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In the ssnouncement sboul the Intemabonsl Histology
Seminnr held In Tokya, i was indicateg that Ur: Hirsyama s
afflltated with Tokye Women's College, Dr. Hiravama s 6
fact; ot Tokyo Women's Medical Collegs, Y

$

National Society for Histotechnology

The Metomal Soclety For fintotechnology {5 now o reallity, On
Sepiember 29, 1971, in Silver Spring. Marvland, foriy-dwo
representatives [rom the United. States and Puerio Rico miet
with this purpose inomind After intemsive discussions concern-
ing policien, alms and goals, it was unanimeusty agreed thay
ingorporation proceedings be storted Pro-tein alficers were
elected ond committes cholrmen uppoimled. 18 is hoped they
will initinte o strong phiyscal stiuchone,

Why ia the word hope emplagzed? A deeam for many hos
niny become o reality. Reallty does sl mean sfant metadty,
. It s with the sdvice, suggestions, and participotion of sech
rmdiiidual pechnologist In this varsed and oll-encompasstizg fieid
ol Histoteehnology that this Soclety will grow, giving to all ibz
Peenefits it will récetve frvm (he counsel af ech indbvidaal
member,

Become o member! Actively parficipate o any area thai
will benelit wvou and your profession, 1f you canool sctively
participnte, don’t allow that (sl 1o intimidate vou, Sii down
and pul vour feelings and migpestions in letier form and muil
them to one of the olficers or cammitiee chaimisn

Membemhip & open to all persons worktitg with base.
Examples are! hosplinl histelogy, hisiochemistey, bnmuno-
{liorescencs, elociron micooicopy, morine hology, pland
paihology, velerdnnry medicine, mdios togrphy, elo.

Membemhbip duss (which will aot be tax dédictible-wntil
incorporation] are 51000 per vear, Persons [lilng applications
before Octoher, 1974 will be doemed charfer menibers,

The formation activities were presealed (o itendess ol the
“Symporum on Hidopathological Techniques'” They evoked
inslent respionse for membership. Donstions were alo present-
el 1o the Society at that time: Dr. Miles Bouton from South
Carofins dongted S100:00; Lerngr Labomtaries donsted a
F250.00 cusk gift 1o be uzed for an anmual award, o awands
the New York Stare Histotechnological Society smd 1he
Virginia State Society of Histblagy Techhiciand each pledged
§ 100,00,

The entire group of representatives instmimeniul 5 fownd-
ing N5 H, were named the “Foanding Board of Directon™
with Lee Luns elscted Chairman of the Board, Pro-fem
officcry e President—Dominde Buropa, New Y ork Cinr, Mew
York; Yice President—Eluine Boyd, Thousund Ouks, Callfor-
o} Treanurer—John Koski, Ann Arbor, Michigun; Executive
Secretiiy ~Blrabeih Mayle, Rochester, New Yok, BHecording
Becretury - Kenneth Urban, Chicago, lHnole The [ormed
cammitiees with their chairpeople ore aa follows: Member
ship=Ruth Elder, Lynchburg, VYirginia; By-Laws—Kenneedi

caprmmayy e, AR TR PRESUSTR. BIVIRIGN WILES LANDRATONIRS: 1RC.

Urban, Chicago, Hiinobs; Bedget and Finonee—Philllp Wonmel,
Lynehbury, Virginia: Education—Burbara Spiltan, Jacksooville,
Florida), Convention—Lee Luna, Lenham, Maryland; Public
Relntiens—Elizabeth Mayle, Rochester, New Yark

October, 1974 b the projected date for tee fired bisnes
meeting of the Notional Sochety for Histotechnology, [0 will be
coiipled with sclentific sesions.

Remember--the Kovs 1o the profesional gowth ol oor
Society are communlcation and participation. (Help yousselyes
wilh the help of your colleagnesl
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Demonstration of Lipids in
Paraffin-Embedded Tissue Sections

Lonis W, Chang, Fh.I),
Joseph J. Lalich, M.D.
Alden W. Dulley, Jr., M.I,
Department of Pathology
Univemity of Wisconsin
Madmon, Wisconsin 53706

