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Golden Forceps
Award Winner

We are pleased 10 announce
that Anna Marie England hns
ben selected as the recipient of
the Ciolden Farceps Award for
197H. Her paper, *Gram-Positive
and Ciram-MNegative Hacieria
Comirol,” wms selecied from ar-
ticles submitted o0 Hizre-Logie
during the past year, Criterka for
seleciion are clarity, originadiny and scsentific cantribution
The Goiden Forceps Award will be pestented al the Sym-
posiumiConventlon of the National Saciety for
Histotechnalagy bo be held in (klahoma City, Oklshoma, Sep-
temiber 2529, 1978, Reprints of the winning article which ap-
peared in the January, 197H msue of Mise-Lagic are availahle
from Lab.Tek Division, Miles Laborsiories Tnc., W 475
Morth Aurcea Road, MNaperville, [linois 60540,

Gelatin - Chrome Alum:
A Better Section Adhesive

Cathy Adiler®

St ¥incemt Charity Hospital

Cleveland, Ohio 44115

Mayer's egg albumen s the traditional section adhesive which
has been used extensively for many years. Iis value as a section
adbesive ks well recognized, particularly il one sections brain,
keratinized material and decaleified bone. These and other
similar materials have a tendency to Fall off the slides during the
staining process and therelore require an effective adhesive,

According to Lillie,! the effectiveness of this salution is prob-
ably due 1o its action as a surface tension depressant, since the
constitaents are readlly soluble in water. Egg albumen residue of -
ten stamins and this produces an objectlonable anifact on com-
pleted slides and tisswe sections. In additbon, slbdes on which egg
albumen has been used must remaln in the drying oven sodmew hat
lomger to insure effective adheslon.

A comparative study of four section adhesives was conducted
iz determine which of the four proved the most effective and
eliminated the artifacts produced on slides by the use of egs
albumen. The test sections were obiained from Large braln spes-
mens and decalcified dense bone specimens. Duplicate secthons
were obimined from each block and mounted on slides which
contained the different adhesives. Tesl slides were dried in a
58" C oven for 45 minutes, 2 howrs, and 24 howrs.

ADHESIVES USED FOR STUDY
Mayer's Egg Albumen
‘White portion of an egg
Glycerin Equal Parts
Loosen egg white with a fork before mixing with
glycerin,

Mix both ingredients well and filter solution through several
layers of gauze. Add o crysial of thymol to the solution 1o pre-
vent bacteria and fungal growth.

COPYRREHT * 10rE LAB.TER DIVEBIOH, Wies Laboraiiaies.

Powdered SR . o o« oo eadian e saaas 1.0 gm

1 ) e e o T R A o 10.0 ml
Mix well and pour this solation into 30.0 ml of beiling water.
Add ) drops of 1IN hydrochloric acid. Boll solution for 5 min-
uites. Add a crystal of thymol.

5% (relatin

R e e T R R S e T 5.0 gm

e b e e el e [ sy e If.!} ml
Allow this solution 1o stand for a short perlod wniil the gelatin
becomes soft, Add 85.0 ml boiling water to abeve solution. Con.
timwe gentle heat with bunsen burner or hot plate if gelatin is nod
completely dissolved.

Geelutin=Chrome Alum*

ra 1 L P e O R 1.0 gm

e, F T e e S R A e 15.0 ml
Allow this solution to stand Tor a shost period until the gelatin
becomes soft, Add 85.0 ml boiling water 1o above solution. Con-
tinue pentle heat with bunsea burner or hot plate if gelatin is not
completely dissolved. Add 0.1 gm of chrome alam o the sola-
tion and mix well.

MODE OF ADHESIVE APPLICATION TO SLIDES
Mayer's Egg Albumen: Apply evenly on clean glass slide with a
finger or small sponge.

Stwrch Pasie: Same as egg albumen solution.

