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Plastic Section Trichrome Staining

Dr. [ Juan 5 Fernandez Pascual
Serviclo de Anatomia Patologica, Residencia Santaria de la 55, Manuel Lols Garcia, Huelva, Spain

The July 1981 (Vol, X1, Nou 3) issue of Histo-Logic, con-
tains an article dealing with the difficulties of staining
different tissue components cmbedded in plastic
{methacrylates) with trichrome methods.

Az pointed oul by Dy, Gerrits in that article, “besides
the emormous advantages of plastic embedments, there
are many problems assoclated with s use” One of the
st striking problems is relaled 1o the poor results that
we currently oblain with some methods such as Mas-
som's or Mallory's trichromes. Some pathologists use Van
Gleson's, Lendrum’s and other methods in efforts to ob-
fain similar results, but none of these are as good, The
high contrast possible between smooth muscle and con-
nective tssue, the colorful picture obtained and the great
ease in ientilying different cell tvpes make the Mas-
son andsor Mallory techniques insubstitutable in the
study of organs such as skin, kidney and liver.

With this problem in mind, we have been searching for
a long time for a possible substitute stain which could
b used on plastic sections. The new technique provided
below fulfills this need.

Solutions:

1% Orange G Solution (stock)
e 5T RS R re S S o L 1A gm
R R e St e 100,10 mi

Ponceau-Acid Fuchsin Solation (stock)
D N e G b o, e b L R o o 0, B 2.0 gm
e R i L0 gm
Rkl b vl e e 1004 mi

1% Aniline Blue Solution (stock)
T T R R e e e g o L gm
[l Pl i) s o e e L e R fe 1000 mi

Staining Solution {washing)

1% Orange G (sbock) ... c.coviinaiiiian 140 ml
Ponceaw-acid fuchsin {stock) ... ... ... ..... 5.0 mil
1% aniline blue (stock] ... ..o o 4.1 ml
Hydrochloric acid 0.1 N {normal) ... ....... 50,0 ml

Staining Procedure:

. Fix in Bouin's solution. Cot methacrylate sections
at 2 microns. Do not remove plastic nor hydrate,

2. Stain in working solution {basic formula: §-5-4-50)
for 15 minutes at G0°C in a coplin jar.

4. Rinse in tap water.

4. Briefly differentiate with 95% alcohol

5. Dry the sections and mount as useal, or dehydrate
in absolute alcohol, clear in xylene and mount.
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Figure 1. Basemeil membrabs cai be sien cdearly in Uhs wel slained
section ol Ridmey tobuibes,

Flgure L Nnie (he line, delicaie demaossiration of the well steined
basemenl e mleane,

Discussion:
This methed is not only very easy to perform, bul i
affers:

1. A striking spectrum of colors that aid in the differen-
tiation of various cells and tisswe constituents.

2, Good resolution, enabling the use of extremely thin
sectinna.

3. An extremely versatile method that allows one to
vary the amount of the basic working solutions used
(1-5-4-50), in order to obtain the best results. If tis-
sue is very rich in connective tissue, one can use
the formula (1-5-2-50). On the contrary, if tissue s
of parenquimatous type, the formula {1-3-7-30) can
be wsed.

References:
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Organizing Your Special
Stain Solutions

Chris Manor
Seaway Hospital
Trenton, Michigan 48183

Crrganization is the key to doing & job well—and rapidly.
In applving this policy to the special stain set-up in our
laboratory, we have found the following steps to be most
b psfl:

I, Group iogether dyes and chemicals to be used for
each stain.

2, List the stains alphabetically.

3. List the solution used under each stain.

4, Number each bottle accordingly and mark the as-
signed number on the staining procedure,

Below is an example of how the special stain set up can
be arganized using these steps. The following list shows
the grouping &nd numbering of solutions under stain
calegories ;

Acid Fast
Kinvoumns;
TR IR (T Tnd i 1] | el e e e S S . il
Acid aleohal, 1% ..., ... el L
Metlmdene blue, working . - .-« vovresvrirreas A3
Mdh'_l,r:ll_-m: L TE R R e i e e A Al
A & R Fluorescent:
Auramine and rhodamine .. ... .. S .
Acd aleotel, 1% ..o ivieean i b T
Potassium permanganate . . .............. -
Acid Mucopolysaccharides
Alcian blue:
Apetic acid, 3% sgueots - ... oou i H-l
Alcian Blus, DA% ... oot c i eaaas B-2

The: solutions are grouped on the shelves alphabetically,
according to stain, with a procedure manual always
nearby. The solutions can also be placed in a different
box for each stain, and then stored alphabetically. In
that case, a card which describes the stain procedurs
is inserted inside each box.

Spme of the solutions used in our laboratory are not
used specifically for any special stain. These solutions
are listed alphabetically as “Miscellaneous Solutions™ and
assigned consecutive numbers, as illustrated in the ex-
ample below:

Eg 27 VLT R 0 gl 1) 104 1] R e 1
Hematoxylin, Harels® ... oociiiiiioaadyboves 2
lsdime, (L5% abeoholle . ... .. oo 3
Tolubdine bluwe, 1% aqueous . ... ... ...........4
R N IR b e o i e L e A et 5



These solutions are stored in a place separate from the
special stain solutions {e.g., on a different shel) in nu-
merical order. It is important that the boltles are pum-
hered clearly.

Mext, & master list is composed, listing all ready-made
solutions in stock. Their assigned numbser folkows 20 thal
any scdution can be found rapidly. You can also check
the rnaster [kt o see where amy given solution is located
ar to gee if that solution is in stock.

The sample list shown below represents solutions listed
in the abowe stains

Acetic acid, 3% aquecus .. ... ... bR A
Ackd alcohod, 1% .. .. . ioas ~7 A
Abclan bhee, 1% ... oviiiia, PRy
Auramine-rhodamine .. ... ... .00iiaais AT
Carbol fuchsin, Kinyoun's. .. ....... i e R
Fixative for frozens .......... A e 1
Hematosylin, Harrig' ... ..... e
Jodine, 0.5% aleobolic. .......cco.0.. i 3
Methylene blue, working . .............. oAl
Methylene blue, stock ... ... oo ]
Todubdine blue, 1% agqueous ... .. oo, o
Potasshum permanganate . .. ............... A ki
3 T BT T (e R S o cdl

We post the lists inside the staining shelf doors, next 1o
where the solutions are kept, A copy of the list is also
kepl in the histology staining manual. Lists are updated
continuously as new procedures and/or solutions are
added.

This system has worked quite well in our laboratory dur-
ingd Ui past ben years It has simplified both the perfor-
mance and the teaching of special stains.

SURGICAL PATHOLOGY
SYMPOSIUM 1984

Seplember 21=-22, 1984

“Immunohistopathology Update” and “Immunoperoxi-
dase Waorkshop" sponsored by Lutheran General Hospé-
tal, Park Ridge, Minois, and Miles Sclentific.

Program Coordinators include: MK Bharani, MO0 EV,
Pellettiere, M.I:; and M. Costelln, PhoD.

