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Professional or Stone Age Histotech?
An Editorinl

The lustratbon provided below may be considered somme
what comical, but il siadied fron o different perspecbive it
cah pose a rather serious question That is, are you and | per-
forming oor duties in 8 professionsl or stone age manner?
Each of ua will have to anawer that questbon individually,
but lot mo Implore you to conduct all facets of Histotechnolo-
gy in 8 prodoctive, innovative and prefessionsl manner.
Always work Loward providing belier support to your path-
ologist and the patient, by cooperation and high-guality per-
formance. In the long run yvou will contribute to the patisnt's
well-being, improve the status of Histotechnology, and gain
immense seif-aatisfaction along with the respect of your su-
pervisors and pesra. Led's work together to eliminate stone
age Histotechnolagy.

[Histration drawn by Richard Varfuerth Presidesl of Amoerican
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Quick and Easy Slide Albuminizing

J, Einjo, ¥, Granat and E. Gruehbel
Lutheran Mudieal Centar
Hi Lonis, Missourd 81118

Pro-albuminized slides are ensily prepared by filling o ' Pros-
to-Seal" Moistoner (of the typo used by secrotaries to
muoistin envelope flaps) with ogg albumin The egr allumin
flows into the sponge at the ond of the moistaner and is then
nppbed on n clean glass =shde. Slides may be albuminized
nhead, stored in & slide box nod uzed as needed o pick up
parnffin nections from the fAoatation hath

This npplicator saves having to finger spread individual
drope of egg albumin on slides and eliminates the constant
Emﬁi“ of washing or wiping the egg albumin from your
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A Modified Aldehyde Thionin Method
for Demonstrating Hepatitis B Surface
Antigen [HBsAg)

Charles Churukian, B.A,
University of Hochester Medical Center
Rochester, Mow York 14642

Two widely wsed methods for demonsirating HBsAg are
Shikata's' ofcein method and Luna's' modification of
Shikata’s' aldehyde fuchsin technigue. Shikata' reported
that Paget's' aldehyde thiomin procedure would nl=o prodoce
aatiafpccory ataining resules in demanstrating HBsAg, bt
this method has nob come into widespread use. Prohlems
have heon reported with all of thess ataining methods. An
awareness of Lhese problems can help prevent most ol Lhe
difficuliies encountered with these methods.

Luna® lisied four problems which have ocourred with the
oroeln procedure, He reported that the orcein solution tends
to break down sooner than aldehyde fuchsin, that there is dif-
ficuley in securing & satiafactory orcain, poor stnining, and
lack of contrast hetwesn HBaAg and background staining.
Mowry! and Churekian® discuss problemsa which oceur with
aldehyde fuchsin methods. The majority of these problems
are causedd by using rosanilin (C.1. 42510) instead of para-
roganilin (C.L 42500) in preparing abdehyde fuchsin. not
using [resh paraldeliyde in preparing aldehyde fuchsin, in-
aullicient ripening of aldehyde fuelain, and using aldehyde
fuchsin beyond its shelf-life. Paget' reported that some
thionins made in England [alled to produce satisfactory
atalning results [n his sldehyde thionin mechod. It would
aeam reasonable to assume that by wakng thionin certified hy
the Biological Stain Commisslon In proparing  aldehyde
thlonin, the posaibility of unsatlsfectory stalning would be
greatly reduced.

This modified aldehyde thionin methed produces results as
good as, if not slightly better than, the orcein and aldehyde
fuchsin methods There is less background stain; therefore, a
nuoclear counter stain con be used which gives good contrast
and hackground detail.

Fixatlan:

10% buffored nentral formnlin
Microtomy:

Cut poraffin sectioms at 6 microns
Sulutions:

0.3% Addilied Polpssiom Permanganate [Siock)
Potassiom permanganace . L3 gm
THatilled water | ; 1030.0 ml
Bulfuric acid, concantrated (0,2 ml

For usn, dilute with equal pul;t.a of distilled water, The shelf-
life of the stock solution is about five days,

2% Oxalic Acld
Oxalic acid . . ¢ : v RbDpm
Dhistilled watar . . 100,00 ml
169



Thionin, C.1, 62000 . , 0.5 gm
el A e I e T 2.0 mi
Hydrochloric neld, concentrated . . ......... ... 1.0ml
Barulaglante =m0 s T cop T md

Allow to ripen in a Lghtly stoppered container st room
temperature for thres Lo Hve doys. Store in o tightly stop-
pered container at room temperatures,

Muclear Fast Red (Kernechirot)

Dissolve 0.1 gm nuclear fost red |C,1. B0T60) in 100 ml of 5%

solution of aluminum sulfate with the aid of heat. Cool, filter,

and add & few gralns of thymol as n preservative.