MOTE: This adhesive should not be used if periodic acid Schiff
type procedures are (o be perfarmed on sections since the starch
will react with this procedure.3

3% Gelating Add 0.0 ml to flotation bath and stir well.
Gelntin-Chrome Alam: Same as 3% gelatin solution,

Resulis:

The brain sections remained attached to the slides with all adbe-
sives during the staining process. However, some siain ressdse
{in varying degress) was observed with all adhesives with the
exception of the gelatin-chrome alum. Bone sections which were
dried in a 38" C oven for 45 minutes fell off the slide during the
slaining process with all adhesives except the pelatin-chrome
alum. The only bone sections remaining attached 1o the slides
with % gelatin were those which were dried in a 58* C oven for
24 howrs, All other sections using this adhesive and varbous dry-
ing periods fell of{ the slides. Bone sections placed on the starch
paste adhesive and the Mayer's egg albumen remained on the
slide only when exposed for 24 hours drying in the 58° € oven.
Conclusion:

The evaluation of these four section adhesives has convineed s
that the gelatin-chrome alum solutbon s less Hkely to allow pec.
tions to detach from the glass slide during the daining process.
In addition, many special stains, Including silver reactions, can
be performed without any chemical [nterference or accumulated
debris.

*his. Adler was a histology student at 50 Vincent Charity Hospi-
tal when she submitied this article for publication.

Relerences:

I.Lillie, R.D.: Histopathologic Techal: and Practical Hisdo-
chemistry, 3rd ed., p. 77, McGraw-Hill, Mew Yark, 1965,

1. Culling, C.F.A.: Handbook of Hitopathological and His-
tochemical Technbgues, 3rd ed., p. 131, Buotterworths,
Reading, Mass., 1974,
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A Modified Thiosulfation-Aldehyde
Fuchsin Method for Pancreatic
Beta Cell Granules

Jack B. Weager and Lee G, Luna
Washingion, [).C. 20006

Introductin:

In 1974 Bussolati and Bassa' reported the use of a solution of
ammanium hydroxide and cupric sulfate a3 a pretreatment Lo Lhe
aldehyde fuchzin method for the demonsiration of pancreatic
islet B cells. They found this ireatment, which they referred to as
“thiosulphation,"" provided more specific and darker staining of
beta cell granubes. We have modified the procedure by substijus-
g ammonium sulfate [(MH.L 50;) for ammonium hydroxide
and dividing the pretreatment solutions into individual stock
solutions, These are stable solutions, while the ammonium
hydroxide-cupric sulfate-sodium metabisulfite solution ussd by
Bussolati and Bassa is somew hat unstable,

Ini mddition, we have substiiuted potassum dichromate for
paraldeshyde in the aldehyde fuchsin solution. This was done for
two reasons:

I. Paraldehyde is o narcotic and therefore a contralled item.
2. This chemical is often difficult to obtain.

This procedure has been used in our laboratories for over a
vear with excellent results, 1t has provided us with darker and
miare specific demonstration of pancreatic B cell gramules,

Fization: Buffered newtral formalin
Microtomy: Cui paraffin sections at & micra.
Solutions:
Thivsulfation Solutlon & (Stock)
Ammonium sulfate [(MH) S0, ... .. ... .6.0 gm
Copper sulfate, hydrate (Cu S0, SHyO0) ... . 2.5 gm
B0 111 e e e 400.0 ml
Thiosulfation Selution B (Siock)
Sodium hydroxide., . ......oooioao L 2.0 gm
sl weabar o o e e R 400.0 ml
Thiesalfaton Solution C (Steck)
Sodium meta-bisalfive, .. ....... ... ..., 4.0 gm
DSt WORDRT & & o k6 toob ks s bbb s 100 ml

Solutions & and B keep well, provided evaparation is minimized,
Solution C remains stable for aboul ome week

Thiosallation Solutbon {(Working)
Mix in the following order immediately before use:

] T R S - (01l ||
STl R SR e e e | T |
Solution is now dark blue due o the complesing of the ammonia

and copper (pH is approximately 9).