Faculty will include: Mancy Harris, M., Massachusetts
General Hospital; Joseph Corson, M.I:, Brigham and
Women's Hospital in Massachusetts; Prabodh Gupta,
M., Johns Hopkins Hospital in Maryland; Victor Gould,
M.0v, Rush-Presbyterian-5t. Luke's Medical Center in [I-
linods Edmund Pellettiers, M.D. Lutheran General Hospi-
fal; N.E. Bharani, M.[0, Lutheran General Hospital;
Michaed Costello, Phok, Lutheran General Hospital: Imed
Almanaseer, M.D, Lutheran General Hospital; Irene
Grigaitis, MT. (A.SCF), HTL., Lutheran General Hospi-
tal; Mic Luna HT.L[ASCP), Lutheran General Hospi-
tal; and Diane Burica, HTL. (ASCPL Lutheran General
Huospital,

Workshop fees are $40 and 330 respectively (includes
lunch).

For a free brochure/application write fo:
Susan Diederich

Clinical Pathology Odfice

Lutheran General Hospital

1775 Dempster Sreet

Park Ridge, IL 60063

Late registration al the receplion desk is subject to avail-
ability. Call 312-696-6178 for more information.

An Improved Heidenhain’s Azan Technique
Using “Susa’ Fixation

William Barlow, HT [ASCP)
Riverside Hospital, Wilmington, Delaware 19889

There are numenses conmective lissue stains listed in
histotechnology procedural manuals, but many of these
slains are time-consuming and the results are often capri-
cious. Described below is a simple three-step method
which demonstrates conmective tissue struchires in sharp
contrast to muscle and cells

Fixation:
“Husa” fixative s preferred; however, most fixatives with
an acid pH will also work. Microscople slides of tissues

previously fixed in formalin may be placed in “Sus” fix-
ative after sectioning. Alternatively, if the tissue has been
fixed {e.g., overnight) in formalin, it may be post-fisxed
in “Susa” after a 10-minute wash in runming tap water,
Four howrs fixation is adequate for most conventionally-
sized tissues Adter fixation, tissue should be transferred
to 95% alcohol to prevent excess swelling of the con-
nective tissue,

Microbomy:
Cut sections at 6 microns
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Solutions: "D TR TS e it T T
Heidenhain's “Sosa” Fixative

e R 1508m  Schiff's Stained Hands and Clothing—
IO COIMHIEe . - - - s s s e s s b mEE b ]

Formaldehyde (concentrated 37 to 40%) ., 200.0 ml A Possible Solution

R WEERE . aa i v b awss ires ad b a i B0 ml Mancy Cameron

Glacial arcetic acid .- .- .. ..-... .. v vee e A0 mil Pomona Valley Community Hospital
Trichloroacetic achd .. .. ... cocvuiin 200 gm Pomona, California 21767

*Zinc chloride may be used in place of mercuric

chloride, Periodic acid Schilf’s stain is a procedure commonly wsed

in the histodogy laboratory, but it does pose a problem;

1% Azocarmine B Solution it is generally considered a permanent stain on hands

AzncarminE B ... 0o e e L0 gm and clothing. | have recently discovered, however, that
Distilled water . . ........... peeeaan s 1000 mi two forms of lvory soap can remedy the problem
Aceticaeld .. ool aas B 1.0 ml G :
Filter solution hefme nse. S'ZII!IJ'II'I:'EI hilﬁ- a long shelf life. Use of lvory hand soap will readily remove the feulgen
5% Phosphotungstic Acid Solution or Schiff's stain frm." your skin and laboratory coats, A
Phosphotungstic acid .. ..........ooooan.. 50 ml  paste made by adding a small amount of water to Ivory
IRRELTIOE WBBEE .. - a4t 64inin soo m ora 'y b 100.0 m  laundry soap, applied directly to the stain on laboratory
clothing, can also be used to remove the stain immedi-

Aniline Blue-Orange G Solution ately. Although Ivory liquid dishwashing soap has not
07 |1 101 L S e TP L 05 gm been tried, it will likely work as well.
Er o R R R e e B 1 | I /)|
KRNI B s i e R et ]
Distillad waler. . ...icoeiiinesasias v 3000 mi
Zolution has a long sheldf life.
Procedure:

1. Prewarm the azocarmine B in a 56°C oven.

* Deparaffinize slides and hydrate to distilled water.

3. Remowe mercury precipitate, if necessary,

4. Place slides in 56°C prewarmed azocarmine B so-

lutien for 15 minubes.

Rinse off excess stain in distilled water,

Place slides in 5% phosphotungstic acid solution for
15 minuies.

Rinze slides in distilled water,

Place slides in aniline blue-orange G solution for 15
minules

0. Rinse in distilled water.

) s gli i hol, €l i lene, and L
0. Delyrme dides i e | Power Processing

Reanlts: Tissue-Tek" V.1.F

& 5

L2

Varmum Infilirstbon Processor Series
Chromatin, osteccytes, 1|EI_,|r'I':IEILH. _________ B [ o » Micrpess pris cilplled - relaing 10 =i bred
................ T h (TS FELIE Erograies arEl muaboes |t piocisiany] GejEriae
leﬂﬂﬂﬂ ’Et":ul'm ‘ Il.l.l:' whmml-malr iyl e [l eolE aped iiesas i dving | e esieg
MLIS-I:'.IE: ............ el T Ay e e fow :ﬂ:ur-l"ll'lr a irevrnigried
= processng wanables o [feEne, Wacen and beal
Referenoes: & “Spabed Syaemn” lome comiml
1. Cuoling. CEA. fyols Madioal Loy Toinokegy Yol I WE 3aun- = 1 reegerni el & paradlai peseron s
ders Co., Philadeiphin, Torenln & Losdon, p §76, 1976 & by b | radni rg it ¥l Bew Scianiib
T Evernsii. M., s '-llil.hr. '|I|'£|, The Fele o Phosphoturgstic and Phe- o Chicime dram 100 o S5 pes e oy uniis o oo o
phwsmecd yiodic Acids in Consective Tidae Stining=A Hetochemical Shughy Peerachu-inp rond gEratsm
Mmool Joarna! BL5, 1974
3 ‘Vihsabar PR et al, Bscisral 'I"'.""""""""uf‘ A Tt and Cober Atk Fird Milrs Scibeplilic; Dy ved o Bies Laborares,

: o Msrth e I wilir, T
Edition, Churchill Livingsione, Edinbergh, Lundon & New York, 106 FNTY Mo i ] g 1.8

& Luna, G, Manuy of Hinkslogic Soisag Ml of te Armed Foroes [o-
stitase of Phifeogy. Thied Editices, MidlareHIl Book Co Mew Yors, T0EH [reten a— n_
6. Conn, ML, Dobegicrn’ S edited by Lillie, RO, Kinih Edivics, The =
Willama and 'Wiling Co.. Ballimoes, FITT
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The Use of Agar for Orienting
Small Biopsies and Tissue Fragments

Thomas Rogers
Regional Hospital, Galway, Ireland

A method using agar and the TissueTek® [l Cassette
Systermn for handling small biopsies and tissue fragments
is described below, The problems associated with agar
embedding are also discussed.

The number of biopsies and small fragments of tissue
being handled by the busy histopathology laboratory
has increased greatly over the past few years, Because
of the small size and nature of the tissues, it is very
impaortant to orient the specimen properly o prevent
loss of tissue, carry owver, or contamination of the
processed block, Traditionally, small biopsies and
friable tissue are wrapped in tissue paper and orfenied
al the blocking-out stage. During this stage it can be
difficull to orientate correctly. Ininexperienced hands,
the results can be poor, with the danger of
contamination much more likely.