Staining Procedure:

Use controf slide,

« Dcerate and bydrate to distillod water,

- Place in diluted seidified potassium permanganate for 5
minutes,

. Rines in 2 changes of distilled water.

. Place in 2% oxalic scid for 6 minotes,

. Wash in running tap water for § minutes.

. Rinpe in 2 changes of distilled water,

« Place in T0% alcohad for 30 seocomds,

Aldehyde thionin for 1% to 8 hours. Longer staining
times ure necessary, as the solution gradually
deteriorates,

8, Rinse in 2 changes of 70% alcobol,

10, Wash with 4 changes of distilled wator,

11, Nuclenr fast red for § minutbes.

12, Hinap with & changes of distilbed water,

13, Dithydrate in groded aleohola,

14. Cloar in xylene, 3 or 4 chonges,

15, Mount with resinous media,

Raanlts:

HBEaAg* — blue (diffuse cytoplnsmich

Copper-binding protein — deep hhie, finsly granular intra-
cytoplasmic

Elastie fibers — blua

Erythrocyies — pink

KHupdier eslls — sky blus

Lipofuchsin — sky hlus

Muclel — pink to reddish purple
Pliuitary ponadobrops mflhmm,“ — hlan

Diisevanion

Tha staining properties of aldehyde thionin are quite similar
to those of aldehyde fuchaln. In addition to staining HBsAg,
both solutiona will staln coppar-binding protein, slastic

fibers, Kupller cells, Epoluchain, and pltultary gonadobrops

and thyrotrops. Aldehyde fuchsin s also useful in staining
pancreatic bets cells, bul we have not been successful in dem-
anatrating heta cells in formalin-fixed pancreas with the
aldehyde thionin mothod. According to Paget® aldehyde
thionin will only stain botn colls in chromate-fixed pancreas.

Lgﬂ-ar-hiudilm protein mnd lipofuchsin granules are
gimilar in size and appearance when stained with aldehyde
fuchsin und wldehvde thionin, Aliehyde [uchsin stains
copper-hinding protein and lipofuchsin with about the same
intemsity, which makes it difficult to distinguish the sub-
stances from one another. Aldehyde Ehionin stains copper-
hinding protein deep bloe and lipofuchsin sky blue, therafors
aldehyde thionin might be “mﬁ in demonstrating copper-
hinding protoin,

Pagot! repuried the gholf-life of aldehyde thionin Lo be tan
to fourtesn duys if stored in a tightly stoppered container,
We have found its shall-life to be about thres weeks and have
used it for up bo seven wesks in staining HBsAg by incroas-
ing the staining timo to sight hours, We have cheerved that
abdehyde thiomin koeops hotter if stored at room tempernturs,

Gomori* reported that nldehyde fuchsin had o shelf-life of
abrut four weoks ot room temperature and over six monthe if
stored In the cold. Mowry® stated that e was nob aware of
anyone except Elftman® repocting that abishyde fuchsin
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lanted longer if stored ot room temperature than in the cold

(5°C). Because of our observation that aldehyde thionin

keepa better ol room tempornture than in o refrigerator, we

decided ko ses if this might also be true of aldehyds fuchsin,

Toour surprise we ohaerved that aldehydo fuchsin kesps bat-

ter ot room temperntore thon in the refrigerator. We also

observed thot aldehyde fuchsin stored at room temperature
forms much less p itate with nge than does aldehyde
fuchsin stored in a rafrigerator,
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*Staina only HHEsAg, oot core Ag.

PLEASE NMOTE

Fimal program for the 1981 NSH Symposham/ Conven-
tion will appesr in the Juns, Journal of Histotechnal
ugy nnd the July issus of Histo-Logice. Complete regis-
trution Informotion will be included. If detaila are re
quired belore these dules, call Hoberla Mosedale,

A1 FGA2-TH,

Microtomy and Staining of

Cataract Lens

Susan Duncan

Goed Samaritan Hospital
Pottaville, Pennsylvania 1TH1

By definition a cataract is a less of transparency of any
degree and for any reason in the lens of the eye. The lens
must be clonr to allow light to reach the macula in the rotina;
any imparfection to the lons nffects sight. How hadly it af
ficls sight deponds on the eatarnct. Although eataracts
enuse blurred vision, they do nob ciuse excessive pain, bear
ing or redness, The leng hus no blood supply and s the
densost concentration of protain in the body, The lens retaing
ita odd cells as new cells form on iks perphery,

Age |s perhapa the biggest factor in the development of
senile catarpets, Generally they will oecur in hoth eves
Secordary cotaracta are coused by disbetes, glaocomao,
retinal problema, uliraviolet bght, x-ray, Infrared. or & shorp
blow to the eyve (lroumabie catarnct). Congenieel, the thind
type, ocowrs in newborns becauss the mother conbracled Ger-
man measles during the first thres months of pregnancy.

