCIINL  CELL(tO) MONI[  DATN  NCQITISITION  OF  gPFRM  FIAGFTIA  IJNDFR  gLPFR
IMPOSED  MAGNETIC  HELD
Misaru [mLi Mi}oko Kubo  ImLi Mds  ihite  tsdg itd"  Atsushi Kanbai
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    In tbe serles ot our  -ol  k -e  hawe been trymg  to estlbhsh  the momtormg  sLheme  Lo lhe iell  tllne response  ofthe  reproduLtTie  Lell ag  i]nst  the superimpoied  electric

and  magneUc  tlcld In rhis plcscntation -e  mtroducc  the quantitatrveimage processing techiiique on  the mhect  sperm  under  superimposedinagneLiL  iield "mLLIa"ng  the
mtL-muill  allovvable  magneuc  field of'  japinese  Lmeai  Chuo  Express  ! mTesla  The  measai  ement  is  dene  Lvth  Lht  Loni"itional  nen  intLrl  iLL CC  D  L]niLrd ]s -Lll is
SOOO fiame sec high gpeed  Lamern  for LTiaging  cheLk

SOLL  BILtZ4TtON  OF  SP:RM  FI A(;FI  I AR  PROTFINg  FOR  PROTFOME  4NALYSIS
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    We  haie studied  on  piotein phosphoryiation path-a) assou"Led  i-Lh  LhL mohht}  of  spLrni  For  prL"sc  analyses  "L  LmnprehensJLeLi  anali7ed  protein
phosphor)tahon nssoaritcd with  spLrm  motihLy  rn erdLr  tn cxamine  protcin phosphor)lalten  compiehensiieh  -e  ini  estagated  about  solubilizauon  ot all sperm  tligellai
proteTns usng  sdtmonJd  sperm  ind  harnster bperm  m  the present expernnent  As  tor sahnomd  sperm  spcrm  fiagcllum dissotNcd m  d 5 M  urea sotution contammg  5 M
urea  dpd  1O fo 2 )ilF On lhL othLr hdnd il ]gLll ir struuturLs LxLcpt  to fibrous sheath ofhamster  spertn flagellum dissotved m  a 7 M  uren  solution contaimng  7 M  urea
ind  le",o 2 M[  I ibrous  sheath  disgokcd m  a  urea  thiouiea  solution  Lontnmmg  S M  urea  1 M  thieurea 20,v NP  40 a]d  1OO'o 2 merLaptoethanoL  ln botti salmomd
gpcrm  and  hanlgter gpertn  spenn  head utas  retneNed  b; centrifugatsen  bangelter protems dissolved in  a  uiea  soluLion  -crc  i"alvLLd  s-th2D  LILLtrepherLsTs  LonysLLd  of

lhe IEF  "ith S "FI urea  and  tlte SDS  PAGh  l'ibrous sheath  proLei"s di"oELd  in t uiLt  th]eurLd  solution  "erc  an  iliicd-Tth  2D  elettiophoresis  eonsisted  ot  the IFF
"]th  )  M  uiLn  and  1 M  LhiourLa and  lhL SDS  PAGE

ELFCTROPHORFTIC  gTIJDIFS  ON  4 CONNrCTIN  ITITIN RELATED  PROTEINS  IN MUSCLE  CELLS  OF  THE  FRESH  VVATER  PLAN4RIANg
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    ConnLc"n Lihn rdated  proLems h["e been found in melnN anirndl spe"e"  muscle  cells En Plat}helminthes "e  hale been sho"n  that 540 SOO kDa  conncctin  tltm
relited proteins exist ]n muscle  Lells  ot the Iapanese CreshMaLei planandns Dblgc sia Japoniea 1)ueesia i) blkl blensJs  Poiycebs atsrtcuiata  and  Bdelioccpltala brun"ca but
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