On reviewing the literature on agar embedding, we
have found two references to the subject, Elliot and
Moores' described a method for handling bone
marrow aspirates. Cook and Hotchkiss' described a
way of treating biopsies. Both of these methods have
been tried, used and modified.

Materials and Methods:

Chur findings suggest that a 3% solution of oxoid DST
agar prepared in 10% neutral bufier formalin (pH 7.0)
is suitable, A stock solution is prepared each week, then
divided into 5 x 30 ml aliquots and stored at 4°C. We
have found that one aliquot is sufficient for cach day's
work. The aliquot is melted at the beginning of the
prossing session and stored in a 56°C oven. The tissues
are subsequently handled as follows;

Procedure for Bone Marrow Aspirates:

L. Fix marrow aspirates for | hour in Zenker fluid
(fresh) in a conical universal container.

2. Wash in distilled water for 5 minutes.

3. Discard the free R.BC, that is left floating in the

supernatant (the heavier particles will sink to the

bottom rapidly). In fatty specimens, skim the

marrow globules off the surface into a clean glass

vial,

4. Wash the marrow aspirates thus harvested into a
20 ml plain glass ube and spin at 2000 rpm for
30 seconds.

8. Discard supernatant fluid.

f. Bemove agar from the oven and allow 1o cool to
between 40° to 45°C.

7. Pour 1 to 2 mls of agar into the glass vial containing
the aspirate.

B, Shake sample to mix well, then spin at 2000 rpm
for 1 minute.

9. Allow the aspirate, which forms a hutton at the
bottom of the vial, to cosl for 5 minutes.

1. Wrap the vial in a facial tissue, then sharply tap
the end of the vial furthest from the aspirate to
crack the glass. The agar button will slide out. The
specimen can then be grossed and placed in a
TissueTek™ I Biopsy Uni-Cassette (Miles code no.
4172} for processing in the normal manner,

This method produces a clean specimen to block out
after embedding in paraffin, with minimal danger of
contamination,

Procedure for Biopsies and Friable Tissues:

I. Fill a 15 mm x 15 mm TissueTek® [I metal Base
Modd [Miles code no. 4162) with agar solution that
has been cooled to between 40° 1o 45°C (a3 abovel
For large specimens, use 24 mm % 24 mm molds
(Miles code no. 4163).

2. Number the embedding cassetie with the
appropriate number which has been cross-checked
with the request form and specimen bottle,

3. Place biopsy in the molten agardfilled mold and
arientate,

4. Allow the agar to stand for 5 minutes to solidify.
Place the cassette on top of the mold to identity
the tisswe.

5. Once the block is solid, place a scalpel down one
side of the mold o detach the specimen. It can
then be trimmed and the agar can be notched to
show the surface to be embedded, if required. We
usually leave a 5 mm strip of agar around the
tissue,

With this method, we are able 1o process up to 20
biopsies per day without problems. This technigue has
alsn been wsed for friable lissue such as curettings. After
casting, the agar block ks placed in a cassette and fixed
for 1 to 2 hours. The tssue processor is often used for
this purpose.

Dhiscussion

Some of the advantages of agar double embedding
have been discussed by Bancroft’, Elliot et al', and
Cook et alf, The method is considered advantageous
because 1) the amount of time the tissue is handled is
reduced 1o a minimum; 2) tissue can be oriented at the
grossing step before it shrinks due to processing: and
3) the dangers of contaminating the block with “wash
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in” or “floaters™ are easily reduced. By using the Tissue-
Tek Il Cazzette system, we feel we have also reduced
the danger of misnumbering specimens because the
cassefle can accompany the tissue

In our fouryear study, the problems we have
encountered with agar fall into two areas. First, not all
tissues are suitable for the double embedding
techniques. Skin biopsies and all needle biopsies {ie.,
liver, kidney, bone marrow biopsies) do not cut easily
with agar strip surrounding the tissue. It s very diffi-
cult to get a thin section of renal tissue with agar
cmbedding.

Second. if the agar blocks are not adequately lixed, the
agar acts as a barrier 10 the processing fuids. Thus,
the fixation of the agar block itself is very Important,
When a laboratory is running a 24-hour biopsy service,
the size of the agar block must be one that allows
adequate fixation of both block and tissue, We use 5
mm x 3 mm x & mm blocks for overnight processing,
which is a 15-hour processing schedule. Rapid
processing of agar embedded tissue can be detrimental,
as we have found by trying to process agar embedded
biopsies on a 3-hour schedule using & vacuwm and heat
processing schedule,

Through other observations, we have noded thal in
hematoxylin and eosin staining technigques there is a
background halo around the tissue which corresponds
to the agar block shape. This is also noticeakble in other
stains, ie. periodic acid Schiff.

We have also found that the shell life of molten agar
stored at 56°C Is very limited and varies lrom batch
to hatch. We prepare our stock solution at the
beginning of each week, test it for solidity and divide
it ot 5 aligquets of approximately 30 mls each and then
#lore them at 4°C. We melt a fresh bottle each day and
dizgcard the one used on the previous day

Finally, we have obzerved that if the agar is too hot
when tissue |2 placed in i, the exterior layer of cells
may be damaged. It is therefore advisable to let biopsy
specimens fix for 1 to 2 hours before embedding them
in agar, and to keep the agar temperature just above
the melting polnt before embedding the tissue.

Conclusion

We have found that the use of agar double embedding
with paraffin has improved the handling of small
biopsies in our laboratory, regardless of the problems
asaociated with its use, In addition, we have found that
safl with limited experience can use the method
successfully, During our fouryear project, agar double
embedding has proved to be a very suitable method
for orienting delicate tissues. We wish to thank the staff
of the histopathology department for their assistance
throughout this project.

References:

1. EHol, MO, and Mosers, B, A Method for the Prepamgion of Hidnlegical
Sections on Bone Marrow Aspirates, Med Lob Bech, 53005, 1005

2, Cook, BW,, and Holchkiss, GRE. & Melhod for Handling Ssall Tesse
Fragmenis in Histopsthologe. begd far, S 34693 (977

1 Baserah, 1Tk and Sevens, &, Theoary and Procher of fisebdon
Tinvdmugoer. Chagler 3, 58 1953

Schmorl’s Method for Melanin

Mack Alexander, HTL (ASCPF)
Saint Joseph Hospital, Omaha, Nebraska GE131

Editor’s Note: OF general interest is the fact that the au-
thor was In the first [1958A) Military Course for
Histotechnology given at the Armed Forces Institute of
Fathology, and is the first certified HTL. with Board of
Registry Cerfification Number (0001,

I was introduced to Schmorls method for reducing sub-
stances through the HTL practical examination, which
| completed in August 1980, Our laboratory had no
previous experience with this method. However, after
some trial we decided that this was the method o
choice, over the Fontana-Masson method, for ihe
demonstration of melanin. The next step was o cone
vince the pathologist of the value of this procedure,

This was done by making a control paraffin Block which
contained the following: a piece of skin {for melaninj
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an iron positive piece of liver; and a piece of brain which
was negative for both melanin and iren. When the
laboratory recelves a request for melanin, we automat-
ically perform Gomon's modifed iron procedure and the
Schmorl’s method' on both the control slide and the
unknown slide. This provides the pathologist with both
& megative and positive control for comparison with the
unknown.

