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PROFESSOR C.F.A. CULLING
JUNE 11, 1918 - JULY 13, 1982
— A TRIBUTE —

Professor C.F.A. Culling

passad away on July 13,

1982, There is no doubt

the world of Histotechnol-

ogy has lost a close friend
and outstanding educa-
tor.

In this brief note, |
witild like to outling samo
of his - accomplishments,
which in o way will tell us
something of the man and
will alsg indicate, in amall
measure, the loss thet all
facets of laboratory medicine will experience,

From our first mesting in 1973 to the last time 1
talked with him in May of 1982, Charles continually
reflected a desire to contribute as:
¢ An educnior, which ia verified by the books and

chopters he wrote on Histotechnolopy and Histo-

chemistry, His contributions in this area are recog-
nized worldwide,

= A resenrcher, which is verified by the 83 papers he
published in medical and lahoratory journals as the
results of original research,

* A tepcher, by providing over 300 houars of lectures
and seminara at the National Society for Histotech-
nology from 1974 to 1981, This doea not tale into ac-
count the many other lectures, workshops and other
facets of tesching he participated in at various na-
tidnal and international mestinga.

* A friend to the Histotechnology world, since he
never met g stranger and was slwayves willing to
dovote many hours of discussion to answer inguiries
g0 technicinns who sought him out conld lesrn from
his enormous storage of information, He fondly re-
ferred to them as “the kids,"

#* A hard worker, who never refused to take on nny
responsibility for the National Society for Histotech-
nology. He presented all-day wn:hnﬁopq and many
lectures at the Symposivm/Convention for many
vaars and served as Associate Editor of the Jowrnal
of Histotechnology, providing many hours of advice,
He wes a strong advocute of high quality journalism,
He served the Society as representative on the Bio-
logical Stain Commission and Chairmen of the
Awards Committes, He was often asked and alwavs
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s-accepted varied duties which he felt would further
“~he profession of Histotechnology,

Charles waa a very effervescent person who pos-
segsed 8 magnetic personality, This added to his many
other outstanding attributes which will be mizsed by
all of us.

We may miss Charles Culling, the person, bt we will
always have Charley Culling, the grest caontributor to
our profession, This will be pssured by his many con-
tributions which no doubt will remain with us for
decades. From a personal standpoint, | have lost &
wonderful friend und strong motivatar,

Technical Correction — Method for
Juxtaglomerular Granules

M., Konopha

Histopathology Depariment

Hoyal Alexandra Hospital for Children
Camperdown, NS W. 2060, Australia

We encountered certain difficullies when applying for the
first tirme Smith's method for juxtaglomerular npparatus as
given in the AFTP Staining Manual'

After oxidizntion with potassiom permanganate thers
follows degolorization with sadiom thiosulphate (hypol Tha
decslorization did not occur, which resultsd in the sections
remaining brown, On complation of the staining procedurs
of thess soctians, it wan noticed that the brown produced by
the permanganate masked (he stuining resclion of the
Biebrrich searleUE thyl violot, Decolorization with ooalic acid
was then performed, giving a marked improvemant, bt the
results were not complelely salisfactory,

Reference to the original article as published by Carlbon L.
Smith' showed the decolorizing ngent b0 be 195 andium meLa-
bisulphite (Na,5.0,), not sodium thiosulphate as published
by the Armed Forces [nstitute of Pat

Sathsfactory results on human Lissun were obtained wiing
Lhe corrsct msthod,

Another noteworthy ohservation was in the rocogmnition of
the neutralieation end poinl when preparing the Hichrich
scarlet’ Ethyl vislet eomplex. No abrupt color change from
red o violet occurred as described by the suthor. A good
gulde signalling the end point was the formation of the pre-
cipltate on the aide of the flask upon swirling.