Introduction

The most commenly veed techniques for the demonstration of
bipids In tsmie pections are probably the ollred-0. and the
Sugdan methods, The employment of these fechnigues has
widéd pathologists in the demonstration snd dingnosis of
dmeases such ail Reye's syndrome, Ml embaolizin, sid lipldosis
However, das to the fact thot lipkds are easly extracied from
tissues by alcobol, froren wctions sre used in all the
conventional techniques for the demonstmtion of lipkds' 2
Since fresh tisgues sre recommended for froren technlgues,
storage and transportation of the tiesue mmples, & well as
qusntitative and qualitative productions of the histologienl
fliden, olien prove to be dificult or even mpossible. In the
present repor, we would bike to woggest o gimple technique,
which we have succesmfully used m our hhbanmitones, for ihe
demonsttation of lipids in paraffinembedded tnsie seclione

Maierinks ond Meilods

Timmue sainples obitaned Trom mulopsy caies of [fom expeéri-
ieribal andmads wee allowed Lo be Gxed in Geutal bulfered 105%
Tormulin, formakaaline, or prefemidy, formalcaleium. The
fixed Hsoes are then rimmed into 2-3oun thick wnd  pos-
Tmed with 0% osmium tetroxide (Ol ) Tor 12-24 houn at
moog temperptore, The ommmm fived tasces cun then be
processed e regilor nsues (dehydeated with graded sthanoks
and cleared with xylene) and embedded in poraflin, Sections
are nhiained with a convenbionel microtome, depomffinaed,
iunted with Permounl pnad ciamined with ihe isroecope,
No counitef atain ba me ooy,

Hesiilis
Lipid droplels in tissises are lained black by the camiom while
il genernl (mwne backgroacnd ju only nindly stoined,

Far illustratve purposes, pamlfin sections of o ety Kidney
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{abbidned from o cose of Reve's syndrome] stained with
camhem tefroxide are shown (Figires 1, 30, Lipid droplem in
the pronimal tabuler cells are nlesly preserved and stained.
Hasement memiranes of the reoal glomeruli ame aley demon-
atrated by the present method.

[Hisc b
Lipids, particuiuly oleic acid and tHodein, resct immediately
with camium leiroxide due 1o the oxidation of the double
honids al the lipld slsatdnces. Damisim totronide (OsChg ) on
the other hand, is being reduced to osmitm dioxide (O8O |
The demonstrabon of lipkls in frozen sections with sdmivm
has been cited by Mallary,” Puraffin sections prestuined with
potnasim dicksomate-oaminm  tetoxide hove also been ai-
tempied with some succem. However, since polaminm dichto-
mste blocks Tae resction of osmbum letroxide with some
Hpide,® the uee of potosiom dichtomate (s svoided in the
present technigque, Therefors, in e fommalin-fixed, pon-chro-
nuled s aamium terroxede is allowed 1o be redoced by
jamd thus will preserve amd alnind lurger numbers of Hipdds
which isclude, in pddition 1o ckeic ocid, the camtenoids,
mseorbic acid, aléelyden of palmitin and plasmol.”

In the comreptional methods, the oibred-0 and Sudan
eolapunts cotor the lipade by vlitue of fhelr silubibity in e
lipids: and not by chemical resttions For such redson, these
colomnts may pradusily feak out from the Jipid rendering
permanently  suined séctions lmposible, A troe chemicsl
reaction (oxidition-rediscton), of the other hond, is esiab-
liahed hetween osmium tedroxide and the lipide The reacton
product of such o reagtion s believed to he 8 permanent one.

The present modified o n techmigue not unly
elimipntes the many srtifacts ereaied in frogen section chilliag
and stulning, it ohio makes stotage of [ames for future slidies,
irmnmportstion of Hwmue samples for pathologicsl ewluations
by other labomtories, and guantititive o of micte
wople stides for teaching purposts poslble. We find this
technigue (0 be o extremely valusble one which, we believe,
will ubio be appreciated by other labormtonise
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Figuie 1!

Reya's wyndrome, Fabiy edeey. (s jem.poeatfie eehilpic, Mo

Figicel detsdls of the tmsue sietion are well preseroed, Lipid dropileds

wiel Badwneind aembrane of the glomenal o well demonstiabed. X341
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Hints for Pap Smears and Cell Block Prepamtions

Ann F. Rocow, HT [ASCT)
Hiskodogy rimeni

Beverly
Beverly, Massschusetts 01918

Cell blocks and pap smears are often requested on uncltotied
specimisns such 15 urines and Nuids from breast cysts.

Pap Smears; Ocensionally, pep smeur propamtionswah off the
dide durihg the suining process. By smearing the lide with a
small amount of commercind egg albumin prior to making the
mritar, the specimen is more likely Lo stay on the slide during
thi: sabilng process.