ADD:

] e e S 5.0 mi
Solution turns bluksh-green and may have a Light precipitats
(solution will become pale and clear as the reaction progresses),

Wenger's Abdehyde Fuchsin
T ] e e 2.5 gm
Ethyl alcohol, 70%* ... ......... ... .o 5000 ml
Hydmehinrleasisl. . .. oo el 5.0 ml
Potassium dichromate . ................ 5.0 ml

Combine the above ingredients and cap the container tightly.
Adbow solution to s=f af room temperature for five days. Check
daily for the Formation of acctaldehyde by smelling solution. **
Acetaldehyde can be detected by its characteristic pungent frubty
odor. I acetaldehyde is mot detected within 24 hours, ethyl

*Ethyl alcohol is necessary due 10 its reactivity with the potassi-
um dichromate (o form the acetaldehyde.
**Lise care [n senelling solution.
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alechal and/or potassium dichromate was omitted, or possibly
an insufficient amount of hydrochloric acld was used. At the end
of the five day pericd, check the quality of the solution by stain-
ing a known elastic comtrol. If the elastic tssue is well demon-
strated, the selution is good and should be placed s a refriger-
atar,

0.25% Metanil Yellow
Mletmnil yellow ., . . .0 v 0.25 gm
Dristilbed WaEET . . s cvvvsscancsasan.. 1000 ml
el aceticacid . . 0. 00 isai e 0.25 gm

Staiming Procedure:

i. Decerate and dehydrace slides 1o distilled water,

2, Place slides In fresh working thiosulfation solution for 2
hiours.

1. Wash slides In ap water for | minute and rinse in distilled
waler,

4, Rinse slides In 95% alcohol

§.Place slides in Wenger's aldehyde fuchsin solution for 2
minutes,

4. Rinse slides in 95% aloohal until ne moare stain comes off the
slides,

CHECK CONTROL SLIDE MICROSCOPICALLY. IF ISLET

CELL GRANULES ARE PALE OR UNSTAINED, REFEAT

STEPS 2 THROUGH 6 WITH FRESH SOLUTIONS,

7. Counterstain slides in metanil vellow for | minute.

8. Dehydrate in 95% akeohol, absolute alcohol, and clear in

xylene, I changes each.
9. Mount coverglass with svathetic resin.
Resulis:
Beta cell granules = purple
Background = By o yellow
Referemce:

1. Bussolatl, (. & Bassa, T.: Thicsulfation Aldehyde Fuchsin
(TAF) Procedure [or the Staining of Pancreatic B Cells,
Seain Tech., Vol, 49, Mo, 5, pp. 313-3135, 1974,

Patron Program

Mathvmal Sociely for Histotechnology

The Mational Society for Histotechnology has instituted s
Patron Program to allow those individuals who are interested in
the Sochery's activilies to support its many programs with mone-
tary contributions. These contribwtions are tax dedacilbde.

The program lanctions in the following manmer. Patrons are
asked 1o make checks payable to the National Society for Histo-
techmology amd indicate on the check, or an atcached note, that
the contribution is for the Patron Program. NSH will, upon
recelpl of contribution, Forward a receipt to paironis) acknowl-
edging amount of contribution (for 1ax purposes). The patron’s
full name and amount of contributbon will be printed in the Jour-
nal of Histotechnology once o year,

The contribution can be in any amoant, bt it is recommended
that mo contribution be less than 35, Contributions can be made
as often as one wishes: monthly, bimonthly, quarterly, or once &
year. It I8 important that potential patrons understand they are
noi commitied 1o continual contribulions unless they choose to
do s0. Mall coniributions te: Mational Society for Histotechnology,
.0 Box 36, Lanhami, Maryland 3800,

Examination of the Central Nervous
System (Spinal Cord) in Situ

M. E. Shelfon, ¥, M., Rose M. Aspengren and Grace Faber
Cuollege of ¥eterinary Medicine

Towa State University

Ames, lowa 58011

The use of a 10-15% (saturaied) solution of disodium EDTA®
for decalcification has been well recognized. ' An advantage to
its use as a decalcifying agent is that the stainability of bone and
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TISSUE-TEK® Il PROCESS/EMBEDDING CASSETTES
NOW AVAILABLE FROM YOUR LAB-TEK
DISTRIBUTOR IN FOUR DISTINCTIVE COLORS:

YELLOW, PNk, GREEN AND BLUE

#4179 #4182 #4183 #4184

ldentical in design to 4187 Tissue-Tek || Process/Embedding Cassettes (white), color cassettes
feature a slanted writing surface for quick, positive identification. Perforated cassette and
process cover insure thorough and rapid penetration of processing fluids. Golor Cassettes are
compatible with fissue processing solutions used for histological preparations.