Heferences:

1. Luna, L.G,: Manusd of Histologic Seaindap Alethods of the Armed
Forces Fantifule 1|||I Fllh':lu'il‘q'_'p_ Third Editina, H:’ﬁrlw-nllll B iy
Yark, 1664,

2. Bmith, C.L.; Rapid Densonstration of Justaglomsrular Grano s
In Mammaln and Birds Stoin Technodngy, 41:200-294, 1966,
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Practical Stain-Technology
“Wet" Workshop and Seminar —
March 6-11, 1983

Presenied by
Lee G, Lunns, HT (ASCP)
The Center Tor Histodechnology Training

This five-day extensive wet workahop and seminnr will af
ford the registrnnts the opportunity to perform 2 special
atning, demonptonting more than 25 pathologic entities.

Soama of the entities which will be stainod with the special
alodns porformed are; Ceam-positive and Grom-nogutive
bacteria; Hepathe H surfoce antigon (HBSAGL inclusion
bodies; pancreatic inlet cells; all pathogenic fungi; calcinmg
neidic and sulfated mucosaccharides; hematologic elaments;
neatrophilie myeloid and mast cells; Lopra and tubercle
hacilli; nueleie acids - RNA and DNA; amylosd; silver reac-
tive cell granules from the entire neuroondocrine syslem;
coppet; connective teaue cross strintions in Rhabdomyoanr-
coms and fThrin mueing: spirochotes; Leagionnaires® disesss
bacilli; melsnin, Also, e proper tinctockal qualities of o goud
hematoxylin and eosin (HEER will be discossed in great
detail.

In nddition to the practical special stalning aspects, lse-
tures will be presented daily (bo inelude evenings| an Chemis-
try of Staining; Staining Mechanlama: Tissue ldentification
for Histotochnologlsta; Shelf Life of Solutions; Prefarred
Contrels: Introduction to Immunopercebdoee: Decalelfica-
tion and various other subjects directly reloted to the pro-
duction of high guality microscople slides.

H

“My Way"
An Editoriul

The currenl generation has besn called the “'me" generation
because sell-gratification has beconw a primary concern. Wa
see i rebellion againel suthority amd an emphasis on seli-
expression or doing our own thing, " Does this attdtude also
find expression in our professional Lfe?

[ho we carefully outline all technieal procedires and estakb-
lish quality cantrol and safety programs for LﬁP |:||.' .T[!Hj.
inspection and then contiaue bo Ydo our own
inapactions? Are we losing touch with history aﬁ mir Irnd.p
in tho past by not soakleing that when we follow many pro-
codures we are following procedures worked out by HII].}H
Imureates such sz Golyl and Cajal or by other great scientlsis
such a8 Weil, Welgert, Lillie snd Gomarl. The st is endloss
and the history is fascinating. However, histary does not de-
mand total pdherence. There is I:Etl:.uJ.nJJ.r roam for exporiman:
tation and mothod modification, but carstully contralled
studies should be done hefore permanent changes pre mndo,

Are we guilty of tho obd adage "' If all #lse fails — follow the
indtructions”? Many examinees sre not @warded valunhls
points on the Board of Reglstry HTHTL proctical eomin-
tion because they do not submit the requested tssun or
follow the outlined criteria. This oecurs in splie of underlin.
ing andior capitalizing certain imporiant sspects ol the ox-
amination instructionz. A checklisl is alao provided on the
HT examination to insure that the examines has fulfilled all
requirements. As professionals we must ask ourselves wﬁ
this occurs and whethar this is sympbomatic of the attity
in our Isbaratorles, Ta it due to a lack of invelvemont fn our
profession, carelosaness, hurry or Juil doing it “my way''7

Quallty assursnce or assurdng the patient of the bost care
possible demands that we be intontly involved and have
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pride in our worlk, that we carefully follow all technienl and

quality contral procedures, and that the patient |a ﬁht'n_]l.! up-
permost in our mind For o tue professlosal, “‘my way"”

should be o job done well, with pride, care and t.utnl]nvuhla-

menk. {

Spirochete Staining —
An Inquiry Response

Brenda Cuevas, HT 1ASCP)
Lavania
Panama, Hep. de Panams

In reply to the problem that Mr. Rob Bosma hey for identify-
ing spirocheetss, (HISTO-LOGIC, Vol X1, No. 8, July 1981},
1 would like to suggesi the Sisiner Technic for Spirochastes.
Thiz procedurs works very well on Lissues fixed in formalin
and saves a great deal of time.

