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Importance  of  rnhibitor  for  Phosphodi-
esteraseCPDE)  ±n  the  Histochenistry  of

        AdenyLate  eyclase  (AC).
Takayuki  AKAilOSHI  and  Takuma  SA:TO

Department  of  Anatomy,  J±ch ± Medical
School,  Tochig ± 329-04

   To  consider  the  reaetion  Tnechanism
ior  the  AC  med ±um,  the  impertanee  of

inhibiter  fer  PDE  was  exam ±ned.

Materials  and  Methods

   T  e retina  of  male  SD  rat  was  ftxed
w ±th  glutaraldehyde.  After  40v  sec-

tiomng  AC  was  demonstrated  add ±ng

theoph ±lline  CTP)(O.5-4rnM)  or  iso-
butyl  methylxanthine  (IBMX}(2m}4), as

weU  as  PDE,  ST-nueleetidase{5N},

alkaline  phosphatase  (ALP).
Results  and  Discussion
   In  t  e  rat  retina  the  sites  of

activ ±ties  oi  above  enzyvaes  were

cons ±derably  overlapped.  Without  the

lnhlb-tor,  the  actzv-ty  of  AC  was  very

Tttuch  similar  to  5N,  The  AC  medium

replacing  AMP-･PNP  w ±th  cAMP  showed  the

pattern  of  react ±on  product  as  addition

of  5N  to  PDE.  These  aetivities  were
completely  inh ±b±ted  by  4mM  of  TP  or

by  2mM  oE  XBMX.  To  demenstrate  the
AC  tnthe  med ±um  without  inhibitor  er

lewer  ceneentration  than  4mM  ofi  TP  or

2mM  of  IBMX  have  the  = ±sk  to  pick  up

the  PDE  and  5N  aetivities.

Perox;dase  aetivity  of  collagen-phago-
cytoslng  cells  in                the  postpartum  rat

uteri
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  Tt is vrell  known that  there  is  a  dif-
Eerence  in the  localization  of  peroxi-
dase(PO)activity  in the  cyteplasm  be-
tween  exudate  and  resident  macrephages

(Mbs),Many researcheTs  noted  that  Mes
were  implicated  in phagocytosis  of  col-

lagen  fibrils  in  the  postpartum  rat
uteri.In  the  present  study,we  investi-
gatea  the  nature  of  MPs  in  the  same
tissues  especially  by  the  reaction  of
PO  and  acid-phosphataseCACP),

  By  the  light  microscopic  cytochemis-

try,at  two  oT  three  days  postpartum,
numbers  of  PO-positive  cells  were  seen

ln the  stroma.Afterwards,they  decreased
gradually  in number  and  only  a few  PO-
positive  cells  remained  at  two  weeks

postpartum.This  change  in the  number  of

PO-posltive  cells  was  similar  te that
of  ACP-positive cells,  B}r the  electron

microscopj.c  eytochemistry,PO-positive

cells  in  the  stroma  preved  to  be Mgs,
stromal  fibroblasts  and  eosinophils.Mds
reveuled  Pe-activity  ±n  cytoplasmic

gTanules;this  finding  suggests  that
most  Mdis are  exudate  ones.Stromal  fi-
broblasts  which  phagoc}rtosed  cDllagen

fibrtls  displayed  PO-aetivity  in cyte-

plasmic  granules  and  vacuoles.

3,3'-DAB  ts  photooxidized  by  photo-
systeva  I
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Eor  elucidating  photoox ±dation  mechanisun
of  DAB  in  photosynthetic  electren  flow,
photoexidation  of  DAB  was  ±nvest ±gated
on  thylako ±d  membranes  lnaldehyde-fixed

eells  of  a  bZue-green  aZga,  tVoev'oe  museo--
iJwn  , and  barley.  in  n'. museovwn,  DAB  photo-
oxidat ±on  was  positive  on  vegetative

cells  in  which  both  pS  I  and  PS  II  are

operat ±ve,  ThyZakoid  membranes  of  hetere-
cysts,  in  which  only  PS  I is  act ±ve.

showed  pos ±tive  reaat ±on.  The  reaction

vgas  net  aiEected  by  inhib ±tors  around
PS  II  <NHoOH,  Tr±s.  DCMU,  HOQNO  and  o-

phenanthtt61 ± ne}.  These  results  strongly
indicate  that  DAB  was  phetoaxidized  by
PS I. Hewever,  KCN  known  as  a  ±nhibitor

for  plastocyanin,  possible  acceptor  of
electron  Erorn DABt  had  no  efieet  on  the
reaction.  ThereEore,  DAB  may  denate
electron  to  a  component  after  piasto-
cyanin  of  PS  I,  P700  may  be the  candi-

date,  s ±nce  DCZPH,  which  is  electron

donor  Eer  either  plastoeyanin  or  P700,
±nterfered  DAB  photoox ±dat ±on.  Antirnyein
A,  amnotriazele  and  catalase  had  no

effect  en  the  reaction.  The  reaetion  was

:;gfigk:y i: ,tg:,g:it,gr:g::s,git:,Hgxg2
same  as  in  ru, rmtseopwn.

A  Coupl･ed  Peroxidatic  OMidation
Method  for  Monoamine  OxidaseCMAO)
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    A  coupled  oxidation  method  for  MAO
USing

 
H202

 Produced  
by

 
the

 enzyme  reac-

t±on  was  developed  to  dernonstrate  type
A  and  B  isezymes.  since  this  rnakes  pos-
sible  introduce  the  common  substrates

such  as  tyramine  and  also  the  prefered
substrates  fer  each  type.  Animal  was

perfused  with  IZ  FA  and  IZ  GIU  solution
(pH 7.6}  andi  tissue  bZocks  were  post-
fixed  ±n  O.2XFA  solution  contain ±ng  151
sucrose  overntght  at  40C.  Cryostat
sectiens  were  stocked  and  rinsed  in
chUIed  l5g  sucrose  solution(pH7.6)  and

incubated  with  floating  for  90 m ±n  at

37"C  in reaction  mixture:10ml  Of  O.O05-
O.Olk  DAB  in  Tr ±s-HCI  buffer  (pH 7.6),
IOmg  oi  tyramine,  iOmg  of  HRP.  After
washing,  sectlons  were  mounted  on

gelatin  ceated  glass  sl ±des,  dr ±ed,
dehydrated,  cleared  and  embedded  in
entellan.

        $ubstitut ±on  of  substrate  with

seroton ±n  or  benzylamine  could  prefer-
entia].ly  demonstrate  type  A  and  B
enzymes  respect ±vely.  Each  type  of  the
enzyme  was  more  clearly  showed  by  sys-
temic  administration  of  clorgyline  or

pargyline.  This  methodi  revealea  that
glial  MAO  eonsists  mostly  of  type  B
enzyme.