VERSATILE COLOR CASSETTES OFFER ENDLESS
POSSIBILITIES TO FIT YOUR NEEDS

] . ANOTHER WAY

+ Separate surgicals from autopsies TISSUE-TEK
= Alert staff to siaf biopsies SYSTEMS
+ |dentify important specimens for retention andfor teaching SERVEYOU FROM

puUrposes STARTTO STORAGE.
* |dentify frozen sections
« Separate specimens which require different processing or special

techniques
* Differantiate satellite hus_puals using central facilities =
= Segregate cytology specimens gk MIILES
* |splate research specimens - -

Segregate bone marrow and decalcified specimens.

LAB-TEK.. .setting the standards by which performance is judged.



NGW IT’S EAGY TU CREATE YOUR
GWN COLOR IDENTIHCATIOI
GYSTEM WiTH TISSUETER' i
PROCESS/EMBEDDING CASSETTES

FIRST CLASS
PERMIT NO. 153

BUSIMESS REPLY MAIL

MO POSTAGE STAMP MECESSARY IF MAILED N THE UNITED ETATES

.l

POSTAGE WILL BE PAID BY

| ETmempnes
LAB-TEK DIVISION

Miles Laboratories, Inc.
IOWATE Morth Aurpra Road
Haperville, IL 80540

Attn: Marketing Services

T4 LEARN NORE

about this new colar identification system, simply fill out the coupon below, refold,
staple and return to us. Mo postage needed.

MameTitla _

Iristitutismn

Address _

City'StatalZip

| presently use: O 4151 Tissue-Tek Embedding Ring
B 4187 Tiasue-Tak Il ProcessiEmbedding Casastte (white) 0 4181 Tissue-Tek || Process/Embedding Cassatte (clearn



asgociated soft tissue B not adversely affected following immer-
sion in the decaleifying selution for severnl weeks or months.
Two disadvantages (o its use in histological preparations are
predominant. Becawse of s slowness of action, decalcification
may not be complete for several weeks, Materinl decalcified for
too long (over 5 months) may exhibit diluted staining reactions.

In the study of the immature spinal cord many problems are
encountered. One problem is the poor fixation, or more specifi-
cally, the sofiness of the tissue after perfusion and fixation in
0% buffered meutral formalin (AMF). The inability to prepare
this sofit tissue for embedding without gross artifact made & new
way for examination imperative. After perfusion through the
carodid with 10 BNF, the veriebral column was remioved with
the spinal cord and dorsal rool ganglion in situ, The column was
bisscted through the twelfth intervertebral disc and placed in
fresh 10 BMF. After allowing time for proper fixation, the
tissue was cul between veriebral bodies for paraffin embedding.
The tissues were placed In individual polyethylene plastic tissue
capsules,*™ (This s important in that the stainless stesl capsules
seem to deteriorate after much use in this solution.) Complete
veriebhral cofumns from adult rodents were immersed and cut for
blocking after decakeification. After two to five months in the
EDTA solution, the tissue cabes were embedded and sectioned at
& and |0 microns. The solutlon was changed every two months.
H & E and cresyl echi viodet stains were used, Stainability of
bone and soff tissues was excellent. Adalt rodents, decalcified
for § months, and young dogs which were less than eight weeks
of age, decalcified for two months, have been processed this way
(Figures [-%)

'?x..

l"lﬂlﬂtE I.