Fixntion:
10 buffered formalin. Avoid any fizalives which contain
hieavy metals

Milerviomy: !
Cut paraffin sections at 4 or 4 microns

Saluid bos:

6% Gum Masiic (Stock)
Gum mastic powdar® . ..o 5.0 gm
Absplutealeohol ethyl ... .. ... ... ., . 1,0 ml

Lat the salution stand hut nh.qu peveral tinses over a

poricd of @ doys, then filter throogh a double Inyer of filter
paper, The resultant filtrate should be clonr and have &

eolor,
Urnnlum Mitcate — Gom Magtic Solution

L e i e e R R (.6 gm
Absolute aleohol ethyl ..o oo 40,0 ml
5% gurn mastle stock) .. ..o 10.0 ml

This salution may bes used not maore than Ewice,

0.1% Silver Nitrute Solutbon

Bilwer nirmba P L0 s | L0 gm
Titiliod waber . .. ... 0000000 0 e Lo 1000.0 mi

‘This 1= a stahle solution if kept in an amber gllnu aboppered
hottls,

5% Catechol Solulion

CIathchil R B el = S b S 6.0 gm
| 1060.0 ml
Hemarks:

All-jplassware must be scid-clonnod. Use paraffin or toflon
conted forceps, A control slide must be included,

Staining Procedure:

1. Deparaffinize slides in 2 changos of xylana,

£ Place slides in 2 changes of absolote alcohal,

1. Tranafer shides from absolote aleohal to the uramum
nitrate-gum mesthe solution for 5 minotes,

4, Wash alides in 4 or § changes of distilled witer, making
sure milky & rance of the slides d

b, Imprognote slides in freshly prepared 0.1% silver nitrte
falution in & 60°C aven for 14-16 hours fovernight),

6, Prepars 5% Calechol squeous solution and place in 80°C
oven to precheat (see step #10.

T, Remove slides from the oven and wash 4 timea in dis-
tilled water,

8. Dehydrate through fresh 96% othyl aleohol and 2

changes of ahaolute alenhnl

8, Transfer alides for & minotes to o 2% gum mnstic sodu-
tion propared e follows:
G mastic aleoholic polution 5% (stock) . . . .. 0.0 e
Absolute aleohol, ethyl o0 30.0 co




10. Placwe slides in prehested 5% Catechol aquesus solution
for 1 hour in & 60°C oven (see step K],

11, Rin=ze slides 4 times in distilled water,

12. Wash slides in running water for st least 10 minutes.

#7138, Dehydrito slides slowly throogh 95% ethyl aleahol, abso

hater abechal and clear in xylone,
14. Mount eovergloss with resinous media,

Resulte

Splrochantes, baetoria and fungi — brown to black

Mast coll granules — yollow-brown

Buckground — wollow

Referenon:

Btelner, (f; Modiflad Silver Sualne for Mieroorgaalams In Tiesus,
Amer. J. Clin. Path., 230:468-450, 1960,

*Gam mastic powder, N F.: 5B, Penlek ond Company, Now York
tPyrocatechin or Orthodipxybeniens

i

Solution to Eosin Staining Problems

Brisn Moore, B.S., B.T.