Both the iron' and Schmsorls' method are mun in L0
minutes as outlined in the reference below, The shor
procedure time, as well as the eliminalion of expensive
silver nitrate, are the reasons we decided to use the
ahove procedure,

Reference:
I shechan, L., Theory and Pracioe of Mslodechoamagy, Seommd Fdibion,
EN Mosty Co, 510 Lovads, MU, pe 21821, 153680
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This presentatinm will elabarate on Lhe mole velerinary dagnostic
Inberatarins play In modern velerinary proclice and animal produce
lion with emphass o the comribulion of histopathelogy:

L:30 « 2:000 Pl

FORENSIC DONTOLDGY
{Hadert M Howell 05

The idemlification of persom by denlal tissse= remaing ooe of e
least disgruted methods availabde 1o legal authoriies when dealing
wilh human remaing unidenlifable by vinml examinastion or o poine-
1L gl (B perpelzabor of 6 crime where dental evidence |s found
fie,, bite marks).

200 - 245 PM

AGING AND THE ONSET OF NEOPLASIA IN THE RAT
PROSTATE
fMchee Wilsow, 010

Aging In makis b associnted will a generalieed declme i reprocc
e Funclson amd aseocinbid degemerative changes in the sex arces
=nry glands. However, in aged humans the prostate gland also has
& prpensty of kfalived renewed growth which leads to benign neper-
plasia ard fer capoer, The aluely of aging in Uhe ral has been andes-
tnken as a mioded bir sme pspect al these pathologies.

k15 - A0 T
MICROWAVE OVENS FOR METALLIC HISTOLDGIC STAINING:
A NEW CONCEPT
(Nathon Hrna, HE, HT JASCR)

Masry of the metallic imgregmations currently employed in the hisi
ofy laboratories msy be modilied so that they may be periormed
n & microwave oven, This beat source has reduced mnpregnation
plmee i any of che gilver staine (o one-six et (e normal time in
corvection ovens. For a Fonlans or Methenamine Silver the [mpreg-
natiom fime |7 e microsase oven B sevenly seconds.

A0 - 430 PM

SPECIALIZED SECTIONING TECHNQUES 1IN BIOMEDICAL
MATERIALS
fGiwen K Nelwow, BT fASCEY

A bicemedical malerial is any material used 10 iwhricale a pecsi b
sis ar implantable device which comes In contact with living lissue
In arder i evaluale l=sue response b the msterial it is necessary
Lo prepare quality Rstologic sections with the tissue—material in-
teriace ingact. This is achieved eilber by sectoming wigh the maserisl
im place ar by removing the maleral =0 as o beave the interlace -
disurteesd.

This presentation reviews 3 ssch techniques used loe hicemalerial
evalualion and inchudes sSixdes of stained sections o lastrabe e
resulin

THURSDAY, OCTORER 1, 1984

sl - S AM

TERATOLOGY — THE STUDY OF BIKTH DHEFECTS: TECH-
NIQUES IN THE YETERINARY HISTOLOGY LABORATORY
i Leeiile Boemt, ME, HT fASCEY

Lang-term, multigeneration effects of detary (ntske are messured
in generation reproduction and {eratodogy studbes The projed in-
vestigator is usaally responsible for 1be feeding ami hreeding sched-
ules, then the veterinary hisinlogist, in many irslances, & called o
become an active part of the contieming procedures by perfarming
caesarean sctEns al the proper perid Of gestation, processmny af
the fehases 1o detect the birth dedects ad pesult of distary intake.

Methods and procedures ane well developed, b proven eflicent
and effective. They will be discussed &1 this meeting. and com para-
live anatomical Msults will he poinbed oul

15 - e AM

HISTOLOEGY AN HISTOLOGH AL TECHNIQUES IN DENTISTRY
{Thisaitere 1 {eban, P01

It i Empariand for Histobec hnicians to realize that (be methods jor

st ying the tlssses af the ol cavity ane in many ways unkgue, The

inaith meust be shedied bn ground or decaleilied sections; both tech-

nigues presenting unasial fechnical profilems The soft lissoes are

olten surrounded by calcilied cnes so careful bechnigoaes s reeded
to inberpret phvsialogical activity. The epithelial resction ol the can-
mective lssue immediately below s essentinl for dingnosing noemal
and abearmal suations in Ehe derisl feli, Meibods of handling dental
tissues such & dry ground and decalificatinn procedunes will be dis-
cussed. Usedul staining and preparatan technigues will alsa be
presenled

[0 - 114 AN
THE USE OF HISTOUHEMICAL METHODS TO IDENTIFY
ALTERED FOCT IN RAT LIVERS
iEinis Lyuhe, HT (ASCE)

Faci aof altered liver cells, also kinown as prepeoplastic foci, are
helleved to be precursces of liver lumars in mis. Seme Joci can be
identitied in an H&E stained seciion ag an anes of albered staining.
Histos bemical stalns assist the recognation and quantilnton of these
focl i livers ol carcinogen exposed animals,

1L:04E = oo
ANCIENT MUMMIFIED TISSUE: HISTOLOGIC TECHNIQUES
AND PATHOLUGEC FINDINGS
{fheadare A, Revoien, M.

Egypl anil cdher culures kave produced mummified remains. Des
talls od processing sach muammilied tissue for histologic exemination
hegimmning with solection of specimen, relncdation, double embed
ding, sectioming. arl finally, the use ol several histologic lechnigues
will be discussed,

Highlighte of paikalogie findngs and a discussion on a variety of
oty e hivegues & they apply 1o memmified tissue will be presented

LANE « Lo P

PREPARATION, EMBEDDNNG, AND STAINING OF BIOLOGICAL
TISSUES IN PLURIFIED GIYCOL METHACRYLATE
i B bfeteid, Je, HALL

Lavenl methacrylabe [GMA] plastic smnbedding of Diokgical magerial
preserves Hesun siFactiiie more Wiy (han does paralfn embed:
ding. The waber salubility of the (A mosomer and the tydrophilic
properties ol ke GMA palymer allow for comvenience i dehydra:
thom amd versaliliny in saining of seclions. & method for the purifica-
tinm ol eommencial GMA will b= presented. Procedures for fixation,
dedrdrnlion, esmbedding, polymerizalion, secticning and stalning will
bst: liscused. When comparsd with paraffin, GMA olfers opportu:
ties for simpler and quicker procedures and yiekds thinner sections
52 penh of superior gquality, less distortion and more cytological
etail

B - 15 P
THE INTERRELATED ROAES OF THE PHARMACOLGIST,
TOXICOLOGIST, HISTOLOGIERT AND PATHOLOGIST IN A DREUG
DEVELOFMENT PROGEAM
(Mifes 1! Macker PO

2115 - 245 '™

PLANT HISTOLOGY: TECHNIQUES AND APPLICATIONS
fHaud AW Hinchee P2

Ernwledge of plant simacture bas proved usehsl oo variely of s
cipliees. The study of plant anatomy requines the use o basic hisic
lngical techmiques such as Iree-hand sectioning. parallin and lastic
micrnbomy, dquantitative  amd qualitative  Eislochemistry, im-
maunucylochemistry, autcmdogmply, and transmbésion and scanning
eleciron microscogy. Examples and detalls of (b fechnigques will bse
iz