Trantment of catarncts is usaally surgery. Tt involves
waiting until the catarncts nre moture or ripe (finished with
the four slmges of development: incipient; intumescent;
muabure; hypermature, Undor local or general aoesthesia an
incigion is made st the limbus, lifting out the iris, und & small
cut i mode. The cataract lens is then removed. Phoko-
emulsification or ultrasound is another method whers the
lens is dissnlved and suctioned out of the aye.

Hemoval of cataracta artifically makes the oy farsighted.

Either catoract spectacles, contact lenses or intraccular lens™ Y

nrn Eﬂm:nhnd or implanted.

Aftor numerous experimonts, | have found the following
procedure Lo produce Lhe best msults in sttempting to soc-
tion eve lns for microscople study (Figs, 1 & 2).
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Good slmiéﬁz??

Hospital frics
Fﬁltl'l'i!ll-. Penn. :'1-'..
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FIGURE 1 (lefLk
Picture shows a microscopic slide containing two lenses il-
lustrating the quality of the procedure presented herein (X2,

FIGURE 2 [rightk
Higher magnlfication of Figare 1, H&EE (X 10).

Fixntion:

10¢% buffered formalin

Microtomy:

1. After routine tissoe processing, the hisecied catarnct is
embedded on (s cul edges, then sectioned al 5 miceons.
2. Tomperature of the Moatation both may be slightly highor

than the nocasal 48°C,
3. The use of gelatin and gy albumin will belp sections

adhere to the =lide
4. Rough cat the block slowly, then dampen a plece of gauzs

with warm water and hold firmly on the block surface for

approximately 10 seconda. Move the knife to o clean ares

to produee secilons free of wrinkles and fragmentation
Stain sections with routine bematoxylin and eosin. Sinee
catarmcts wre composed of protein which in lurn are aming
acids, iron and sometimes copper can be demonstrated with
Terl’s method for irom,

FPerl's Method for Tron
10%% potassium ferrocyanide sabation (steck)
105 hydrochloric ncid solution (stock)
Potassium Ferrocyanide- Hydrochloric Acld Saluthon
(Working)
Potassium ferrocyanidefstockl ... . . . .00 ToL0 ml
Hydrochloric acid (stock) b A 30,0 ml
Mix just bofore uss,
Mucloar Fast lled Solution

Disaolve 0,1 gm nuclenr fast red in 100.00m] of 5% sokltion of
alominum sulfate with aid of heat. Cool. filter, and add n
groin of thymol as a preservativo,

Stoining Procedurs:

1. Dwparaffinize and hydrato to distilled water,

2, Stock potassivm ferrocypnide solution for § minutes.

1. Working potassium l'mn:y-n.idurhydrr:hhrir acid anky.
tion for 90 minulen,

4 Hinse well in cistilled water.

&, Counterstnin in nuclear fast red solution for B mintes

6. Wash well In running water,

7. Dehydrate In graded aleohols, then clear in xylene nnd
mount with resinous maodia,

Henulis:

Farrie iron — bright hlue
MNucled — ol

Cytoplasm — Hght pink

Copper —

Urandgm — brown

Nickel — greenish white ar hrown

Helerences:

I, Lona, L. G Manesl of Histologic Staiming Methods of the
Acrmed Forees Instliute of Pathology, drd Edition, MeGraw-11ill,
New aork, 1968, pp. 184- 1456

2. Edan, J.: The Eve Hook

4, Berland, T, M1, and Perite, H, & M. Bdving Witk Four Eye
{Rparmtion

Can You Help?

Mequitn [3, Pract

Dept. of Pathology

Susie Parker Siringlellow Memorlal Hosplual
Anniston, Alnbama 36201

I have a prohlem with Gram-pesitive and Gram-negolive
ataing. For safety ressons we cannol keep other in the
hospital. My pathologist does not like the MacCallum.
Goodpasture method for Gram:positive/liram-negative
bacterias. s there any way to do the Brown and Hrenn
method without ether? Or, is there another mothod that
gives slmilar results? It would be greatly apprecinted if any
readers of Hisle-Lagie can help with this problem.

