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Connective Tissue Staining in Glycol Methacrylate Sections

Marlene D). Castro, B.A., HT (ASCP)

Davis, California 95616

A previous report by Koski et al conchaded that the
Masson trichrome method and modificasons do mot
stain collagen in sections of glvool methacrylate (GMA)
s well as in paraffin sections. These authors noted that
when aniline blue hinds to the section, the plastic matrix
5 also stwned, The differentistion that removes the
aniline Bue dye from the plastic also removes it from the
collagen in varying degrees. To solve this collagen
stuining problem in GMA. these workers proposed the
following alternatives: 1) o block hydroxyl groups on
molecules other than 4-hydroxyproline and
Shydroxylysine; 2 to find a method to etch or remone
the plastic matrix: or 3) to entirely change the chemistry
of the reaction,

Since Koski et al (19831 suggesied these alternatives,
severnl modified methods of the Masson trichrome siain
hine been reported for staining GMA sections™*®,

A recent procedune was described by Philip L. Sannes
for staining connective tissue (collagend in GMA
sections with picro-Sirius supra blue stain.’ With slight
madifications in Sannes’ procedure, using Sirius supra
blue GL (CIZ360), a dye closely related 1o the Sirius
supra blue (CI134215) used by Sannes, 1 found that
collagen stained intensely bright blue. Howevee, the
counterstain of (1.2% Biebrich scarlet in 1% acetic acid
faded after sections were mounted with Aceu-Mount 60
{SP-Tissue Tek).

The method of Sannes for collagen staining offers an
alternatve 10 the Masson inchrome method for the
staining of collagen in GMA sections, This aricle
describes a modification of Sannes” procedure using
Muclear Lt red | Kemechirot — Chroma M1349 P) as the
counlerstain, which obviates the need for hematoavlin
arl does not fnde after sections ane mounted,

Picric Acid Soluiion
Addd 6.0 pm of picric acid cryvstals o 20000 mi of distlled
wister. While stirring with a magnetic stir bar, heat over a
water bath until dissolved. Cool and store at room

lermperare,

Sirfus Supra Blue GL* Picric Acid Solution
Place 1.0 gm of Sirius supra blue GL (CI23160) in a
vodumetric beaker and add picric acid sofution up to a
volume of 0.0 ml. Str until dissolved.

*Sirius suprrn bhae | CEMI5 0 mas e sibaringel.

Noclear Fast Red { Kernechiror) Solution
Nuclear fast red ichroma MI39 P .. .. . (L10gm
3% aluminum sulfate solution (5.0 gm in 100.0 ml
distilled water). Boil aluminum sulfate solution; remove
from heat and add the Nuclear fast red. While stirring.
dissobve with the aid of heat (10 minutes). Cool, filier.
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and add a few crystals of thymol to retard bacterial

growth.

Staining Procedure

1. Plage sections in Sirius supra blue-picric acid solution
for 40 mimutes at 35°C. Remove 1o room emperatung,
Allow 1o stand 10 minutes,

2. Rinse slides in distilled water, 2 changes, 15 dips esch.

3. Place slides in Muclear fast red for 3 minutes.

4. Rinse slides in distilled water, 2 changes, 10 dips each.

5, Absolute ethanol, 2 changes, 5 dips each.

£, Absolute ethanol/sylene (11 ratic), 3 dips.

7. Xybene 2 changes, 5 dips each.

B Xykene to mount,

4, Mount coverglass with synthetic mounting medium.

Results
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Remarks

Unlike medifications of the Masson trichrome method
which apply aniline blue stain last w stain collagen,
Sannes reverses the application of the collagen stain,
Pacro-Sirius supra blue stain is applied first, does not
stain the plastic matrix and requires no differentiation,
These advantages are not present in modifications of
the Masson trichrome method. An increased concen-
tration of Sirius supra blue enhances the intensity of the
blue in the collagen while Nuclear fast red differentially
stains nuckel, smooth muscle and ervthrocytes. The
dehydration and clearing steps are similar to paraffin
techniques. Furthermore, fading does not oceur in the
stained sections after they are mounted.

The Sannes” method offers a new. reliable stain for
collagen and a new approach in staining collagen in
GMA sections. The method of Sannes and s
modifications will reguire a new definition of the
mechanism on how these staining reaciions Oocur.
When picro-Sirius supra blue stain is used s a first stain
specific for collagen, the foremost questions are
whether the hydrosyl groups on molecules other than
A-hydroeyproline and S-hydroxylysine hive been blocked
or whether the chemistry of collagen staining has been

changed.
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Methods for Staining Charcot-
Leyden Crystals'

Lee G, Luna
American HistoLabs, Inc.
Gaithersburg, Maryland 20879

Introduction

Charcot-Leyden crystals derive their name from the
two German physicians, Jean Martin Charcot and
Ermst Victor von Leyden who first desernibed them.
These crystalline structures, which are protein in
nature, are found wherever eosinophilic leukocytes ane
undergoing fragmentation. The development of the
erystal represents an uncommon fundamental intracel-
lular process, with rapid protein crystal formation, thit
his o parallel in any other cell of the human body.?

Figusz |: Clurcod-Lesdkan enysiab dammass can b saen in ihs phoncariph. Mhalidal
Merasn aral Wrsmn. LEED,

Charcot-Levden crystals hove been described in the
tissue of patients with eosinophilic granuloma of bone,
in the sputum of patients with bronchial asthma, in the
stools of patients with amebic dysentery, in ulcerative
dizeases of the colon and a variety of cther diseases.”




The crystals are often found in all stages of development
in the eytoplasm of the cell (Figs. 1 and 2}, There is no
evidence that Charcol-Leyden crystals are found in the
nuclens. The erystals are hexagonal or clongated
dipyramidal shapes, depending on the plane in which
they are sectioned. Some crystals exhibit conlescence of
ecsinophilic granules from which three or more sides of
a crystal emerge. Some larpe crystals meorporate the
grunules into the crystal proper, whike still other crystals
appear perfect in shape without evidence of included
granules.