L5 - 4:00 M
GENETIC COUNSELING
iMictarl [ Begieier, M.5)

Genetic counseling i a commanicatian prociss wihich deals with
the buman problens asscclabed with ik ocourrence, o ke risk of
n genetic disorder in a family. The process involves &n sitempl b
help ihe family comperehend the medical els, bereditary factons,
reproductive optinns and choose & course of action amd sabsequeent
adjustment. Throaigh the wse of appropriate clingcal exomples, this
lecture will address these ksues, a5 well as review (he basic priec-
ples od humam heredity,



M. ZZ2 Repesl Mo 33 LIMIT: 40 1250 PM = 500 M
AWM BIOTIN AFFINITY METHODS [N HESTOPATHOLOGY
fRaherr Wedmer, Jr)

Lechares snd wel lsboralory 1o nbroduce and sxplaln some of the
newer and mare sensitive methods being wtilized in immusohisiol-
g, The workshop will disouss and perdorm the AvidinBliotin ARinity
techmique of Enmunpataining, demanstrate (b5 psetulness, sdvantages
and disadvantages over the more damilar PAF fechnsque, Opsen to
experienced and inexperenced persons

Mo 33 1:30 P - 5:00 PM
EASH: TECHNIQUES IN DIAGRNOSTIC HISTOPATHOLOGY
{daveed Miass, WTL, CT JASCPY

Workshop will emphasize proper handling of specimend thiough
chaice of fixstive, record keeping, Identification and sampling. Ap-
plications af speclal techniquees will be discussed. Participants will
be given o self assessment tesi and harddout maierink Reoommenided
fior shedents in the MSH External Degres Posgram.

Mo 24 1:30 P - S:H PM
SUFERVISORY SKILLS
{ferry Homittor, MA.J

Briel introduction o basic sioils necessary for efbctive supensan.
A limited imtroducticn &0 the pics of SebectonInterviewing, Per-
foemance Appralsls, Peoblem Employess, Mesting Managemenl amd
Group Problem Solving will be presented. Exercises, leciumeties amd
simulations. Hardimsts will ke provided

Moo 25 Hepeas—Ses Mo 19 LIMIT: 30 130 ' - 5400 FM

fo 26 130 PM - 500 PM
RECOGNITION AND MANAGEMENT OF STRESS 1IN

THE WOHKPLACE

(fafvande W MoDlaron, #0.0)

This workcshop will focus on belping the participants o become
awane of whak siress is; of whal Uhe major sbressors are in e e
i waye b pedice snddar manage Dheir personal shress.

Warkshop will indsde becture, discussan, video, film, and par-
lelpanl aetivithes

TUESDAY, OCTOBER 2, 1884

Mo, 27 30 AM - 5410 PM
HISTOCHEMISTRY
(Hodenn F Koshl 85, NT [A5CPTD

Imtreduction o histochemistry for those who plan b take the fall
W3H External Degree course. The worksiop will serve as an infroduc-
tian o histochemical methods by reviewing e biochemical princ.
plex of carbohydrates, probeirs, sucleic acids, lipids, enzyme
e lansms and immunochemical complexes, The workshop defines
resdlive graups in terms easily understandabile e those who hae
nod had biochemistry. & course sudy guide is provided. Recom-
mended for students In the MSH External Degree Program,

Nuo. 28 Repeat—Ses Mo ! LIMIT: 25 H:30 AM - 5:000 M

No 20 LIMIT 30 B30 AM - 5:00 M
TECHNPOLUES N PLASTIC FONE LIGHT MICROSCOPFY
{Alexancre & Hrody, M5, WTAHTL JASORT
Mury Mclomnell, HT (SO & Boberd Schaotaven, NTL ASCRY
35mm slide preseniations and “wei” workshops on types of }
avallable, advantages and disadvantages ol glycol methacrylate, the
equipment amllable, our prosessing profocals, sectioning, and stain:
ing possibilites Stalned slides, blark shdes, s blocks, glass knives,
and manaal provided

N ) B30 AM - 5:00 PM
TROUBLE SHOOTING SPECIAL TECHNIQUES
{Commaile Lombwert, HYL JASCRY

Chatlines prablems encounlered during certain special stalning
procedures. ldentification and rescldtion of thess profilems will he
discusssd and Hhustrated. Participants will b= ahle o recognize
microscopically technical problems that occur in specific techmiques.
Frocedures 1o be discussed include: Gomaoris methenamine sibeers ni-

trale techniges, periodic acd-Schilfs reaction, Snook’s reticahen beche
megiie, and Masson's richromes stain

TR b | B30 AM - 500 PM
HUMAN MICROSCOPIC ANATOMY
ot Rpen, MBA, HTL (ASCRY

‘l'.'iﬂ_rhhun will emphasize basic Basues ane (b arganizalios into
the diffsremt cegans. Visual identification, funclion and some specisl
slnining correlalion will be included. 4 gell assessmen] el and hand-
aut material will be in a workbook formal. Recommendesd for st
dents in the MSH External Degree Progrsm.

Ni. 32 LIMIT 40 B30 AM - 500 MM
LABDRATORY SAFETY FOR A HEALTHIER WORKPLACE
{dwnel { Minshew, HTL (ASCP & dwdy MeKinmey. HTL [ASCPR

Workshop will lamilasize pasticipants wilh 1be sale handling, e,
storage and disposal of hazardous chemicals; how b avoid accdenis;
what b do if acoldents teoar; whal salely squipmen il should be avails
able; where the safety eqaipment should b= placed, and how to use
it comrectly, Regulainry agencies and their elfect on the lahombary
willl e discussed,

In the afiermoon sesson a paned will b= available for geestions and

answers reganding waste disposal, ventilation. chemical hazards, fed-
ernl regudations, and other laboratory salety relabed problems. At 300
pm. the participents will be bused 1o the Labconoo Corporation
facilities for a tour and Infosmation regarding ventilation systems.
Mo 33 Hepeat — See No 22 LIMIT: 40 B30 AM - Mioan
Mo 34 LIMIT: 35 B30 AM - Moon
ENIFE SHARPENING WITH APPLICATION TO MICROTOMY
(Ermesterse Stens, HTL [ASCE])

Basics uf sharpening microtomes knives and applicaticn to the art
of micralamy. Emphasiz on sade handling ard use of Knives whie
sharpening and performing microtomy. Self evaluation of the sharp-
ness of knives will be reviewed along with roublesbonting culting
problems. Demanstralion of praper use of (he TiasueFek, Shandon
Mark ¥ and oiber knide sharpeners will be peesemied

N 35 LIMIT 30 Hedik AM - Noan
QUALITY SECTIONS FROM WHOLE EYE SPECIMENS
(Merry Enighd, MTL (ASCE & Jdahe Tarptey, BA . NT fASCRD
Workshop will teach regisirants hiow 1o produce quality sections
Irom whaole eve specimens — human and animal. Emphasis will be
an paraffin-embedded material AppScations hor glyoalmethacrylale
embedding of smiall animal sves will also be considered. Anatomy,
histology, and patbakogy of human and snimal sves will be reviewed
and proper grossing, lixation, embedding, microtomy and staining
technicues will be dempnstrabed,

oo, 34 B0 AM - Noon
ESSEMTIALS OF QUALITY EMBEDIMNG AND THEIR IMPACT
O MICROTOMY
(Rl L Suusier, HIL JASTPY

Warkshop defines ami describes desirable embedding practices,
Varinus types af lssie roulinely sulmitted for paralfin embedding
and mierasoopy willl b discussed, emnphasicing the specific analomic
arens whers dlzsase most lreqiieicty ooomms Tissue grussing section
selection ar basic tissue identilication will be dscussed. Color trans-
parenchts will b used o oorrelale gross Bssue seclions wilh their
mCTEEnpic Counterparta