Cell Block: Some specimansd contain ap insafTiciest amount of
sediment for a cell Meck, By sdding 0,2m] of Thounboplatin
{uied by Hematolopy Department for Protheombin Tests) and
0. 1mi of nermal plasme to the wediment, o clot will fomm. Add
fixutive a8 you normally would 1os cell block and processas g
reguiar wirglcal apecinm Ny cfllulep changse due - bo ihe
formation of the clot, have been poticed during microwople
exsminalion, ‘

Rapid Procedore for Rehydration of Desteented
Tibue

Putsy 8. Willard, HT {ASCE)

Appriachisn Labormtory fur Oceupationnl Respictory Dissases
Matlanal Instituie Tor Oocupatisisl Safety and Heoith
Morgantoen, West Viegindn 26505

A frequent taboratory problem (s desiccution of tswe owing
to malfunctoning sulemate thwe  processan (ATF) or
breakage of specimen contminers during maifing In the past,
many methods have been employed for the mhydmtion of
mich tissue, These procedures unially kvolve poaking the Hesue
i phygiol saline and Fxatives for several days, of eveat
weeks, " The time jovolved & of particular concerm when
procesdng surgical specimins - Also, with these procedures,
rabydration s freqeeitly moomplens and the tiwae b Beft
brittle and difficult to section. Cells are often shranket, ind &4
a result the histology {s diffizdit-to interpret, Tn sddition, for
timsue thnt has become dessceated during the dehydration phuse
in the AT and thes continues bo the infiration phoe, o great
deal of time @ reguired to remove the pamffin before
reliydration can fake place.

The [ollowing i o procedure that 1 have fousd to be both
workable and tupid. This procedure involves boding the tisue
in & wetting agent for 20 miniites, allowing remaval of paralfin
and complete rehydration, Procesing, cutting, and staining
can be secomplinhed in the semé diy while ex:zllent micro-
wopic histology B retsined, Many common weiting agenls,

lahomtory dobergents, can be uped] hewever, | hive
found Leconal* most effective.
Procedurs (or Tisaue Infiltrated with Paraffin:
Lesve thsue in metal caatle; mmeme in o | 0% solution of
Leconal, Bring o a bodlp boll for 20 minuies, Flacs the
pomtainer in i pan of we waler. Ax the solufion cools the
pataflin will e 1o the top und solldidy., Recowe parsfling
riasee i warm tap -water for 10 minuies snd eprocem, ™
Procedure far Tisae Mot Infilirnled sdth Pardfis
PMuee fismge o metal casette; imnene in oo TR solutian of
Leconyl, Bring to a boil; boil for 20 minutes. Rinse in warm
tap water for L0 minsies and nproces. **

Oly one dingdvantage of this provedyne ko begn encoun-
tered, and that is in the proccasing of lungs Tived with
formaldehyde gas and idr deied.? In this specilized case, the
celhilar Ristalogy |s esieflent, bl the hing tiame shrinks by
approimately one-hull. This is only @ disadvancege, however,
when momphometny s critical
Heferences:

1, Homuson, G.L1 dnimal Time Technigies, ol e, WoH

Freeman & Co., San Frunciico, Califomis, 513514, 1967.




L. Heord, EL.G.: Pethalogy aof Chronte Seomchitis and Ewphs-
l;".“— Williams & Wilkim Co., Baltimare, Maryland, 2-3,
P65,

* Leconali Scienlific Produects, Evanston, Ilinoi U of
trale names in for mformation only and does nol eonti-
tute endorement by the 1S, Public Health Service.

== i in recommended that chlomform e used mther than
nylene. The xyiene tends to harden the tesme making sec-
tioming difficult,

Comments Regarding Articles Published
in January, 1973 lssue of HISTO-LOGIC

Gloria B. Pridgen, WT (ASCP)
University of Alsbema

Concerning the Histochemicul Calcium Techniques, in the past
I have done membes of Von Ko stuins ond found et by
placing ¢ 10D watt light balb as chose as powible to the Lop of

T whe eoplin e excelient resmilis are ochisverd withontewposing -

the alide (o direct sinlight,

In regard to the efininetion of wrinkles Fom parefTin
pegiions, we cuta nsmber of study sein, clusy se by, and seminir
diden in our labommries Sections are ot in srial onder, 4 or
5 sectione st u time are then flogted on 309 alcohok wilh the
pid of 4 37 ® I glass dide 1o remove 6@l wrinkles before
plucipg them on the fMofation hath. 1E (skes o Little Jonger bol
i well worth the time when one musl Buve 100-200 slidey
from 1 hlock, This procedure lms heen naed for thie last eight
veam with excelient remilin