Sraining Characteristios
Charcot-Levden erystals do not stain with sudan black
although eosinophilic granules do. The erystals are
negatively birefringent, insoluble in lipid sobvents and do
not stain with fat soluble dves. The general siaining
properties of formalin-fixed Charcot-Leyden crystals
are as follows:

I. Regaud's irom hemtoxylin . e Black
2. Basic Tuchsin (1L.5% in Eﬂ]‘}'.u]u-ulmlﬁ:r

I-2 minuies) . ... . Magenta
8 E-allcwamnﬂhmnuﬂumipl-l 2 5] .. Blus
4. Toluidine blue (pHT.00 .. . .. . dark hlue
5. Acid fuchsin 10,5% mm:nhyiuhedmj

for 1-2 minuies) R e T

Figime I Chaicot Leyden crywal in diflesent sges of dessbopmem can e s
thrimaghesm than phaserasiph, The crysdibs aic staimnl pobish red aml very in des.
WEEA

. Poneean 2R (0L1% aqueous solution at

pHLY. oo oo Oramge-pink
7. P:rmdmar::lsnhlﬂ'tPAS] : magenta
8. Trypan blue (0L1% squeous 5.|'_'|I.II.I.‘.|r!| at

P e R R s L e

Histochemical studies of Charcot-Leyden crystals were
conducted by Dawe and Williams.* This excellent study
contains information on a wide variety of 1esis per-
Formed on these crystals,

Following are two procedures which 1 have used
successlully for the demonstration of these crystals,

Modificd Brown and Brenn for
Charcot-Leyden Crystals'
Finatinm

10% buffered newtral formalin

Processing
Paraffin embedded specimens

Microtomy

Cut sections at 46 mcnmslers

Solutions
:xmﬂmm

Crystal vialet . . . L0 gm
Drstilbed water ... ... . 1000 ml

5% Sodium Bicarbonate Solurion
Sodium bcarbonate . ... ... .. 50 gm
Dastilbed water ... ... . 1000 ml

Gram’s Todine Solwtion
I::dm: R : :
Hasie Fuehsin Solurion (Siock)
Basic fuchsin, tosaturation - .. approx (0,25 gm
Diestillad wibsr . ., ove oo ey o JD0UD i

Basie Fuchsin Solution ( Working)
Basic fuchsin (stock) . v 01 mi
Distilled water.. .. . .. ., e 1000 mi

Pierie Acid-Acetone Solurion
Picric acid . . oo et e o et A
Acetong : PP B TR e [ 7D e o

21 L T P P 500 ml
T e o P o Tyl 1 S . 500 ml

Staining Procedure

I. Deparaffinize sections through two changes of
xvlene, ahsolute and 95% aleohols o distilled warer,




Remove mercury precipitates with iodine and hypo
solutions if necessary,

2, Place slides on stuining rack. Pour on approximately
1.0 ml {or 20 drops) of 1% crystal viclet solution, and
5 drops of 5% sodium hicarbonate solution for
1 minute. Agitate gently. If preferred, the two solu-
tions may be mixed just before use,

3, Wash in waler to nermove excess stun,

4, Flood slides with Gram’s sodine solution for 1 minute.

5. Rinse in water and blot with filter paper 1o complete
dryness.

. Decolorize with ether acetone solution dropped on
slides until wash is clear.

7. Stain with basic fuchsin (working) solution for
| minute,

8. Dip slide in water; blot gently, but not completely
dry

9, Dap slide in acetone to Strt reacton.

10, Differentiate immediately with 0.1% picric acid-
poetone solution until sections are yellowish pink.
I1. Rinse quickly in acetone and clear tissue in a

mixture of equal parts of acetone and xylene.
12, Mount eoverglass with resinous media,

Results

Charcot-Leyden crystals red
Gramepositive bacteria ... ... .. .......... blee

Grmljwl:m:u:riu o pink
Buclei . 1 red

Dﬂ:rmd&nﬁnu . R 1

Lunak Method for Charcor-Leyden Crysrals’
Fixation
0% buffered newtral formalin

Processing
Paraffin embedded specimens

Microtomy
Cut sections at i micrometers

Soluthons

Hmmmsmmf&mm
Hematoxylin .. vor e 0 g
1m&aeth~,-1aa.:.uml o eeemeii e 1000wl

Fmirﬂﬁpnde.hﬁnhfﬂﬂ}
Ferric chloride, H%aqum
Dlsntlndmer e
Hemutoxylin Solution { Working )
Hematoxylin solution (stock) EE e |

Ferric chloride salution {stock) .

Biebrich Scarler-Acid Fuchsin Solution
Biebrich scarlet, 1% aqueous . oo, BOO mi
Acid fuchsin, 1% aqueous . ... .. ... 200 ml
Glacialapeticacid . .. ... ..., . 20 ml

Acid Aleahol Solution
95% ethyl alcohol - . . . .. cove 1000 mi
Hydrochlork: ackl, concentrated e 10 ml

Bichrich Scarler-Hematoxylin Seaining Solution
Bicbrich scarlet-acid fuchsin solution. . ... 6.0 ml
Hematoxylin working solution ... ... 450 ml

Lithiwm Carbonate Solution
Lithiuem carbonate
Distilled water .

Staining Procedure

I. Deparaffinize sections and run to water,

2, Place slides in Biebrich scarlet-hemanoxylin staiming
solution for 5 minutes.

3. Dip slides in distilled water 1o remove excess
hematoxylin,

4, Differentiate slides in acid akeobol solution by dipping
dide 5 times or until desired nucleic staining results
are achieved,

5. Rinse shides in distilled water 1o remove acid alcobod,

fr. Dip slides in lithium carbonate sobution until section
turns blue, usually five dips.

