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        Cha]]ges  of  GLutathione peroxidase  mRNA  in h],per-

        paastic  noclule induced in rat livers  by  a  hepato-

        cellular  carcinogen,  3'-methyl-4-dimethvlamino-
        azobenzene.  Nen-isotope labeling in  sltu  hybrid'

        ization urTd  immunohistoehentistry.  S, Sato, S.
Yoshimura, N. Lertprasertsuke, T. Keji]), K. Watanabe,  PK,

Nakanei/, A. Nakamura2), Teltai Univ., Kanagawa, i/Nagasakl

Univ.,  Nagasaki,  
MKitasato

 Univ., Kanagawa, zaPAN
GIutathione peroxidase  (GSH-PO) is known to be a  

"seleniurm

(Se) dependent enzyme"  alld  one  ar  the rnost  effective  bloiog-
lcal iipid peroxides  scavenger.  The enzvme  is widely  distribu'
ted in alrmost all inbportant organs,  especially  liver. "Hyper-

plastlc  nodules  (HNs)" recognized  as  precancereus  lesions  and

hepatocellular careinema  (HC) are  produced  in rat  liver by
feeding  ani]nals  with  3''methyl'4'dimethylan-inoazabenzene (3'
-Me-DAB), hovever failed  to show  the localization  of  GSH-PO.
The  present  study  was  thus designeti to investigate whether
this tmarked  decrease oi' GSH-Pe in IIN and  HC is due to tntpair-
ment  ef  transcription  or of translation.  Beeause HNs are  tov
minute  to obtain  sufficient  amount  to carry  

"northern"
 blot

tests  which  was  successfulLy  dene with  fairly large HC  tissues',

ttie in situ  h},bridl'zation was  prefered.  NATERIALS & MerHODS:

LLvers oi rats  fed  1)contral diet, 2)3''Me-DAB for 12 weeks,

and  3)diet lacking  selellium  (Se(-)) veere  fixed by 4% para-
formaldehyde and  a  GSH-PO  cDNA  probe  IEbe]ed  -'ith  dlgoxigenin

was  us6d  for ln situ  hybridyzatien technique.  Direct immuno-
peroxidase  technique  utas also  emproyed  for the locaization

of  GSH-PO. RESULTS  & DISCUSSIeN: in the liver ef conLrol
rats.  immunoreactivity and  mRNA  stgnal  fer GSH-PO were  loeal'
izEd to hepatocytes throiighout the hepaLic  lobule  -'ith  zeraa]

distribution. In the Liver of  Se(') rats, both  were  negative

suggesting  that seleniurm  deficiency  affBcts  not  enly  trans-

lational  process  but also  transcriptional  synthe6is  of mRNA.

In the liver  of rats  fed 3'-Me-DAB, immunoreactlvity and
mnRNA  signal  vere  negative  in hepaLocytes  of  HNs. Whereas both
veere  preserved  in reuaining  hepatocytes surrottnding  the nodule.

The result  suggests  that  the diecrease of GSH-PO in HNs is due
to decreased  synthesis  ei mRNA  at  rranseriptional  ievel.

        Glucocorticeid  {GC) Regulatien  of  Vasopressin  CVP}
        Expression  in Cultured  Magnocellular  Ne"rens.

        K, 5chilling', P. Oeding"1, H. Schrnele"l, and Ch.
        Pilgrim,  Abt. AnatDrnfie u. Zel]biologie, Univ.  Ulm;

        1 Inst, ftir Zellbiochemfie u. Klin. Neuvobiologie,

        Univ.  of  Hamburg,  Federal  Rep.  ef  Germeny.
Zn the lntact animal,  adrenalettomy  increases VP
!xpressfion  fin parvacel]ular but  nnt  in magnoeellulnT

ieurons,  In order  to investigate whether  this  dfiscrepancy
is due to differences in intracellular signal  transduction
or  synaptic  input, the effect  of  GC on  VP expvessrion  was

tested  in cultures  ef  14 day old  fetal Tat  dfiencephalon
centaining  magnocellular  but net  parwoce]lular VP neurens.

           Se]ective  neutrali  [ation  of GC present in the
serurn-supplemented  culture  medium  by the drug RU 3S 486
resulted  fin an  increase  nf  the numbers  oF megnocellular
VP-immunoreactiye  cells  and  a  parallel  fincrease of  the
lewelg  of  VP mRNA,  This  effecL  was  specifi[  for VP cells,
as neither  the expression  of general  neuronal  marker

proteins nor  of  exytocin  was affe[ted  by RU, RU was  not

mitogenic  fer VP  neurons.  Furthermare,  RU did  not  enhance

the  effects  of pretein  kinase  C ov  ef  adenyldte  [ytlase

activation  on  VP  expression.  RU increased  VP expressien

a]so  Gn cells  that  were  syneptfically  fisolated by grovith in
14 mFl Flg+･F. suggesting  that  its  effects  vJere  not

trapsmfitted  transsynaptically.