Problems in Stain Technology
An Editorisl
Dwiming & review  of numenous texibooks and publicstiom on
histologe technique, it became evident thel the type of water
(hap, digtidled, demineraliced, o dedtoniced) to be used in
staining prodedures by Trequently nei mentoned. Too e
attention les been devoted to this imporiunt aspect of
pieparing sakng and solution

The conceptration of redoogen ion plavs 2 signiflcant e
i stuining resctions. Yoraions B this Tactor wil alver the pH
of n soktition, especially if the preparation does not reqale the
nddition af-anacid, melal, o bass,

~Fabke | iluslrabes tve ratipe bopH 0T Bp anid TEHLDED wiler
pbtalned during & 90-day petiod i1 e lboratory. Contsal of
hyidiogen-ion  concentration @ 0 fequibement for  mooe
deflnitive and differenitial staining reuctbons.

TABLE 1. ¥aruton in Coocentrakion of Hy Toas in
Dhistilled ungd Tap Water Over 2 S0-Day Peri
eaiting Type of Waler pll
First Reading AD* 5.3
Tap L)
2 weeks later AD 5.1
Tap 6.4
4 wroks later Al 4.5
Tap |
I meonths fnfei Al 4.4
Tap 1.3
Uwer-all comparative vadation
AD d4+53
Tup 6E-T3

*AD = Dhatilled Water

Dr. Ralph . Lillie, in his excellent book,t suggcsts thut
whih purchidng dwed i I8 wise w mpecify the Color Iadex
I!':Iurnbn-r (C.h. Mok He furiher provides ihe indes numbser Tor

thir e eolor for most of the methods he presents, snd olizn
it aowrce of the dy'e Unformanately, this ssentinl information
hos been samitied -From same otbier sithodistive foxt. 18 i
poasible for inconsisienl and even negalive staining reaction
o oecur f dyves bearng identical names bui different colar
iwidex numbers wre lsterchanged.

Hasle fucheln of CL No 425100 & redqetised Tos the prep-
atatiod of aldehyde-Tuchisin to demonstrate Pagel cells. Haale
fuchein of O Moo 23500 cannot be ¢mployed becauw the
possthility of Infexior resulix is mirkedly incressed. in a

converation, Dr. Lillke ‘disclosed that basic Tuchim
(01 Mo, 32590) ‘B the dye of ‘choboe in o the eyl
preen-pyronin ¥ procedun: 1o demonstrate desuxyribose and
ribose nuckeic ackle

In mspy Instances dyes of the ssme nane having variations
i C1. nanibor, a8 wall a8 dyes lhaving the @ame C.1 number,

vuriations in staining resctiond. 10 s oles uselul io
know the dye lot oF bateh nomber, in the event the teclinkeizn
encounlen o poor dye with the propesr UL Mo, These
pmhl.nm cai be reduced or ellminuted with the estabilshient
of n simple vard (ke of HJ.'I-ml Iafennubion on vardous sining
und 1. numbers that by @ have proven best for
pvei procedores (Table lli. Th': informuiion will el in
bnsurng Wt the labomlory monlens e same liemi this in
tuin provides §  weeens for guality -coninel of the staining
miethod and =il help Kestily the dye with the techrique.

TABLE I Sample File Card Giving Iisformstion on Dye,

Dye — Infermathien Hequbied

L Dye: Agid Fuchnin

2. Source: Hrleco (Cal. Nu, 218)
3. Dye Conptent 655

4, CL No, ATGRS

5, Lot No, fidd

f, Techmique: Wi Cebenertt, Masson, ete.

Dye coplent |4 mles an imporiunl sipect of Dasue staining
wnice il posdhle Lo obtiin a gven dye with o wide range of
dye contents, Foi ezample, st fuchsn (C1 Mo, 42685)
ranged from 58 to 799, Eosln vatlex from 90 to 99%, und
purarosanilin (C.1. No, 42500) may be obisined in concentts
tions from 94 to 9P%. Such dillerences are not rare. A study
will conducted to revead the inportince of dye content, Ackl
mmh No 426ES -n:d:qcri for mumii I;:uul Lt
ye  mpnielaciurens distribulon vielded concen-