7. Wash sections in running tap water for | minute.

E. Dehydrate in 95% alcohol, absolute alechol, and
clear in aylene, 2 changes each.

9. Mount coverglass with resinous media,

Hesulis

Charcot-Leydencrystals . ... ... ... ... red
Ecsinophilic granules .. ... reddish orange
Erythrocytes ... ... ... meddish orange
Nuglear elemenis P b e et
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MILES

Bring two classics
to your lab

{One is new, one is free)

: ; a Practical Treatise on the Lse For a demonstration of the
Classic EREIE e of the Microscope, New Accu-Cut Microtome, fill
(This one’s new) John Quekert (1848) in and return the card below.
As soon as you see the New The Achromatic Microscope, Then, the handsomely bound
Accu-Cut® Microtome, already Richard Beck (1845) collector's edition mentioned
becoming a classic in its own : : =5 above will be yours, absolutely
right, vou'll truly appreciate The Microtomist’s Vade- free, should you decide to
the benefits of this latest Mecum, Arthur Bolles purchase.
advancement in the evolution Lee (1885)
of histology. A History of Microtechnique, The New Accu-Cut’

| Responds to your most Brion Brocegirdle (1987) Microtome
delicate commands |8th Century Microscopes,

| Basy, comfortable to 1.B. McCormick (1987
operate

L] Safety features enhance
efficient operation

71 Designed to produce the
most accurate sections

] Durably crafted for years
of performance

I Two-vear warranty

Classic histology library
(This one's free)

You'll be fascinated by the
Science Heritoge Library, a col-
lection of the history of micro-
scopes and microscopical
technique. These faithful fac-

similes of the original works of ﬁ s -
the pioneers in your field will : A ﬂfﬂfr’!ﬁfﬁ }-‘Mf’/f’ﬁﬂa
hold your attention page after

page. (5450 value)
Micrographia, Robert

|_| I'd like a demonstration of The New Accu-Cut* Microtome.
| understand that if | purchase by April 1, 1989, I'll receive the

Hooke (1665) Sclence Heritage Library at no extra charge, (5450 value)
The Microscope Made Name____
Easy, Henry Baker (1749) Title

and Pocket Microscopes,
James Wilson (17048)

|
|
|
|
|
|
| Institution
The Microscople Cabinet, I Address : —_—
|
|
|
|
|

Andrew Pritchard (1832) City Stare Zip
Phone | J Ext.
Best TimetoCall __AM PM

O R N i



MILES

Bring classic
precision to your lab
and receive the
Science Heritage Library...

FREE

The New Accu-Cut
______________ ey Microtome

For more information, contact
your Miles Representative,

Distributed exclusively by
Baxter Healthcare Corpora-
—— tion, Scientific Products

B L e s

FIRST CLASS PEAMIT MO ELEHART, |

.

natane will be paid Iy addressse

Diagnostics Division
PO.Box 3113
Elkhart, IN 46515
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Tissue-Tek™ <~

=) Cyto-Tek

e makes cell

| preparation
better.

With less.

& . N——

star-Lp steps
u Digital displays let user know progriom status

LESS AEROSOL

= Forced airflow removes aerosol 1o probect user
® sty desegn efimimates need for mdor cover

LESS REPEATS

8 | ec disposahle plastic chamber pops ofl
o knberlering handle o canse slidse damag

® G ce and 12 ec reusable metal chambers wnclanp
withioul risk o slide

# | ce disposable chamber's inclined fluid path prevents
prowetting of filler

" ,.H!l!l‘i.l.l"l!':lﬂ:‘rrﬂ'ull::u"l o e Cwito-Tek Cenbriboge:, conbc m

. :.hl’m-ﬂ-l:l Scienlific Producls sakes repressdilbne MILES
‘ o

hfiles inc.
Cayizion
Elhart, Indiana 48515

028-0203




State Society Newsletters
Perform Critical Function

1f amyone ever tries to tell you that histotechnology is not
a creative profession, just show them some of these stite
society newsletter names: “Paraffinalia? “Micro-Tome?
“The Shice of Life! “In Focus? “The Nucleus? “The
Bevel? and “Tissue Paper” Its nice to see that even a
serious profession like hissotechnology can also be fun.

But these fun, creative names don't overshadow the fact
that the publications they represent are serious and very
professionally written and produced. At least 32 stare
societies are currently publishing their own newsletters.
And in some states, even local chapers have their own
newslelers.

Education and communication are probably the two
most important functions of any professional organiza-
tion, S it's no surprise that newsleniers are an important
part of most state socketies. “The newsletter is often the
only source of information exchanged within the state,
especially in the rural areas! explained Lynn Montgom-
ery, editor of The Netwerk, which is published in
Louisiana.

State newsletters have circulations ranging from about
&0 1o mare than 40, Some have at beast one special
issue that is mailed to a much larger list than their
pormal circulation, This is usually the issue that covers
their state convention.

Most of the state newsletters are published gquarterly,
although some have a difficult time mainaining & con-
sistent publication schedule. Editors, reporters, and oth-
ers who submit articles are all volunteers who also hold
derwm fualHime jobs as histotechnologsts. “Unforunately”
saidd one editor, “we have to work around & kot of differ-
ent personal schedules? Some editors are inundated
with unsolicited articles. Then they have 1o decide what
to print and what o hold for possible use in a future
edition. Most, however, have to assign or ask for articles.

In Wisconsin, the state i divided into four districis.
Each district has a co-editor who is responsible for

submitting at least one article per issue on any histology-
related topic. The Michizan newsletter. The Mikio-Conaf,
uses a different theme for each ssue. Peggy Wenk. the
editor, asks someone who has special experience in that
arca to write the feature article. She then adds refer-

ences, quotes. and word games (o support the wopic.