Mo, 37 1:30 PM - 500 P
HIWY TO DEVELOF, ORCGANIZE, AND WRITE PROCEDURE
MANUALS FOR THE HISTOPATHOLOGY LABDRATORY
Mani A, Lefige, BE, HTL JASCF) & Jovee [ Eafon, RS, HTL fASCR)

Aszsists the participamts i (be development and organization of
procediure manials for ke histopathology laboratory required by ine-
spectian agencies, The pariscipants will be given guidelines lor the
canbenl of 10 allowing msanuals: 1. administrabive; 2. standard bech-
nical histology; 3, apecial siains; 4. quality control; 5. equipment main-
Iem&nce; and & salely and imleclicn contral.

Warkshop albendess should bring & histetechnobogy lextheok 1o
Hid im wriling various procedures.



M 38 LIMIT 20
MOUSE WHOLE BODY CRYDTOMY
idienmey \Wesley, HT ASCFET & Robent Schooahoven, BTL JASCPY
Participants in this workehop will b= taken via 35mm slide ese-
talicn from the Injection of &n andmal with a fluorescent compaand
&0 the mounting, freezing and culting of the specimen i the aciual
demonstration af the flusrescence. Participants will ou wihale bedy
LN O A cryostal set up at ibe workshop

No 30 1:30 PM - 5:ib P
BASIC CHEMISTRY FOR HISTOTECHROLDGISTS
(Caryle £ Carr, PR

Presenis some basle chembeal soncepls induding atemic struchare,
chemical bonding, maolecslas striciure, chemical reactivities and the
classification of coemnpounds, fanctional groups present in anganic com-
pounds, with emphasis on reactive growps found in proteins, plds,
carbolydrates and nucleic aeids. Keaclsons that alknw wisuallzation
by Bght microscopy will be discussed. Designed for thise wiih lithe
o e prior kenwledge of ehemisire.

M Al 1:50 FA - 5:000 M
LABRDRATORY CALCULATHOMNS
ik L Largent, HTL MT [ASCP)

Basic knowledge in preparatian of molar snd nosmal salutions; coe
rect cakulatons for weighing and diwting solutione. Bring caloalasar.,

SYMPOSIUM/CONVENTION
SCIENTIFIC SESSIONS
WEDNESDAY, OCTORER 3, 1984

FROFESSOR C.EA. CULLING MEMORIAL LECTURE
50 . WAn AM

S50 . e AM

;3 FM - 5:00 P

STERDID RECEFTOR IN BREAST CANCER
Tanseld Tolzew, ML, P IR)

Estrogen and Progesternne Receplors are proteins located In the
cells of some breast cancer tissue. Prosence of (hese proteis will
effect the type of treatmend o patient will recerve and the prognosis
of the patient. The propes andling of the Haue prios o sy and
the methods used for the assy will Be dsossed in additon o (ks
interprelation and usedilmess of resalis

J0H - 1130 AM
ESSENTIALS OF CYTOPREPARATION FOR
HIS TOTECHNOLDGISTS
fiwey WG, BA, CT fASCP)

Cysprepanation is the science of controlling cylomenphology tor
disgneatic applicalions. Thas lechare deals wilkh the laws ol biology,
chmistry, pnsics, and optics 1hat sct during cytoprepamtion and
can be identified and vsed o guide the selection of materials amd
methods To be presented (1) the concepls of contrulling oysomar:
phalogical artilscts. cell fatteming, and teckmically sa sl ey results
w& lundtionally salislactory results, (2] dresh ve, preserved ool s
Paiescans, (3] using saporin o conver] bloody cell suspensions in posi
tive cell spreads, (1) slide preparation, membrane fliralion, and
cviocentrilugation i3] ammedinie wel-lixation w aip-drying, {A] slan-
dard Papanicelaou madified Papantcolsou slains, (7] the proper use
aof muounling media, (E) cover glasses, (9] comtrolling image qpueality
by Kobder illuminagion.

11:30 + Nosan
METABOLIC BONE DISEASES DNAGNDSED BY
UNDECALCIFIED METHODS
M. Clarke Ardersan M2, Pl

Preparation and processing of undecaleified human bane dor
micrscopic histomorpbomesric analysis. A method of guantitating
dynamics al tetracycline lnbeled bone, Usalul in (b diagnosis aof metas
bulic bone diseazes

141 - 1:30 FM

HT/HTL PRACTICAL EXAMS — HOW
ARE THEY CONSTRUCTED?
{Tharmas J Fritzfen, M0
Historical backgmuand, means esed o establish relative dilfculties

uf different stains and tissue seclions, and the present formaf for coer
structing new practical exams A goestion and answer session will
Inllone the: preseniation

1230 - 2:00 PM
DERMATOPATHOLONY — GROSS ROOM AND LABORATORY
PROCEDLURES
{Dhreniel d Samin Crivz, ML)
The Fole of the histotechnicians as pathologist sssistanis. The diler
enl procedhres involved in processing skin specimens are reviewed.
Tips on trimming, specimen orientalion and cutting will be given,

2:01p - 215 P8
A TIME SAVING MOVAT STAIN
fkorstmace Esiiner, HTL [ASCPY
A disciission of the Movat stain in which a numbssr of dilferent stain
tmirg mettsads are compared. Each vields the sme staining result
bist the ot time-elficient method reduces the wtal staining time
by e hows

2:15 - H:00 PM
FPATHOLDNGY AS SEEN Y A MEDICAL EXAMINER
(Herfan I Fopsvafss, M.DJ Covitiaued T80 - 15
Preseniation of case histories fram the camner’s services b include
the periient palbology ohserved. The first series ol cases is con
cerned with infants and children. This is foflowed by & series of aduhs
dving from nistural couses; sdulis dying accident: pdulls dving suicide;
Finally, &ults 1hal desd &5 homicldes

405 « 430 PW
EVALUATING THE QUALITY OF BONE MARRODW DECALS
feresn B Chemueth, B8, HTL ASTRY
The leeture will comcile with 25men slices of bone marwows and
exaimples of cverdecaleification with and withou proper fisation,
ol types. and dlferent HEE staining resulia

430« B:0D PM
N5H MEMBERSHIF MEETING
Everyone Welcome

THURSDAY, OCTOBER 4, 1984

B:00 - o530 AN
BASIC HESTOLOGY — 00 YOL MEASURE UP*
(Cowanie Lummis, BA . HTL ASCED
A slicle self nssessmnent presentalion covering basic artifacts o llx-
alion, processing, bmpsoper smbeckling, medical settings, stalning.
and coverslipping

S0 L0 AM
PRIOMESSING REMAL BHIPSIES
{Morion Baviin, MAS
Lecture about {hi processing ol renal bdapsies for immnofhuores-
cence anill for embedding in glyoal methacryiase. Various pi-lalls
which can sevir as well a8 soeme kelpld hinks are discussed