Adult mouse spinal cord ai low lumbar level. Whaole vertebral
codumn fized in 10% BNF, decalcified in 10 (satwrated)
sodium EDTA for § months. Animal had spina bifida, (Cresyl
echi vialet, x 10, 10 microns)
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FIGURE 2:
Upgper sacral level of same vertebral column as Figure 1. {Cresyl
echi violet, x 10, 10 mberadis)

FIGURE 3:

First lumbar section from 2 day old canine. Animal was perfiased
with 10% BMF. Decalcification proceeded for 2 months in 10%
sodium EDTA. (Cresyl echt wialet, x 4, 10 microns)

! "HH;__-'L:__'-'_-:;’_"_{E“. wr'r,-';r“ﬁ '-a g3

FIGURE 4:
Section from sixth lumbar level from same animal as Figure 1,
(H&E, x4, 10 microns)
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FIGURE 5:
Section from upper sacral bevel. Same as Figure 3, (Cresyl echi
violet, x 10, 10 microns)

References:

1. Wallington, E.A.: Histological Meihods for Bone. Buiter-
worlthand Co., Reading, Mass,, 1972,

1. Braln, E.G.; The Preparation of Decalcified Sections. Charles
C Thosmsas, Springfield, 1., 1966

3. Graham, D Personal communication.

*Ethylenediaminetetra-gcetic acid, disodinm sali;

CigH, 0y N; Nay, 2 H,0 :
**TC-3 Plastic tissue capsules, Lipshaw Manafaciuring Corp.,
Deetroit, Michigan 48210,
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rules out mistaken identity and
improves embedding rechnique

Tisse-Tak™ | Process/Embedding Casselie (s numbared af tha

glar for posiive Idendification, From start io storaga, tissus and
casseite fraval togather o eliminate misidantification. And e cassatle
dens dowbie duty; first It serves a8 B processing capsule, and hen as
an embadding ring. |t forms sireamlined lissus blocks that save
30-50% on paratlin cosie and takes up 50% less space than
pravious methads. Available in clear plastio No. 4181

or the highly resistant white plastic Mo. 9187, Procass

Cover No. 4184, Tha polished sieal base mald makes

a cloarar cesling which presanis a suparior culli ng face.

Its claan aharp edgas inaure an excallant fitin the
microioma. The mild's design also haelps raduce

cleanup, storage, and housakeeping charas, Basa

molds availabla in five sizes. Nog. 4161-4185.

Lab-Tek... setting the standards by which parformance is judged.

Technically Speaking

Robert A. Clark, Technical Services
Lab-Tek, Naperville, IL 60540

Lab-Tek has received numerous inguiries
regarding the installation and use of the
exhausi deflector used on Thsue-Tek 11
Tissue Embedding Center.

Like any true refrigeration system, the
compressor will operate more efficiently
if the warm air generated by the compressor i diverted away
from the wnit.

The exhaust deflector provided with the embedding center has
several functioms. It directs warm air generated by the com-
pressor away from the onit and prevents the unit from being
placed directly against a wall.

If your deflector has been lost of misplaced, i can be ardered
from any authorized Lab-Tek distributor. The part oumber is
SOG002 1,

Toinstall the exhanst deflector, simply Tollow these sieps:

I. Turn unit arownd so that rear of unit faces you,

2. Loosen screw which affixes paraffin reservadr to base wnit,

3. Examine foil vent for accumubation of lint and dust. [F nec-
essary, remove vend, wash in hot, soapy water, rinse, dry
and replace.

4, Locate round opening in foil vent,

3, Position exhawst deflecior so that large scoop faces up and
is centered over round opening, Make sure that left side of
exhaus deflector extends approximately 1/B™ over frim
panel of base wnit,

6. Holding exhauat deflector against rear of embedding centler,
compress both sides so that left lip of deflector slips onder
trim of base unil. Helease pressure.

7. Lift rear portion of paraffin reservoir =0 that slotb (located
tog right) engages under lip of paraffin reservoir.

B. Move paraffin reservolr 50 (hat i1 is properly positioned on
base unil. Replace screw removed in step #2.

If addidonal information s peeded, please write Lab-Tek

Customer Service.

T neggive vour own personal copy of HISTO-LOGIC, o to have an associle

added 13 the mailing list, submil home address 1o Lab-Tek Dnvision, Miles

Laboratories, Imc., JOWATS Morth Aarora B, Naperville, [Enois 60540,
Prinded in U.5. A,
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The adisar wishes to solicit informelion, questions, and articles relating
o hissotechnology. Submit these w: Lee G, Luno, Editor, Hisio-Logic,
0, Box 36, Lanham, Meryland 20801, Articles, phatographs, esc, will
ol e retormed wnless reguested in writing when they ane subm icied