Content of the newsletiers is smilar from state (o siate,
Many publish the minutes from board meetings and
other state meetings, Some have regular columns writ-
ten by the editors or the state society officers,

The president of the [linols society keeps a record of all
the questions she is asked by members, She then writes a
regular codumn o answer the questions, Her theory i3
that, if one person has a question, there ane probably
several more people who have the same question.

Joh opportunities are also published in most of the
newsletters. Other common types of articles include
calendars of events: national, chapter, and state society
fews: new member profiles; book reviews: educational
articles: health and safety mformation; and articles about
new technology or new technigues, The Colorado news-
letter, Paraffimalia, publishes feature stories about mem-
bers and sometimes even sales reps from various
suppliers. Some editors inchade articles reprinted from
other state and national newsletiers or journals.

The state newsletters are (ypically sent to society menr-
hers at no charpe, Sometimes they are also sent
nonmembers as a recruiting wol. Many of the state
editoes also have agreements with other states (o exchange
nowsletiers,

While the topics covered are similar in most, the look of
the newsletters vaaries considerably. Some editors have
bigger budgets because they have more members or
because they accept advertising. This allows them to use
professional typesetting and printing services, Some of
the newsletters are even two color. But most are one
color composed on a typewriter or wond processor, and
quick-printed,

Mo matter how the state newsletters are put together,
they all play a significant role in communiciting with
and educating histotechnobogists throughout the country.
Those who devote their time and effort (o publishing
these newsletters deserve a great deal of credi,




Here is a list of state newsleters and their editors:

Alabama— “Histo-Info™
Dicadie Madden
Birmingham, Ala

Californin — " Micro- Tome™
Linda McGlothen
Rancho Cordova, Calif

Colormsdo — ~Paraffinalia”
Cimdy Sseency
Colorado Springs, Colo

Connecticut — “Paraffin Press”
Bonnie Yanosy
Truwrmbull, Conn

Florida— ~Histotech™
Penny Ferre
&t. Petersburg, Fla

Georgin —“Micro Time™
Mary Kmight
Tallapoosa, Ga

Ilinois —“The Micron™
Belinda Griffin
Springfield, I

lowa—“15H Newsletter”
David Cavanasegh
Ellsworth. lowa

Kentucky —"The Slice of Life”
M. Lumar Jones
Lexington, Ky

Louisiana—"The Metwork™

Lynn Monigomery
Baton Rouge, La

Maline — Tissue Talk™
Claudene Heath
Bangor, Me

Maryland —“The Maryland Micron”

John Murdock
Baltimore, Md

Massachusetts — “MASH™
Morma King
Boston, Mass

Michigan —"Mikro-Uirafl™

Peggy Wenk

Pontiac, Mich
-

Andy Valls
Bloomington, Minn

Missouri —“The Bevel”
Cherie MeCurdy
St Louis, Mo

Mebraska— “Tissue Tribune”
Lowanne Grusdel
Dimaha, Neb

New Jersey —“NISH Newsletter”

Alice Esposito
Waterford Works, NJ

New York —"On Stage”
Sandra Sendar
Hamburg, MY

Morth Caroliia—""The Tarheel
HistoMews"

Barbara Kirkhart

Chapel Hill, NC

C¥hiy — ~Mlicro-Ciram™
Liz Swihart
Tobeda, Chaic

Oklshoma — " The Histo Informer”™
Patty Eneff
Oklahoma City, Okla

Pennsylvania— “The Forum™
Shirley Given
Boothwyn, Pa

Rhode Istand — ~Tissue Paper”
Becky Bradley
Providence., R1

South Carolina —“5lice
for Life™

Mequita Praet

Irmo, 5C

Tennessee — “Microtome Express”
Cirpce Hanrahan
Memphis, Tenn

Texas —“Histo-Tex™
Williom W, Webb
Houston, Tex

Utah—“The Cassette”
Becky MoLain
Salt Lake Ciry. Utah

Virginka —“The Histo-Scope”
Frameess Freund
Richmond, Ya

Washington — " Washington
State Histology Newslener™
Chene Dellwo
Spokane, Wash

West Yirginia—“The Nucleus™
Pt Turner
Morgantown, Wa

Wisconsin—~1n Focus”
Mary Ann Fabisiak
Stevens Point, Wis




National Society for
Histotechnology Symposium
Convention Demonstrates
All-Around Commitment

Mist of those who attended the recent NSH Symposium
Corvention beft with mixed emotions. [t's alwys a reliel
tor coimne 10 the end of & week of hard work and nonstop
activity. But it's also disappointing o say pood-bye 10
friends you might not see again for another vear. Every-
ofie will miss the fun and comarsderie that has become
i hallmark of the anmaal event,

But perhaps the Feeling that will dominate the hearns
and minds of all those who participated in this year's
program is one of pride — pride resulting from the strong
commitment evident throughout the week. This com
mitment was penerated by the society and its members,
ms well as by the histostechmology profession and the
imkdustry that serves it. All are committed 1o the advance-
ment of the profession, as well as to education, service
and, ol course, friendships.

More than one thowsand people attended the fourteenth
annual symposium/convention held October S-14 0
Lonniswille, And they all left with a renewed commuatment
i the histotechnology profession.

