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In situ hybridization using  a fluorescent avidin-

biotin technique  for detection of  c-myc  mRNA.
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  Hybridization cytochernistry  is a  unique  technique  for
detecting the loealization of  gene expression  and  the  viral
replicatien.  To detect the  oncogene,  the radioisotope

labeled or  hapten labeled probes have been  ordinarily  used

The  fluerescence method  seems  to  have an  advantage  tltat
the  gene  arnplification  ts quantitated on  hybridizatlon
cytochemistry,  but it ha$ been extremely  difficult.  We
atternpted  to  apply  the  fluorescent avidin-biotin  technique

te  detecting c-mye  mRNA.

   We  studied  HL-60  cell  line and  NIH-3T3  cell line. The
latter was  used  in the  serum  stimulated  stage  after  24  hrs
of  serum  depriyation. The  Nerthern blotting showed  that
c-myc  mRNA  was  amplified  in both cell lines. The method
performed  for in situ hybridization was  as follow$; i)
Harvest  the  cultured  cells  and  $mear  them  onto  the  albumin-
coated  slideglass.  2} Ftx in 2%  glutaraldehyde (30 min)

and  Carnoyis sol-tlon  (30 min).  3) lncubate in a  preteinase
K  soEution  after  O.2N  HCI  treetment.  4) Post-fix in 4%
paraformaldehyde. 5) Hybridize in situ  c-myc  mRNA  with  the
biotinylated cDNA  probe. 6) Wash  out  the  excess  probe
in formamide  and  SSC. 7) React with  FITC-avidin  D.

  The  fine, bTilliant fluorescent granules were  clearly

produced  mainly  in the  eytoplasm  of the  both cells. The
HL-60  cells produced  mere  granules than  the  NIH-3T3  cells.

The  control  samples  showed  no  fluorescent granules.
  The  present rnethod  appears  to offer  wide  applications

in the  analysis  of  the  localization and  amptification  of
the  oncogenes.

        Irrrmunehistochemical  demonstrat ±en  of

        lymphocyte  markers  in  formalin-fixed  and

       paraffin-embedded  speairaens.  Y. Tsutsumi

        T.  Ogata  & K.  KawaS;  Dept.  ef  Pathol.,
        Vokai  Univ.  Sch. of  Med.  & Div.  of  Dtag.
Pathol.,  Tokai  Vniv.  Hosp.,  Xsehara  259-11  JAPA):

  The  present  studiy  describes  immunohistochemi-
cal  localization  o[  1ymphocyta  markers  in rou-

tinely  prepared  sections  with  commercia!  rnouse

monoclonal  antibodies  to  Ieucocyte  common  ant ±.
gen  CbCA, DAKO,  xlO  ], T  or  B qell  (Bioscience,
xlO)  and  leuMl  (Becton-Dickinson,  xlOO).  In

all,  196 sarnpZes  were  exarnined  by  indirect  immu-
noperoxidase  method:  These  include  155  non-

Hodgkin  lymphomas  (NHLs), 13 Hedgkin  lymphomas
{Hls), 26  myelomas  and  2 myeloid  leukemias  (MLs)
as  well  as  reactive  Iynph  nades  and  thymuses.

In  nont'umoEous  tissues,  LCA  was  positive  in  most

rymphocytes  while  plasma  cells  and  g:anuiocytes
were  negative.  T  cell  antigen  was  localized  tn

paracortical  lymphocytes,  thymocytes.  granulo-
cytes  and  epithelieid  cells.  B cel!  antigen

was  mainly  seen  Sn  lymphoid  follicles  while

plasma  cells  were  unreactive.  LeuM!  was  present
in granulocytes  and  some  epithelial  cells.  Re-

sults  of  NHLs  were  as  follows:  LCA+T+B+  6 aases,

LCA+T+B-  40  cases,  LCA+T-･B+  44 cases,  LCA+T-B-
37 cases.  LCA-T+B-  S cases,  LCIX--T--B- 20 aases

and  LeuMl+  6 cases.  Aamixture  of  small  T and  B
cells  was  character ±st ±c  ef  HLs  and  6 cases  were

ZeuMZ+  in Hodgkin  ceZls.  Myelomas  were  B-LeuMl-
and  5 T+  and  3 LCA+  cases  were  neted.  MLs  were

ZCA+T+B-LeuMI+.  The  following  problewts  are

pointed  out:  1} LCA  negattve  NHIs  are  net  rarely

encountered.  2) Some  B aell  tnmors  are  unreae-

tive  to  ,anti--B ceXl.  3)  Antt-T  cell  recegnizes

non-r  cells  such  as  granulocytes  and  some  B cell

tumors.  4) LeuMl  negative  Hodkin  cells  and  Leu)Cl
positive  NHL  cells  are  occasionally  seen.