           These results  shovt that  GC can regu]ate  VP
expression  also  fin magnocelIular  neurons.  The absence  of

such  an effect  in vivo  may  best be explained  by the
assumption  oF  a  synaptic  finput in vivo  that interferes
;vith  the eFfect  of  GC on  magnocellular  neurons,
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        Imununoelectron  Micrescopy  of  Lamintn  and

        Type-IV  Cellagen  in  Reduced  Ameloblasts

        and  Junctional  EpttheliaJ  Cells in Rat

        Moiars.  T.  Sawada.  T. Yanagisawa.  S. Takuma.

        H. Hasegawa.  and  K. Watanabe.  Tokve  Dent.

        Cell..  Chiba;  rokai  U. Seh.  of  Med..
        Isehara,  Japan.

After  perfusien  fixation.  upper  and  lower  rat  jaws
were  disseeted  out.  demineralized  with  EDTA.  end

preparect  into  frozen  sect ±ens  for  demonstratien  ef

laminin  and  tvpe-IV  collagen  by  means  of  indirect

±rmune-perexiaase  metheds.  A  basement-membrane-

like  st-cture  appearing  between  reduced  amelo-

blasts  and  the  enanel  surface  reacted  positively
for  lamin ±n. Occastopal  occutrence  of  reaction

products  in  rough  endoplasmic  retieula  of  reduced

ameleblasts  indicated  laminin  production.  But  no

reaetton  products  for  type-IV  eeZiagen  occurred  in

the  basement-nemb=ane-like  sttucture.  The  basement
membrane  oi  capiliaries  and  the  papillaTy  layer

located  abeve  the  reduced  ameloblasts  reaeted

positively  for  both  larainin  and  type-IV  cellagen.

rn  the  junctienal  epitheltum.  intense  lemintn

react ±en  products  occurred  in  beth  the  basement-
membrane-like  structllre  "ntetnal  basal  lamina)

op  the  enamel  ana  basement  membrane  dematcating

the  gtngival  cennective  tissue  from  the  junetional
epitheliun  (external basal  lam ±na].  Reactioti  prod-

ucts  were  frequently  observed  in  the  rough  endo-

plasmie  reticula  of  junetional epithelium  celis.

No  type-IV  cellagen  reaet ±on  products  were  seen  in

the  internar  besal  lamina.  The  external  )asal  lam-

ina  showed  reaction  products  for  type-IV  cellagen.

These  results  tndicate  that  the  besement-membrane-

like  structure  ofi redvcea  ameloblasts  ts simUar

±n  chemical  compos ±tion  te  that  of  the  junctional
epttltelial  cells.

        A subpopulation  of  motoneurong  contains

        glutaminase-like  immunoreactlvity.
        E, Senba,'  T, Kaneko,'  N.Mizune,  and  M.

        Tohyama.  Osaka  Vniv. Medical  Schoal,

        Osaka.  and  Kyoto  Univ.  Medieal  Schoel,

        Kyoto,  Japan,

Exeitatorv  neurotransmitter  glutamate  is  malnly

derived  from  glutamine,  and  phosphate  activated

glutaminase  (PAG),  which  converts  g}utamine  into

glutamaEe,  has  beEn  censidered  as  a  possible
marker  of  glutamatergic  neurDns.  Immunoyto-

chemistry  cenbined  with  a fluoresc'ent  dye tracer

(Fluero  Gold)  method  revealed  that  a subpopula-

tien  of  somatic,  branehial  and  visceral

motoneurons  in the  brainstem  and  spina]  cord  of

adult  male  Vistar  rats  (200-250g  body  weight)

contain  a  high  aoncentration  of  PAG,  Among

these  moteneurons,  neurons  in  the  dorsal  motor

nucleus  ef  the vagus  nerve  (dmnX),  syrnpathetic

and  parasyrnpathetic  preganglionic  neurens  in the

spinal  eord  and  urethral  sphineter  motaneurons

(L6) were  most  intensely  immunestained.  PAG-

like  immunostainlng  was  also  observed  i"  end-

p]ates  ef  urethral  sphincter$.  Trigeminal,
faeial  and  hvpoglossal  rnotonellrens  showed

moderate  immunoreactivities.  Hoscever,
motoneurons  in the  vental  hern  of  the  spina!

cord,  except  urethra!  sphineter  metoneurons,

vere  not  irnmunestained.  Tn  addition,  some  of

these  PAG-like  irnmunoreactive  motoneurons  eon-

tained  cheline  acetyltransferase,  caleitDnin

gene-related  peptide  or  galanin.  PAG-like

immunestaining  in dmnX  motonellrons  was  deereased

after  axetomy.  In  young  animals  oE  postnatal
day  5, almest  all  Lhe  metoneurons,  including
those  in  the  ventra]  horn  of  the  spina!  cerd,
showed  strong  PAG-like  immunoreaetivity.  The
pessible  tuncttenal  reles  oE  this  enzyme  and

glutamate  in  metoneurons  are  discussed.
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