The commitment to education was especially siroag il
the symposium/convention, Workshops were well
artended and well presented, covering everything from
hasic chemisiry and math to “The Why's and Why Not's
of the Dos and Do Nots m Immunohistochemisory.”
Fortv-one workshops were held in all from Sunday
through Tuesday,

Clinical and veterinary scientific sessions began on
Wednesday and continued through Thursday, D 1. B
bcCormick kicked off the sesssons with the Professor
C. E A, Culling Memorial Lecture. His talk, " Three
Centuries of Historechnology,” began by explaining the

Tthcentury philesophy of Robert Hooke, Dr. McCor-
mick then used a eollection of prepared images to con-
duct a tour of the significant events in the worlkd of
histotechnology in the 17th, 1Bth, and IYth centuries,
Oither scientific sesssons covered topics from new biopsy
technigques w advances in cancer research,

Histotechnologists were also involved in preparing edu-
cational material, Techmical exhihits were displayed Fri-
l.|-5|:.' |||-.1r|1i|1l: demonsirating a variety of specialized
technigques used by various technologists, This gove
regisirants an opporiunity o leam more about what
oo e Iq'ul:ll'ulll'-!;ihlh are doing in their laboratories and
research centers.

4 Mlkes mepresenis

The poster session was another way histotechnodogisis
could present their research or explain their echniguees
This was the first vear for the posters, which were on
display Tuesday through 1 hursday,

Scientific exhibits from a number of manulacturers and
suppliers were also well attended, Histotechnobogisis
ot a pood kook at the katest in laboratory equipment,
supplies, and services, The Diagnostics Division of Miles
Inec., introduced the new Accu-Cot™ Microtome, an
extremely scourate, welkFhalanced instrument with a
precision knife advancing system. They also displayed
the Tissue-Tek™ VIP™ System, Tissue Embedding Con-

$))
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sole System, and Microtome/Cryostar, along with the
CyitorTek™ Centrifuge, Accu-Edege® Knives and Blades,
and all of their Cassette weeessories,

[he Miles exhihit privvicked Pocket Pal™ Planners, and
held drawings twice a divy for a set of The Science
Hermage Limited Series on the History of Micn Y
amd f‘-.'1i|_'~|'|_'m_'|_||'|i|_-;|| T;.'rhl'.|-._||_||_'k_

Deebediiles can't “camondlage” the fum oi the NSH BeadeSaH party

Clinking ekisses angd g bubhbime fousmain we ko eaies joehe Mikes
PRl jhindsie meciplam

This Y I'I!|1|'|'-:i.l||!1 convenlion demonstrated edm-
mtment to more than just the serious prodessional
mietlers, here was dlso |1|:_'|1|:_l. of time and elfort
devoted to the lighter side of histotechnology. On
Fnesday night, Miles Inc., sponsored a MsA+S«H
[ty that aftracted '.-i1F||i||E_l. EwEryome af the comen-
o, incleding a few Klinger clones, Hot Lips look-
alikes, replica Radars, twin 'ir.;||1|'||_'|x_ Eherman Porrer
imipeErsonators, and Henry Blake fakes, Some even won
prizes [or their costumes.

[ party featured plenty 1o eat and drink and a variety
af good music for dancing. Everyone had o sMASHing

of pood music for dancing. Everyone had a shMASHing
good time. Photos taken at this year's party will be
on display at the Miles exhibit during the 1959 NSH
Svmposium Convention.

Miles also continued 1o sponsor the pre-banguet cham-
paigne reception featuring hors d'oeuvres, and a siring
quartet. Champagne was served in “keepsake™ plasses

The traditional avwards ||:1ru||,||,'| wis held on T|!ur~.r_|.g|:r_
Awards were presented for outstanding service 1o the
i'lihflillk'u'l‘lm'l|l."-,__'} profession, Among the swards were
foir presemted by Miles for authorship of journal or
newsdeller articles. The Galden Forceps Awarnd was
presented o Cheryl Crowder, HTL ( ASCPY, from (he
Schoal of "rn'!-.'rinur_-. Medicine at Louisiana Siate Lni-
versity. Her article, “Helpful Hims for Microwave Oven
Lise: More Than Jusi :"!-EILEII1I1¥:I wis published in
Histo-Logic. The Diamond Cover Award recipient was
Lawrence Kass, MD, from Cleveland Metropolitan
Creneral Hospital, His article, titled “Basic Blue 41: A
My Panoptic Stain for Blood and Bone Marrow Cells™
wits judged the best work published in the Jowrnal of
Histotechnoligy,

[ ey aweands were also presented by Mliles this year:
The Diamond Cover Editors Award and the Dipmond
Cower Merit Award. The Editors award went 1o Charles
Churukian of the University of Rochesier Medical Center
Ihe P'-IITH"HL‘“r this iward s to honor and |-c||,'|1l_i|§,' those
ndividuals who contribute constant support, articles.
amd advice to the Sourmal of Hisioie: frradiogn:

The Merit Award was presented jointly 1o James
Weidmann, BSCT, HT (ASCP) and Marihew Freund,
Ph.D... from the University of Medicine and Dentistry of
Mew Jersey, The two recipsenis co-authored an article
for the Jovrmal of Hisetechnology titled “Localization
of Prostate Cells in Human Semen: A Comparison of
the Burstone Technigue and (he Prostatic-Specific Ani-
oenn HI:lil:il':g Method”

Recipients of the Miles awards each receved a set of The
Science Heritage book collection,

Because of the strong commitment demonstrated at this
VEArS SYmposiumy convention, future events shoukd be
bigger and better than ever. Plans are already well under-
way for the 1989 NSH Symposium Convention. The
fifteenth annual event will be held in Las Vegas. Don't
miss i




A Useful Method for
Demonstrating Bone Canaliculi

Liee G, Lumna
American HistoLabs, Inc.
Craithersburg, Maryland 20879

The following Giemsa procedure can be used suceess
fully for demonstrating a vanety of entities, including
bone canaliculi amd cement lines. Bone canaliculi are
demonstrated especially well as seen in Figs, 1 and 2
(arrows). Bone specimen which have been exposed to
formalin fixation for extended periods of time (2 months
or longer) may not demonstrate the canalicali well. As
with other Giemsa type stains, this procedure demon-
strates other entitics (see Figs. 35} including cartilage.
This procedure is not useful for differentiating cell types
which are normally demonstrated with other Giegmsa-
Wright procedures.