Veterinary Labaralory
Abbotaford, Beitleh Colambia, Conndn V25 4NRH

Editor's Note: The following articles ape in res

quiry regarding eosin ptalning which appea
Annlverpary lssun of HISTO-LOGIC,

Th?c'ﬂmthﬁﬂmry luudu nil'ilEIH'I'l'.H.ﬂEilE contains an
art an A ng-and p epitndence, T was very in
terested in this articls ns we ilso hove faced this problem of

s booam in-
in the Tenth

~— Inadeguate staining of sections and mpid color leeching on

differentlstion,

We found that altering the pH hod o considersble effect on
the slaining ﬁutyhuzi different eosin brands. A litersturs
senrch produ nothing to suggest a remedy. Our answer
has been o boffered cosin sodution as follows:

Solotion Dae
Glacial meetie meid .. S 5.75 ml
Diotilad watar: . e bt 10000 ml
Bolution Twao
RORELL S R B B AP E E e E B2 gm
01 0 F Ty N I S 10000 ml

Mix 200 ml of solution one with 705 ml of solution tweo,
Add & grams eosin (C.1. No, 45380, dve contont B2% or bed-
tar). Add 2 crvstals of thymol to prevent molda. Thi finad pH
should be 4,98, This gives a consistently reliable staining
E’l:lunll;iy with a shelf Efe of several monthe.

r H&E staining schodule is as follows:
L flinize o water.
2, Harrig” hematoxylin iwith added glacial acetle acld), 1.5
minubes.
3. Wash in wator,
4. Blue in bass (1vi% NaHCO, in H ).
5. Wash in water,
. Dhfferentints for § seconds ualng 1% concentrated HCLin
5% nleahol
7. Wash in water,
E. Bluo in base,
£, Wauh in water.
10, Buffered souin, 20 seconds,
11. Wash in water,
12, Dehydrate in 95% absolute aleohol, cloar in xvlone.
14 Mount coveralip with resinous media,

We have used bulfered sosin for thres years and it gives ex
cellent staining differentiation of muscle, collagen and
R.B.C

Tissue Surface Decalcification

Penelope Ferre, HT (ABCT)
West Coast Laboratory Services, Ine,
e, Potersburg, Florda 35705

Culling' stutes that bone spocimens that have no previoos
docaleifying can ba sedd right with soft tissoe
spocimeny, blocked in paraffin, with a scalpel,

fuce down in 0.8% hydrochloric acid for a specified
pariod idepending on the size of the bone), and sectioned with
emse on the microbome,

I have used this technigue with much success on tissus
blocks containing unsuspectad caleium deposits, Improgerly
docaleified bone specimens, and bone marrow biopsdes that
were nob decalcified boforshand. T have developed the follow-
ing modificetion:

Place soveral 4" x 4" goauze pads in & glass staining diah,
Saturate them with decaleifving sclution of choles, After
trimming {mscrosectioning) the peraffin block and exposing
the bome, place the block fuce down on the guuse peds satu-
rated with decalcifying fluid, Tiny pieces of bone, such as a
bono marrow hiopsy chip, require approximately 20 to 30
minutes, Blotks of decaleified bone which are too hard to see-
:itnn roginire lﬂﬁ a0 mlmtaa‘]':‘;m with unsuspected cal-
Hum depisits take approxima 16 to Sl minwbes.

If thuga blocks are trimmed first and placed on the decalel-
fying solution, they will usually be ready (o section by Lhe
time one is finished sectioning the regular daily load of
surgicnl hiocks,

Hefurence:
1. Calling, CF.A . Nandbook of Histnpothologion! and Histoohemi-
end ]"H'ﬁ-ﬂl-u‘ull Third Edition, 18674

New Fixative For Frozen Sections

Franklin 1. Rude, M1,
[lebhie Schmidt

Michelle Maarer
Momorial Houpital
Mucogdoches, Texas 75941

Shrinkage of eytoplaam and unrelibl nuclear staining wers
mocurring probloms with alechol (100% isopropyl) fixation of
frozen section slidos, This was especially true on endoemetrial
cases, Several lexts recommended [ormabin, uup.c:'.nﬂy WL
formalin, to be the preferred fixative, We found that 10%
warm buffered formalin alone still allowed cytoplasmic
shrinkages, although it did enhance the ouclear detail. Alco-
hol followed by formalin wan no better than formalin alone,