         Irrtrnunohistochemical localization  of  hLman
        epidermal  growth  factor  ,Ln sutmdibu!ar
        gland. K.Tsuk±tani,Y.TaCenoto,M.tvlort  &'K.Kato

        vept･ .of Oral  S]tg.  AsahL  zintv.  Gifu  501-02

         
traakunaga

 Phanm.Co.Lcd,  Hi.roshima  729-S4  Japan

 ,]/n Z975,  Gregory  pumfted  /;-urogastron  Srom
human

 urine  which  inhtbit  gastric  secretion.  It
has  been  termed  as  human  ep.tdermal  growl'h
factor  th-EGF)  in respect  to  it`s  resembled

primary  structure  and  biological  effecL'  wtth

meuse
 EGF.  Immunohistochemlcal  localizntion  oi

h-EGF  has  already  been  repoted  bv usmg

poLyelanal  human  EGF  antiserumCpolv-h-EGF).

 T.n present  study,  lecalization  of  h-･EGF tn
submandtbular  gland  fSMG}  by  monoclonal  human
EGF  antibodytrnono-h-EGFI  was  exam7:  ned  and

aompared  with  those  by  poly-h-EGF.  T.mmuno-
logical.properttes  were  examined  by  enzyme

1.±nked  immunosoruvenc  assay(EL'[SA)  for  mono-h-

EGF
 

and
 radioimmunoassayCRIA)  for  poly-h-EGF.

Tt  was       eonfirmed  te  ne  ctoss-reaet  ;o  mouse

EGF.  Absocption  test  was  carrLed  eut  on  the
paraffin  embedaed  section  itxed  wt[h  vamous
£ ixatives  Cformakn.  Bouin's.  Cafnoy's).  The
sLainings  werte  performed  by  ±ndirect  method  foc
mono-n-L'GF,

 
and

 
PAP

 
method

 for  poly-h-EGF.  On
the  foTmalin  ftxed  sectton,  pesitive  reacuions

of  m-h-)]GF  wer.e  presenF.  at  strtated  and

tnter.calated  duct  system.  Such  locaUzatzon  was
si,rnilar  to  zhat  on  Bou ±n's  fixed  section.  on
the

 
contrafy.

 Ioca)tzaeton  on  the  Carnoy  fj.xec']
sect.ion  was  eonfmed  to  Luminal  aspects  or

tntercelluler  boifder  Qf  acLnar  cells.  posittve
react!ons  by  pely-h-EGF  locallzed  in  stmillar

parc  ef  the  gland  except  fer  endo=heUal  cells.'Posltive
 statning  of  endoLhellal  cells  seemed

Eo
 be  false  reaction  related  co  non-speci.Etc

antjgen.  Precise  loealizatton  should  be
ebtained  by  usmg  rnono-h-EGF,

        Ultracytechemical  demonstration  of  the
        surfactants  in  mouse  lung alveoli.!

        K. Tsuruhara,  N.  Kotani,  N. Shikata  and
        S.  Mortt

        2nd  Dept  of  Pathol.,  Kansai  Ned.  Univ.,
        Moviguehi,  Osaka  570, Japan

Teahnical  improvements  for  the u]tracytocheml--
eal  observation  on  lining  layer  of  the  lung  al-･
veoM      ln  adult  mtee  were  as  follews:  Vaseular
perfuston  of  a  twice  diluted  Karnovsky's  ftxa-
ttve  was  performed  en  the  lungs  after  air  in-
stiUatton  to  the  aiyway.  The  perfused  one  was
ftxed  in  the  negaetvely  p?essurtzed,  twtce  dt-
Zuted  Karnevsky's  ftxative  containing  O.04%  ca
C12 fer  l hr, and  then  approximately  1mnn3-sized
tissue  bloeks  were  prepared  by  quiek  fi'eezing
and    trtrmning,  which  were  washed  in  a  cacodylate

buefer  wtth  suerose  and  applied  ro?  the ultra-
cytechenieal  rnethods.  Another  perfused  lung  was

treated  with  eenventtenal  techniques.  Enzymic
dtgestive  method  using  either  a  purified  phos-
pheltpase  A2  (Stgma) or  C                         {Boerhinger-Mannhe ±m)
was  performed  on  the  flDating  prefixed  minute
tissue  bloeks.  After  the  postfixation  in  cold
osmium  butfer,  aeetone  waB  used  for  dehydrat ±on

of  the  dtgested  blocks  to p?eserve  phospholtpi-
ds.    Reaetion  products  after  phospholipase-dige-
stive      methods,

 probabZy  indieating  the  site  et
phospholipids,  are  elearly  demonstrated  on  the
suvface  film  of  the  alveolar  lining  layers  and
tn  some  lamellar  stvuetures  within  the  alveolar
lintng  layers  and  type  2 epithel!al  cells.  Sa-
tulated  phespholtpids  or  surfactants  eould  be
vzsua]ized  distinetly  under  an  eleetron  miero--
scope  only  with  the  above-mentioned  teehniques.
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