Solutions

Griemsa Solution (Stock)
Criemsa powder ; e b . L0 gm
Gilyeerin, A.C.S. . 660 mi
Alcohod, Methanol, A.C.5. 660 ml

Mix glycerin and Giemsa powder. Place in a 60°C
oven for two hours. Let cool, and add the methancol
aleohol.

Frzan: ¥ Conaleab can be soen maleaing Irem csfecoye X000

Fgiive || B cuikala bi aifies i ol be w08 maliiliag I o ocrmenl R i diakile )
ey syaca wp dnghni . X1

Buffier Solution pH 6.0
Potassium phospheate, monobisic | 5.0 gm

Sodium phosphate, dibasic 1.0 gm
Distilled water . pil 10000 ml

Criemsa Solution { Warking)
Griemsa solution (stock ) 1.0 ml

Buffer solution pH 6.0 . " 0.0 mil

Aleodolic-Anmmonia Solution
Methanol, 6% : T 95,00 ml
A h:.u:]m:.u:l: ncmn:en:rﬂed oo 50 ml

Stuining Provedure

|, Deparaffinize slides in xylene, and run to water.

2, Place slides in alcoholiccammonia solution for 5
mines.

X Stain slides in working Giemsa solution for 43
mines.

4. Rinse slides briefly in distilled witer.,

3. Detwedrate rapidly in 95% alcohal, absolute alcohol
and clear in xylene, two changes each.

6. Mount coverglass with resinous media,

Resolis

Bone background .. .. ... ......... bluish purple
Canaliculi - ... ................. reddishpurple
e e -l T v bMue

I T g e ey re:hcllmpurpl-e
Reference

I. Laiwa, L435. : Histolegunld Prosveduees al Specisl Sisies: & Praciical Cukls.
Thr bausk = wrbeabed bor releass corky spring Fisd




Biological Stain

Commission Meets*®

The general meeting of the Biological Stain Commis-
sion wis held June 9-10 in Ardington, Virginia. The
annual meeting wis conducted by Frederick Kasten,
Presadent of the Commisson, and a number of impor-
ant subjects were discussed,

E. A. Schenk, Secretary, presented a report of the

Flagum 3: Cilyoopromin-rich ommcyse walis oan be seen sning wiih e sodifal EI-I'.:II-'I-'H-H!'E ":‘ [|:1E ﬁ.ﬁ:ﬁ} L;lt'UI‘:l['LI'I'}' fu:l' .I.'g'E?. A, tDIEl 'Li

CHN.. N 129 dye samples were received for certification; 125
were found acceprable and 4 were rejected because of
bovar dve combent andfor poor staining performance, There
were 104 dye samples received for “recheck” Currently
5K dyves are on the certified List, and 8 number are
awaiting completion of assay protocols in anticipation of
joining the list of certified dves.

The Secretary reported that the commission has 59
miembers. Dr. Richard Horobon of Sheffickd, UK. has
been appointed representative of the Roval Microscopi-
cal Society, Bobert Mowry, Nominating Chairman,
placed the naomes of Dr David Penney, University of
Rochester Medical Center, and Professor Dictrich
Wittekind, University of Freiburg, Germany, in nomina-
tion for trustee, Also placed in nomination for a continu-
ing three-vear period as trustees were the names of
Frederick H, Kasten, Arthur LaVelle, and Robert W.
Mowry, All were unanimously approved,

Farar: 4 Bowes wpeceke demnsirnimg ghooproien-nch camem Lisas 56061

Recognition was given Dr. Elmer Stotz, Trustee and
Treasurer of the Commission, for mone than 3 vears of
service. Dr. Storz passed avay in 1987, Dr. Henry
Schneider, who is retired from his longtime trustée
position, was also recognized for 30 years of service,

Several topics were discussed in the Presidemt’s Forum:

I. European Committee for Clinical Laboratory Stan-

dards (ECCLS)— Professor Wittekind reported on

problems and procedures in Europe associated with

the standardization of dves and stains. He cited the

complexity of the problem since each country feels it

should have its own representative. Currently, the

Tleuie 5 et subbtissie i a1 aitesd i the talifia] Garina pracedure. main effort is directed toward obtaining dves in pure
: form, which can then be used as reference standards

*Excermed froi the el Seeting iepei jiejancd by 1B cantiiiisicn’s
secrelary Eric A Schesl ML




tor check the quality of manufactured and marketed
products.

2. Standardization of [Immunoreagents— Horobin,
Mowry, and others stressed the need to have some
standardization of antibodies and other immunore-
agrents. Jubes Elins discussed future plans in terms of
pricrity: ) the preparation of a document for puhli-
ecation which details the findings and recommenda-
tions of his committee; b) obtaining funds for
research which wall provide data essential 1o the
development of assay standards (e.g., the effect of
various fixatives on immunostaining); ¢ identifying
lahoratories with expertise where product testing
might be performed.

X Agure B: Schenk presented a report on the now
commercially avilable pure azure B, After consid-
erable discussion of this product, it was suggested
that pure azure B may be more suitable for calibra-
tion than for staining,

. New Fuchsin: As published by C, Churukian and
E. A. Schenk, this appears to be an excellent dye in
acid-fast staining procedures for mycobacteria,
Because it can be manufactured effectively free of
less-methylated homologues and s currently sold in
this form, it was proposed that new fuchsin be certi-
fied as such.

. Embedding Media: A number of problems related
to interactions between various types of plastic
embedding media and stains were discussed.

. Hematoxylin: Wittekind proposed standardization
of hemarein, the oxidation prodwct of hematoxylin
and active dve. Richard Dapson sugpested that since
hematein has no shelf kife, it would be more wseful
as a calibration standard than as a commercial dye,

7. Fluorochromes: Horobin discussed a number of flu-
orochrome dyes curremtly used as tracers in neurobi-
ology and problems associated with their use, 1t was
agreed that these dyes, as well as Muorochromes
used in flow cytometry, need 10 be studied and
standardized.