Bouln's fiwitive, hiving acetic aeld L provent shrinkags,
wia tried with good success, but formalin was still noeded to
enhanes chromatin detail. Formalin after the Bouin's com-
plotely washes out the pieric acid in just o fow seconds,
unlike water or aleohol, We hope you will try this procedurs
in your laborstory and find it ss helpfol ks we have,

Procedure:

1, Cot frozen sections ab §-8 nuicrons,

2. Dip in Bouin's for 16-20 seconds without agitation,

3, Dip in Houin's for 10-15 seconds with agitation.

4, 1'-':]!}11: in either distilled water or tap water for o few spc.
onds,

« Dip in warm {56 °C} formalin until vellow is gone,

. Waih aguin in DI or tap water for o few seconds.

v Procyed with your routine H&E for frozen sections,

=1 & mn
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BEAUTY AND THE BEAST

New Tissue-Tek" 11I
ACCU-CUT"™ Rotary Microtome

Sometimes when you want 3 beautiful ribbon you work with a
microtome. that's a little kess than beautiful itself. Hence, The
Beast: The new Tisue-Tek® I ACCU-CUT™ Rolary Microbame.

It's engineerad with proper weight distribution: this Beast won't
walk away from yow, |L won't shiver o shake You can expect
heautiful ribbhon after beautiful ribhon, And it comes with a-dual
spring loaded Quick Release Cassette Clamp that makes chang
ing specimen biocks a snap.

What else is pew? Unique specimen: advance mechanism, e
sighed in & parallelogram to keep cutting action consistent and
repeeatabile with minimum maimenance. This design is patented
internationally. Smoath work s assursd year alter year ab s year
with oair 3-year limited warranty Ask your distributor abmit the
rew Fasue-1ek 11 ACCL-CU T Wotary Microtome: (45449 oy

The Holology Syalems Sdwce

Histotechnology Training —
Help Us Meet the Need

The National Society for Histotechnology is interested in im:

ving practical training in the field of histotechnology. Tt
g recognized that the conventional seminar-type training is
heneflelal, but insdequete. We are convinced thai “on-the-
Job refresher courses” will provide the necessary training to
upgrede the quality of histotechnology worldwide,

I order [or the Society to provide information to the many
national and International requests received in this regnrd,
we nre soliciting vour assistance. 1E is requested that any
hospital uhlversity, research activity, ete, willing to acocopt

histotechnologrists for refresher andior advance trnining
- froan m wesk Lo severa] months, notify NSH. 1t s most impor-
tant that you provide the area of teadning yon would be will
ing to conduct; ie., eleetron microacopy, immuonopsthology.
surgical histotechnolopy, ave, hone, special stuiny, medical
photogruphy, ete, Planse include Uwe same of L person to
contactk for correspondence purposes and complete mailing
address of your matitution
Your asstslance in this project ia greatly appracinted, par
tenbarly sinee it will provide training Information to amyone
desiring to further thelr education in histotechnology. Sond
information to; Foberta Mosednle; National Society for
Hintotechnology: POy, Box 36, Lanham, MDY 20708,

Torecslve r'rI-J.r B 1||r|lrﬁi| capy ed HISTOLOGIC, ur Lo bave n asssciale

ndded da e mallisg Eal silinit hime eehdress lee Lt Tel Division, $ies

Laliirstestes, Ine., 30476 Morth Aurira Hil . Napesrvilli, 1lEsels DO2EE
Prinkisd in U5 A

184

The editor wishes to salicit imdnrmation, gquestbes, snd arlichs relsting ko
Fatotechaningy. Buhmit thise 10; Lee G, Lusa, Eildier, Histe-Logic, PO, Bog
B Lamham, Marglod 20700, Artlcles, photogragihe. s02 . willl hl b rlscnisd
unlesa reguestsl in writing when they mre 1uLE-ru.|I|::m

)