E 60, 65, &b, Jln'cnui 754, respectively. The seid
Tn-uhdn dyes ‘etwil af 75 and SHT concentrations wete
lecied, A onesfenth of 1% aqueos solution wos propafed
with gach, The 75% sodution had 4 pH of 3.9 and the S8%
solution a pil of 4.6, The latter dye dil oot stebn (e
setions The former perfarmed atisfactordy. The conelusio)
from this slementary study wax that the phl is dependent upon
dye content and wis remonsble for dnmtsdfacion staining
when the SH profuct was wed,

Additional solutions, one-tenth of 1%, were prepansd, and
Iml of gaciul seetic acld, ACS, was added (o each. The
sofution with mn indtlal dye conlent of ¥5% yielded o pll ol
265, A pH of .75 wus obsved in the diluted, scidilied 5E%
product  The -strining resolts - from both  seduliohs wens
mitiadactory and identicil. The relationship of pH and dye
gentenl is obvious, impartant, and cannot be dverlooked or
disregardod. The vamation n dye content and the pil of th
stgining solution muy explain the varicd aludning  resalts
nbtained in diffesen) hhnninrh eten lhough identical stain-
ing procedures are employed,

t D RD. Lillie: Hisropaetkologic . Techmly and Practical
Higtachemiriey, ed. 3, New Yok MoGrow-Hill, 1965, p. Jh
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From start fo storage

Controfied siudies move shown Tiasue-Tok® |1 halps complels the embadding
Hnd seciloning procedines thres times ster then beions, " Wham arganiestion
18 Bvaipihing. 11 pays o make Tissua-Tok 1l wark far pos: Beaiise arganizabion
in lime_And lims kb marsy.

i‘lr-‘:'n-hl ZES ] |1|ll:r of paiafln ambadding devieea. 4 Med Tech, (FWingdp Kenam] PEE#1-
dua
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Com 1AM o oee b
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Tiasue-Tek Il Slids Elmming Set 17
iinkom wifh lide, In omessl reche Na

‘l‘lllrm-'l'llh 11 Hamain I?
nn Sgtan

Thepr-Tak 1 Yestng I-lw-u-r Far Bimmline s

mfiliraling n,mEaeay B A I-Hl Hidia hoder sl elsidisin

TII;I;-:n;:mlmTJrTnTLI:IIﬂE :‘!rwm-l-lﬁ .thlllh Shnining Moidare-

Alun |o §perns. W JETL. El lhdl vipacry| Mo, 4188
Menliile nu.ud

Lab-Tek Products. .. sefling the standards by which parfarmance is judged.

Editor's Corner

Coentinsing Education Program

Contimaing Education Progrum in Histolechnology will be held
Murch Bth snd @th, si the Univessdoy of Tennedse Medical
Units in Memphis, Tenmemee, For infommation contact: Mr,
Willsee Maytar or Mis Gerre Welle Continiing Fdocation
Depiriment, University. of Tennesees Medicyl Unite, K00
Muadison, Menphis, Tennesses 10163,

Education Conference

The Hiatology Society of Ohio; Ilnc.; & presenting il Second
Anminl Continaing  Eddcition Conlerence on May 17-18,
1974, at the Shemton lon, Beechwood, 36300 Clagrin
Boulevand, Cleveland, Ohio 44122, For mformation ecntact:
Mm. Frances Christovich, The M Sinhi Hospital, Eye
I'ntlﬁnnr Labomiory, 1800 E. 105ih Street, Cleveland, Dhio
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Letter of Thanla

I woulsd lke to tabe this opportunity o thank all these whao
hawe sent leiters of congraiulotion to me o3 the reciplent of
Lab-Tek Product’s “Golden Forceps Awand, ™

I am deeply moved by all the good wishes seni from Tar and
near, | thank ywosi all from the botiom of my heart,

Now bei up move Torward In harmony aed ity in this -
our chomn field, The fature & NOW!N

Eluine 8. Boyd, HT (ASCH)

T gdivos wishen 80 sl infomuabon, guestions, s artiges relaing
tip hiloleuhnology. Submil ibhes 1o: L iﬁ Luma, Edisoer, Hmio-laogic,
€k flos 36, Lanham, Merviand 20600, Artickes, phodographs, eie., will

not bz redirned unlese rEjiEnled im writing twhen ihey ane lu'hmulud.

To receive your owa perscnel copy of HISTOSLDGI, ar fo hove an
nssocivie sdded fo @l |rudllm st wHig: Lab-Tek Products, Division
mHHhﬂlennhnl— Ene., HWSTA N, Aurors W, Mapersilly, Minos