8. Alcian Blue: Staining properties of Alcian blue 8GX
and Astra-biue were discussed, as were some of the
determining factors required for Astra-blue, before

4. FITC: Korytko guestioned specified dating of flue-
rescein isothiocyanate. Horobin felt that the hasis
may have been related 1o the propensity of FITC 1o
take up water. It was agreed that, unless a compel-
ling reason was uncovered for dating, this requine-
ment coukd be eliminated.

I Aniline Blue: A vendor requested aniline blue be
relabeled, since it is actually methyl blue. However,
the commission suggested that since neither dve is
available in pure form and the active staining com-
poment has yvet to be identified, aniline blue should
continug to be certified according to the existing
protocod,

The Board of Trustees meeting was held on June 10,
During the meeting, the publication committee

that a revised edition of Biologrend Srains has top priority,
Testing protocols will be updated, and possibly printed
as a separaie publication, A revised edition of Staining
Procedures will also be published,

Mew members appointed o the commission were D
David Wilbur, University of Connecticut, representative
for the American Sociery of Clinical Puthologists and
Dr. Anthony diSaintAgnese, University of Rochester
Medical Center.

Some new committes members were also appointed:

Nominating Commitiee Publications Committee
Lee Luna, Chair Frederick Kasten, Chair
Robert Mowry G. Stephen Nettleton
David Penney [Hetrich Wittekind

Eric Schenk

There are currently 14 scientific societies with represen-
tation in the Commission. Plans are 1o expand this list i
include cell biologists. the neural sciences, eylotechnol-
ogists, and hematology technologists,

Work will begin on writing protocol for dyes currently
under consideration for inclusion in the certification
program. These include acridine orange, Coomasie blue,
and trypan blue,

The report on immunoreagents was discussed, with a
proposil made that an &d hoc trustee committes be
appointed to formulate and advise how this matter of
stundardization might be pursued by the Commissaon.

The 1959 meeting of the Biclogical Stain Commission
will be held June 59 in Rochester, Mew York.
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Introducing Accu-Edge" High Profile Blades.

From blade, 10 blade, to blade, the  UNIQUE RESIN COATING sections make the Accu-Edge High
Accu-Edge™ Blade Systems give Accu-Edge insures a high degree Profile Blade System your mast
you ultra-sharpness shaathad in of successiul sections, Use Accu valuable tool for success with
resin, Rigorous quality contro Edlge for greater uniformity. .. simplicity

insures uniformity for L’tnl‘nEl;tentl'_.' greater success, . .a better slide in For more information. contact
high p-g-.f::-.-m_n nce at your micro- the end. your Miles Regresentative,

tome, where it counts. Dependability, precision and a or Scientific Products Division
Chattering, distortion or striation greater percentage of successful Representative.

can mean that the most valuabde
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BIOLOGICAL STAIN COMMISSION
1988-1989

Officers:
Frederick H. Kasten
G, Stephen Menleton
Erx: A. Schenk
David B Penney

Trustees:
Frederck H. Kasten Mew Orleans, La
Arthur LaVelle Chikcago, Il
James B, Longley Louisville, Ky
Lee G. Luna Washingion, D
Elizabeth M. MeDowell Baltimone, Md
Robert W, Mowry Birmingham. Ala
G, Stephen Mettleion Lowisville, Ky
Davad P Peniney Rochester, MY
Eric A, Schenk Rochester, NY
Dietrich Wittekind Freiburg, Germany

(FRCE)

Society Representatives:
American Association of
Analomists Paul Marshall
American Asociation of
Robert W. Mowry

Pathologists
American Microseopical

Socwety Burton 1. Bogitsch
American Phyviopathological

Society Harvey C. Hoch
American Society of Clinical

Pathologists David C. Wilbur
American Sockety of

Thomas A. Bonfigho
John Ripon

Graeme P Berdyn
Histochemical Society G. Stephen Nettheton
International Academy of

Pathology Elizabeth M. MeDowell

Mycobopical Society of
America Terrence M. Hammill
Mational Society for

Charles Churukian
Society Richard Horobin
Tissue Culture Association  Frederick H. Kasten

Do You Know?

® That the compounding of >P-dimethylamine ben-

zylidene Rhodamine (working solution) used for stain-
ing copper can be simplified. ( The word Rhodamine
will be used throughout this article in place of
S-P-dimethylamine benzylidene Rhodamine, b It has
been the practice to shake the Rhodamine stock solu-
tion to create o colkidal suspension o achieve proper
staining of copper. The modification suggested below
eliminates the need to shake the stock solution prior
to preparstion of the working solution, 11 s my opin-
ion that the modified solution provides more consis-
tent staining of copper.

Note: The new modification method of compound-
ing Rhodamine was submitted by Jack B. Yenger
The remaining information is provided by Lee (.
Luna. The staining procedure for demonstrating
copper is included to assist those who are not familiar
with the procedure or do not have ready access
to references.

amore and Uramara’s Method for Copper
Fixation
W% buffersd neutral formalin

Processing
Paraffin embedded specimens

Microtomy
Cut sections at & micrometers

Solutions

Rhodamine Solurion (Stock)
SP-dimethylamine benzylidens
Absolute alcohot . ...,

Making Up Solution — Ol Way:

Rhodamine Solution ( Working}
Rhodamine sodution istock) ... .. ... &0 gm
Dristilbed water o 940 mi
Mote: Shake stock solution before measuring and
mixing solution,




Making Up Solution— New Way:

Rbodanine Solution { Working|
Sodium acetate tribydrate . ... .. ..., 20 pgm
Distilled water . ; ; o= 1k ml
Formalin. concentrated l.!-'mr e Nl
AL
Rhodamine soletion istocky ... ... ... &4 ml
The Rhodamine stock solution should not be shaken
before adding to the above solution. Formalin is used
A5 B preservative.