Esdiorial Commenl:
The Brown:Hopp's method does not require the use of ether
Becandly, we at the Armed Forces Tnstitute of Pathology
find this technique superior o either the MseCalhem:Good-
paeture or the Brown and Brenn, A= o matter of foct, 1 par
sonally hove never demonstrated Cream-negative bactaria
with the Brown and Brenn, The Brown-Hopp's proceduro
can be found in: Amaer, J, Clin. Path., Val 60, No, 2, pp
Add-040, 1971,

Any I1|=||1 ar achvive moy be forwarced directly o Ma Proet
with n copy of suggestion to the Editor of Histo-Logic,

I¥r. Jabn J, Dudn

Technical Dhrector of Laboratory
Brownsville Genernl Hospital
125 Simpson R,

Browngville, Pennaylvania 15417

1 ke been trylng to find a reputable sommercial loahoratory
Lo amsay the room air in our hlstology laboratory for levels of
formaldebyde and xylens to no sveil | did collect some
samples for oo flrm, but afler & proloaged period | received
anly a tentative report. Perhaps some of the Hisdo-Logic
readers are having more success than | and if so, would they
please share this infarmation. Any information on the tech-
nigues of nimes of commereial laboratories performing these
assays would he most apprecinted.

Any help and advice may be forwardod directly to Dr.
Dnada with & copy to the Editor of Histe-Logle.



iiq|||:n|,..|11||~:-.||.| | APy miEysaf o W

IIDOT-OISIH

LT TR T
PR6F TN LINEE
v
YIS ST
ERA T W

= il S AR -
- 1] 73 ]
i £ ?
s 13 0%
B -
o S =g
g g Eo
52
hreerapmngs wir) g EE o
MPr), JINT! £33
mopp B ey 3
At
o % "m':
LY Y . Eg ¢
ST 00 g5
- 2g >
=5 2
=3 m
=) ik
r . B
pagEanba ) GO0 Sy = 3}
OG04 ) RpRd R .EE:
P BRIy YoM 5 FMDE EFE
Tou| EalolEIGaET SEN o
NOISIAIO ¥31-8%1 ar

Tissue-Tek® |l
Disposable Microtome Blade System
puts a fine edge to your skills

Accu-Edge”

= Mow prapare clesn secing conssatenthy, with
N warry abougl scraloh miarks, compeesssd
sackong or chalter marka

= Unigue bfade dEpensaer lels you change
bades in sedonds, holds 50 blades, storos
used bladas salely

& Eliminales fodious shanening. routines ]
wou're alwiays assured o an gltrashanp adga @
whan you nead 1§

& Pragigkon Dlacke hobdes fits parfactly on mos
QLAY micrelomias

« Sturdy storage box prolecis sysiam when nol
M AR

dvaclable frgm Amerigan Sclanfific Products

Lurten Makheson Seientdes and VWR Goendidic
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The histology syslems source

Histopathology Staining Control
Slide Program

Thi= program was imitinted in 1978 on the recommendation
of the Board of Members of the American Registry of
Pathology, o non-profit corporation estahlished by Public
Law 84-361 n 1876, The Bowrd of Members conaista of
representatives of 30 professionnl socketion Lhat sor 27
rogistiies ot the Armed Forces Institute of Pathology.

The {ollowing Histopathology Control Slides are now
davailable, Kach box of 25 slides contains one stained slide
nnd 24 unatained slides. A copy of the recommended staining
proceciure is included with cnch hox of slides. These slides
nre pob sold separmialy,

M. Tubsrculoniy

Spirocheton
M, Leprag

Uryplocouous

GCirnm-Megntive Bacterla Copper

Grenm-Poslelve Becterla Hopatitds B Surface Antigen

Funpgus Leglonnella Poegmoghils

Amylold

The cost is 34500 per box of 25 alides (check or money
urder] senl with the order, or 235006 per box if 8 purchase
order s sent. Shipping costs will be paid by the ARP within
the LS. A and Canada For ahipments to other countries, an
additional 8750 will be reguired for alrmall shipment,

NOTE: Make choacks payvahls to the American Rapgiatry of
Pathology.

Address Inguiries to: Histopathelogy Control Shtide Pro-
gram: American Registry of Pathology |ARPL Armed Forees
Institute of Pathology (AFIP; 1d4th Siresl at Alsska
Avenue, MW Washingtlon, [C 20506,

If you have any guestlons, ecall: (B 576-2048; |202)
STH-ZWTH; or (202) 576~ 2k, e,

T receive vinar drvhi I.H1HI|H! virjiy ul PIESTO LG T, ur Lo by an masociels

adided do ihe malling lsh, submis home sdidress o Lab Teld Divisbes, Miles

Labairabories, Ini, J0W4T0 North Aurors Hd, Naperville, [linois 82040
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162

The sditir wiukes (& -.ilril.‘lnbnrul.inu. qussslinne, dnd arlches relalisg s
histedschnology, Subondl Uhess s Les 00, Lune, BEdlvor, Histo-Logie, POL Box
5, Lanham, Maryland 50A01, Asticlie, piotographs, ste, will no ks retarned
ke fenleabed in wriling whan Uhay are subsstied,