110 - [0 AN

CARDIOVASCULAR PATHOLDGY: HOW TO
MAKE THE DIAGNUSES
flree M, Mobanes, W0, P

Gruss murphilegie ard micnscopic dingnoses in cardine and vas-
cular conditions including pulmonary vascular discase will be
presendecl. Lise of special reactions and stains including Inmusspisnos-
idase fior specille diageostic stuations will be discussed

T1AMI - Mosan

CURRENT TRENDS IN DERMAL PATHOLOGY
floaes M. Chavez, BT JAROFT & Conmie Micka, B4, HT [ASCE)

Fart I: MODIFIED MOHS CHEMOSURGERY TECHNIJUE: A lee-
fure and slide presentation following a Mohs' surgery carsdidalbe from
Singe | w0 1he complebe bealing of the wound, [nehsdes curren
ibwaries an couse of basal cell and sguamous coll carcinoma, sain-
ing e hnligaes And map drawing. Also, psychalogical aspects af this
surgery, lollos-up proceduses and the availability ol plastic SUrgery
as a method al wound Ereatment



Join NSH now and take advantage of special
“Member” rates for Symposium Workshops

Cleeck the Symposium Fee Schedule and you will find that K3H mem-
b sawe §10 1o $30 on lisbed Workshops and Scientific Sessions. IF you
are planning o attend the Sympasium, and you are already a mem-
ber of M5H, apply oow and ke sdvantage of te medeced rates.

Membership also includes & subscription so the Journal of Histotechnol-

ogy. In addition, youll be participating in o prodessivnsl group that supe
ports hislotechs natiomaide. Dand dilay| Share the learning apportuni-
thes NSH prowvidies and join a dynamic and growing group. . oday. Fil
ot the application bedow and mail it with your check to: NSH, 5500
Princess Garden Plwy., *805, Lanhan, MI 20706

National Society for Histotechnology, Inc.
APPLICATION FOR MEMBERSHIP (Open to Any Ferson With an interest in Hiztotechnology)

NAME

ADDRESS

TELEPHONE *_

Social Security *

Place of Employment

Address
Telephone *
Signature Date
£10 of dues applied to Journal of Histotechnelogy subscription
PROFESSIONAL SOCIETY DUES ARE TAX DEDUCTIBLE
Date of Birth

PLEASE CHECK ALL APPLICABLE BOXES:

1 HT [ASCP) 0 AA O University

1 HTL {ASCF) [ BA/BS [ Hospital

O MT (ASCF) O MAMS [J Private Lab

[ CT (ASCH) O Phi [ Veterinary

[ RT (C5LT) O MD ] Marine

1 ART (CSLT) O DvM ] Botany

] Dther O rher _ .  LCIEM

[ Mot Certified [} Research
[ Imdustrial

Dues January-May, 515

Annual dues §30.00 United States funds

Please remit to 5900 Princess Garden Pkwy., Suite 805, Lanham, MD 20706



= Wies, desing room sharing infosmation,

_______ Hearing Impakrad; require inerpreder for altendance.

On fae schedule please indicate first and second chaice for limited workahops, marked
wilh an astorisk.

Check to ansune registration is for ONE all-day warkshop, or an AM and PM combination.

PAE-AEGISTAATION DEADLINE, Sonamber 15610

Fladss semi leme in LS curtinay.

Fimburm laim with chackimoney croai i Masoral Socisly ks Hastmechnology, SB00 Princess Gardan
Lanhare, Marylsnd 20708

Plowy, ®305,
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ifiri] {initiai) THIS 5PACE
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P [ral B ] ] oIk 5§ s | Menday Workshom
P 24 435 — in Pl L] ___ P — &% Tussday ‘Warkshops
P wacs i ___fan Scimilic e s eI
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HATIONAL SOCIETY FOR HISTOTECHNOLOGY
SYMPOSIUMICONVENTION
SEFTEMBER 30-0CTOBER B 1984
Ho. of  Comiention | “Regancy [iate reservaticn will ba hakd until § .
Ty o1 Aoom al Arrval o i will b fhm. un
Rooms MMM | Cher oA G jiséms crfvé Pight's depost is McewDd Or Quaran-
Eingla {1 parsan BEG-SAR-EA0 885 : e = | tgmd by credil card baloa Failune 1o cancel
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An Elastin Stain

P.l Miller
King's Mill Hospital, Sutton-in-Ashfield, Nottinghamshire, England

A method s described o demonstrate elpstin fibers in
fisgue using crystal violet, new fuchsin and Victoria hlue
AR, The method fulfills the following recuirements;

1. Precise demonstration of both coarse and fine fibers
with high selectivity, eliminating the need for
differentiation.

2, Intense staining, preferably black, to provide maxi-

mium contrast with the wsual counterstains eqpe-

clally Van Gieson.

A stable staining reagent,

Fixation of tissuwes in 10% buifered formol saline that

does not preclude good results.

5. Good staining results possible within a short thme

Fixation:

Satisfactory resulls are obtained from tissues fixed in
10%: buffered formol saline. formol sublimate, Helden-
hain’s Susa, Helly. Zenker, Clarke’s and Bouin. Cryostat
sections fixed in Wolman's fixation also give good results

Solutions:
Elastin Staining Solution

Victoria blue 4R (C, 42563) . ............. 1.0 gm
Newr Fachain (CL 425200 ... oo caoaain 1.0 gm
Crystal vioket fC.1 425550 .. .. ooveniviennns 1.0 gm

Dassolve above dyes in 200 ml of hot distilled water, then
add in the following order

Resorcin ,...... = A L BRI S A 4.0 gm
B, g 1 R A TG e S Y L] 1.0 gm
Mk ferrle chloride (freshly prepared) .. ... . 50.0 ml

Bail sodution for 5 minutes, then filter while hot, Trans-
fer precipitale plus filter paper to original heaker and
redissolve in 200 ml of 85% alcohol. Boil on a hot plate,
or in a waler bath for 15-20 minutes. Filter and make
up o 2 ml with 95% alcohaol. Finally, add 2 ml of con-
centrated Indrochloric acid.

0.53% Potassium Permanganate

Potasslum permanganate .. ... ............ L5 gm
T | e [ e T e 1000 mi
3% Oxalic Acid Solution
CERRRE BT L o 1 vimonmoneoe o wte it B S e T 5.0 gm
DB WRSE:. . .+ 45 v s b g 100.0 ml
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Van Gieson Solution
e e e e e s 0.1 gm
Picric acid, saturated sobution .. .......... 100,00 mil

Staining Procedure:

Deparaffinize slide and hydrate to water.

Place slides in 0.5% potassiom permanganate for

3 minutes.

Rinse slides in distilled water.

Decolorize slides in 5% axalic acid for 2 minutes

Rinse slides in distilled water.

Rinse slides in 95% alcohol.

Place slides in elastin staining solution for 3 hours.

Oy, place in 30% elastin solution and 30% of 95%

aleohol for overnight staining.

8. Wash slides in 95 alcohol to remove excess siabn,

4. Wash slides in distilled water.

10, Counterstain in Van Gieson for 1Y 0 2 minutes.

11, Dehydrate in 95%, absolute alcohol and clear in xy-
lene, 2 changes each.