Mayer's Hemasoxylin
Preparation instructions can be found in most books

on histopathological technigues.

0.5 % Sodiuwne Borey Solurion
Sodtamborax. - ool s v s sy Ol
Distilled water .. ... ... 0 mi

Staining Procedure
l. Decerate slides and hydrate o distilled water.
2. Incubate in Rhodamine working solution at
JT2C for 18 hours,
A Wash well in several changes of distilled water
4. Stain in Mayers hematoxylin for 1) minutes,
A, Rinse with distilled water.
fi. Quickly rinse in 0.3% sodium borax,
7. Rinse well with distilled water,
8. Dehydrate in 953% alcohaol, 2 changes, | minute
each.
9, Two changes in absolute alcohol, | minute each,
10, Clear in three changes xylene,
11. Mount coverglass with resinous medi.

Results
R e e S i Might Bue

Linedgpabas, B, R, Al o Parl 8T o, 4 pp PTRE, 1,

W pimkogmie #]HE Faaiman {rgane Chormicals Dl Pacul Inchusires.
Hichewier Sew Work.

(Submined by: Jack B. Wenger, Histopathology Laboratories,
AFIE Washingeon, DC 20006 and Lee G. Lunn, American

HistoLabs, Inc.. Gaithersbarg, WD 208795

# That basic fuchsin is not 4 pure dye. [t can be g mix-
rure of pararosaniline, rosaniline, magenta 11 and new
fuchsin or may only contain rosaniline and magenta 11,

® That pararosaniling is the unmethylated form of hasie
fschsin.

# That pararosaniline can be substituted or basic fuchsin
in all staining methods which require the use of basic
fuchsin.

# That pararosaniline must be used to prepare Gromori's
aldehvde fuchsin.

® That pararosaniline is marketed as a certified pure dye.

® That new fuchsin is also marketed as a pure dye but
is mot certified.

® Thut new fuchsin may be substituted for basie fuchsin
in the Brown-Brenn and similar bacterial stains,

® Thut Schiff’s repgent prepared with basic fuchsin that
contuins new fuchsin will be difficult to decolorize.
It will require addisonal treatment with activated
charcoal and even then may not become water clear
or light straw color.

i Submitted by; Charles J. Charukian, Special Stins Labor-
tories, Department of Pathology and Laboratory Medicine,
The University of Rochester Medical Center, Rochester,
MY 1402

® That the compounding of Fontana Silver solution can
be simplified considerably. The slver staining resulis
with this modified sclution are identical 1o those seen
when this solution is prepared in the comventional way.,
Silver reactive products are well delineated and biack-
ground staining is smilar o Fontana staining wsing
the comentional method of preparing Fontana solution,

Maodifed Solution:

1. Make 1000 ml of 10% silver nitrate in distilled water.
(This becomes the siock silver solution, which can be
ke for many months,

« Place 65,0 ml of concentrated ammonium hydroxide
in a clean glass container (stoppered fask).

. Place a teflon-comed magnetic stir bar in the container
with the 63.0 ml of ammonium ydroxicde.

. Turn the magnetic stirrer 1o full speed.

 Slowly add 10K silver nitrate to the ammonium
hydroxide solution until solution just becomes opal-
escent (a translucent brown). This solution color
remains uniil used.

- Adlow solution 1o sit overnight at foom emperatune
in the stoppered Mask before using.




Mote: | have found this modification 1o simplify and
speed up the preparation of Fontana Silver solution, Tt
15 especially useful since Fontana Silver solution is used
extensively and frequently in many laboeatories for both
the Fontana-Masson method for siver reactive groups
and Manuel’s reticulum. The remaining stock 10% silver
nitrate sobution can be stored in the refrigerator until
needed for subsequent procedures requiring Fontana
sibver nitrate schution.

iSubmittad by: Jack B. Wenger. Histopathology Laborstories,
AF1P, Washington, DiC 20306

Questions in Search of
an Answer®

The following staining result has puzzled me for some
time, Therefore, | would appreciate having information
regarding what causes the problem and/or how 1o
prevent it

In performing various stains for mucosubstances such
as Mowry's Alcian Blue and Colkoidal Irom, shides treated
with fvaluronidase ardfor salidase stain darker overall
fha dheoge o freated with these enzymes. This, as we
all know, is contrary 1o espected results since the enzymes
are used to remove hyaluromie and sialic acad from tissue
sections. In a discussion with Lee G, Luna, be suggested
that enzyme contamination was the most likely culprit,
He sugpested that hacterial of Tungal organisms oy
produce mucosuhstances which may be deposited on
the slide during the enzyme treatment. This newly
deposited muccsubstance then reacts with the staining
solutions. Since this i only 4 possible answer, 1 am still
anxious to know if someone has a specific answer 1o

this staining anomaky.

Jemnie Achudeter
Histopathology Lalosalories
AFIP Washinggon, DO X406

*Replies o Questions in Search of an Answer should
be sent 1o Lee G. Luna, Sciemific Editor, Histo-Lopic,
P.0O. Box 36, Lanham, MD 20706,

To receive yvour owm copy of Mive-Logic® or oo hiee soeseons added o
ihe mailing lisi. submii home sddress ro; Miless Ine., Disgrostics Devision,
P, Box 70, Elkhart, Indians 46515,

The editor wishes W sdicil imkrmamon, qusdices. and ariickes relaim io
hstolechacknn: Submil thee o: Lee 0. Lo, Hixin-Logse Edios. P
Bty 30, Lanhasm, Marvland 20706, drticles, pholographs, eic., will not e
wetiirnad ialss iggucsted i wriling when they s sbestiod,
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