12, Mount coverglass with resinous maounting media,

Smtse R

Results:

Elastic fibers —Hlack

Mast cell granules —RBlack

Cytoplasm —Depends on coun-
terstain used.

Macussion:

The iron resorcin dye lake of Weigert' using basic
fuchsin was modified by French?, with the addition of
crystal violel and dextrin, Fullmer and Lillie* sub-
stituted orcinod for the resorcin and new fuchsin for the
basic fuchsin, Humberstone and Humberstone' modi-
fied the Weigert-French formula by using Victoria Blue
AR and ethyl violet instead of basic fuchsin and crystal
wiiled

The original method of Weigert was further modified
by the amalgamation of crystal violet, new fuchsin and
Vicioria blue 4K

Treatment of the section with potassium permanganate
and oxalic acid improves the staining quality especially
after fixation in an acetic acid containing fixative.

Conclusion:

The method described stains elastin selectively and pre-
cisely, and no differentiation is required. The staining
reagent does not deteriorate and may be used repeals



The Eutﬁng’ Pr.}pEr[iEH of Wide the width of ane knife edge. are there also variable

) s T - zones of cutting excellence? The anawer (o these two
I"dgﬂ Histo {Ralph} Knives fuestions i “no’

Stewnrt Chew
LUSC, Orthopaedic Hospital

Los Angeles, California 80007 A Ralph knife, based on the principle by which it is frac-

and tured, hould be uniform—be it uniformly good or bad,
WAIT Bentley During the manufacturing of a Ralph knife. the score
Western Australia G102 wilh the cutting wheel is scribed on the opposite plan

paraiiel to the fulure knife edge. However, in the case
of the standard EM knife, this weakness on the glass sur-
face |3 made at right angles to the future edge. Whereas
the edge of the Ralph knile is instantly created when
a suitable fracturing force is applied, the edge of the stan-
: R : : i : dard EM knife trails the line of fracture. The direction
they are frac ||JH"I:| I is the width ul_lh-: strip of glass of travel of the fracture which runs along the knife edge
rather tl'm_n i 1I||-:kr|1_-_75.-s that determines tl_w Ix—‘-ru_.;l_h o is responsible for the variable cutting i i L abar
the resulting Ralph knife edge. Based on this principle, dard EM knife

A much wider -e*dg-n & thus |;|||x:si|‘,:-||: : :

The use of "Histo™ or Ralph knives for histology is well
documented,”” and a comparison of these wide odge
glass knives 1o the narrow edge standard EM knives can
be wseful 1o histolegists. Ralph knives differ in principle
from standard EM knives through the manner in which

It is well knoswn that the standard EM knife cdgc VITHES

in sharpness. The first third of the edge that is angen- Sieleronces
t|-.=|] b0 thf' gtreas I:Il'lﬂ iﬂ ”.“:., Area ]hi'il is El.li.l-ill.:lh'.' E‘l.'lr Spr- | .HI.;.";T"":-_!: Woerick, &[5, Lo S5, and SleMel, LH. . S Tefinok o

tioning. Does this similarly apply to Ralph knives” Within 2 Lindoer, M pod Richards, . & Thols, 25:61, 157H

~  WINNERS!

Our 10 great Tissue-Tek* Cassette colors now have

10 greal names! Miles Scientific sends its congratulations
and a Canon Z5mm camera to each of the 10 winning
“name-droppers” lsted below!

MARIGOLD-Donna Singular
BAMBOO-Debra Watters
BUTTERCUP-Brett Southard
TANGERINE-K atherine Wills
RASPBERRY-Karen Flessland
PINK CARNATION-Lynn Orlowitz
BLUEBERRY-Diane Hawkins
SHAMROCK- Tom Peterson
EDELWEISS-Holly VanWegen

10 KELP-Anthony Noto

-BR--RES - N R R
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edly. Reliable results are obtained on lisues fixed in a
widhe variety of fixatives. Counterstaining with Van Gie-
son or Masson trichrome vields excellent results.

The author wishes to thank Mr, B Hatfield for his as-
sistance and encouragement in the production of this
manuscript.
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A Rapid Trichrome Stain

Osvaldo Jose Vilar

Maval Hospital of Buenos Aires
Buenos Adres, 1405

Argentina

| have found the trichrome stain presented below to be
quite satistactory in several regards, It is a rapid proce-
dure, it produces consistent results, and it is economi:
cal, since it employs some of the most commen dyves
found in the pathology laboratory. The time varies ac-
cording to the nuclear stain used. For example: Mayer's
hematoxylin requires 15 to 20 minutes, Weigert's iron
hematoxylin requires 10 minutes, while Murray's
hermatoxylin needs only 2 minutes. The staining results
vary, as well: black nuclei results when Welgert's iron
hematoxylin is used, red when Kernechtrod Is used. and
blue when Mayer's alum hematoxylin Is used,

Fixation:
1% buffered neutral formalin

Microtomy:

Cul paraffin sections at 6 microns

Solutions:

Acid Fuchsin.Orange G Solution

Acid fuchsin {C.I, 42685) . ... __............ 10 gm
Orange G (C.L 16320y ................ .04 gm
laeiad Beetie mel L . s s i e 3.0 ml
Distilled Waler. .. vouiiveeeiirvnnnsins 100, ml
Light Green Solution

Light green (C.1. 42085%) ................. 20 gm
Glacial acetlc acld ............ G e BT
Distilled water. .............. e, Sy 10000 mi

*Aniline blue (C.1. 42755), 0.1 gm may be substituted.

Staining Procedure:

. Deparaffinize slides through 2 changes of xylene,
absolute and 95% aleohols 1o distilled waler as
usual,

4. Btain nuclel with nuclear fast red, 10 minutes;
Weigerl's iron hematoxylin, 10 minutes; or Mayer's
hematoxylin, 10 minutes.

3. 'Wash in tap water (the time depends on the nu-
clear stain used).

4. Stain in acid luchsin-orange G sofutbon for 30 to

4 seconds

Wazsh |n distilled water for a few seconds

Stain in light green solution for 30 to 40 seconds.
Wash in distilled water,

[ifferentiate in absolute alcohol, 2 changes
Clear with 2 changes of xvlene.

Mount coverslip with resinous mounting media.

e By

I

Results;

Muclef ...............;eccording 1o the nuclear
slain wsed

Muscle fibers .. ....... tawpe or black

Connective tissue .. ..., pale green if light green
solution is used; pabe blue
if Aniline blue solution is
employed.

Fig. | luestrates some of these resulis,

Fligure . Section ol heast musele by demonsirated in il chareciesisiie laap
rulor meaction with geesn ooiective Hue seen serrounsfing ihe miscls Aber

(The author wihes o dwand We Osvaido Delyadn S mie psmcrog |
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Tissue-Tek"
Immunohistology Kits

= 38 PAP kits for enzymes, hor-
mones, immunoglobuling, viral
antigens, tissue specific mark-
ers and other cellular antigens.,

* Demonstrate tissue antigens
or disease stabus to supplement
routine morphologic analysis,

* Yisualize the antigen-antibody
comiplex with a standard light
MICrOSCOpE.

* Each kit contains reagents lor
30 tests,

¢ Reliable results with paraffin
sections. Useful with frozen
sections, smears, imprints or
cytospins.
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