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Further Information

on Eosin Preparation

M. Firogow
Yeterans Adminisiration Hospdtal
Symcuse, Mew York 13200

In Histo-Logic, Yol 11, Mo, 3, July, 1972, 1 read obout &
problem with cosin. We use eoun every day for toutine H&EE
staining and never have any problem with it It & troe that
eouin geds wenker by carrying solutions from provious staining
dishes. To keop evsbn the same strength, we add fresh eosin
once 0 wesk, Our sosln (s prepated inon special wiy and was
prelemed by the famous pathologist, Dr. Arthur Perdu Stodgh,
Columhbia University, Medical Center, New York, N.Y
Eo=in staining solation i prepared an follows;

1. Eogin Y (water and alcohad soluble)..,.... 10.0 gm
DiRtAlled] Wallr . i e arrinierisiesrseas ) A0 T 0
HydrochEorc Adid. i e i aidinmreiasimeris L s 0 00
Misx anad leave overnighi

2. Filver apnd wash in distilled water for 3 days,
[plig funnel pt the éend of zach day apd siart
rinEing next morming - 3 dayal,

3. AL the end of the thind day, let water drain
compedely ol dry precipitnie on fillter paper
gt Toom temperature.

4, Mot dry eosin from flter paper inlo botte with
10000 e af 9550 alechol

5. For working solution, dilute 1 parl eosin in 3
parts 25% alcohol

Additional Information

on Histochemical Calcium Techniques

F. L, Anidemson
Bethesda, Maryland 00014

In Hisio=Logic, Vod, 11, No. 2, Apnl, 1272, M. Willa Mikowski
mentioned “difficulties encountered with traditional  histe-
chemical calcinm methods,” Our luborotory roacdinely uses the
von Kosss silver nitrote techmigque and the Alizarin Hed 8
method for demonstruting calelom, and we have no troohle

Let's Get Our Facts Straight
An Editorial

The method most often wsed for determining the sharpness of
a microlome knife is tectile sepmition, Although commonly
used, this method is not recommended due to the hozard in
wolved wilh handling o shorpensd microtome knife. Exhibit
extreme care if this procedure i lollowed, The thumb is gently
placed on the bevel of the knife und siroked gently ut right
angle o the knife edge, producing 5 so-called “hite', Many
histolechnologists believe that the grester the “hite™ the
sharper the knife edge, This s nol tmie, A good “hite™ only
waRicaies e Endle has & secralod (saw Doolh ) edge. Serrulions
produce the "hite™, & pood kEnife eige will exhibit no serm-
tioms at 100 magnificatinns and prodoce very little, if anv,
Hhate” whon lested by the toctile method, Expenence indicates
that kalves which Teel dullest, in reality are the sharpest. Fog
this PRURDA, EXLHeINES Cafd Hikis] b tnken,

with elther one

The von Kossa fechnigue requires merely placing the de-
ceruted apd hydrated slide in 5% silver nitrute sohition in 8
chemically clean coplin for (oovered) outdoors for one hour,
Sunshine is helpful, bui even when the sky |5 overcast the slver

nitrnie couses cabcium deposite in the sections to backen

With Alizarin Red 5§ we find thoet i the 1'% Alizurm Bed S is
hrooght 1o pH 6.5 by wsing o weok (21%) sodium lydroside
solition {agueots ) instead of ammoniam hydrozlde the Aliparin
Red remalng stable for severa]l months Cur present solution is
over 3 months old and still working perfectly. Furthermore
the wse of sodium nstead of ammoniem hydoxide o regulate
the pH makes {he stain much l=ss likely to “bleed” when sec-
thons are differentiated in water and counfemizined with %
agoeouy Light Green, We let slides stond in the Alitarin Ked
for al Jeast | bour,

coevRI@nT DT, LA-TER FROIUCTE. Oivillbk Sills CAaBBRATOSIER thi

Golden Forceps Award

The fimi Golden Forceps Award will be presented ab fhe
Oetober, 1973 AFIP Histopathologie Symposium. The winner
will also recelve an expense paid tnp to Washingion, DL 1o
atfend the sympogivm,

Al artickes nccopied from July I, 1971 through March |,
1973 will he copsidered. Origlnulity, elariiy, and sclentific con-
tritaition will be the crilera for winnkag. All articles become
the property of HISTO-LOGIC.
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Methods for Obtaining Fungus,

Bacteria and Acid- Fast Controls!

Charies R, Robinson, M. D,
Melrose-Wakefield Hospital Associstion
Melrose, Massachiisetis 02176

Exceflent speclal slain contmls for gram-positive and gram-
negutive microorganiams, fungl, and acld-fasl bacteria can he
produced with the aid of micrablology cultures.

Girami-Fositive:

Innoculote four Mood agar plates heavily with Staphylococcus
aureus und incubsie st 37 C for 18 houwrs (overnight). The
heayy growih is harvested with a stilf wire loop and re-suspended
in a iest tube containing a few ml of phosphate-buffered 10%
neuiral formaline Waii one hour (o allow for fixalion, centri-
Tuge for 5 minutes ot 2500 B.P.M. ond decanl the siperiatiant.
Add |5 ml of mollen agar-agar and resugpend the button in
the agar, Allow to solidify and remove the agir by inverting the
tube and gently tapping the rim. Cut inlo sirips, wrap in lens
paper, label, place in cosetie and process. The strips ire arranged
i hall moons and embedded alongside s hall moon of a gram-

negntive atrigs Cut sections until the specemen o ex nosted - amt-

mount on shides. Dry the dides in 37" C oven and store in a
covered slide box.

Sections should be cul imumediately, The agar block Il'lll
ahsark water if stored for any length of time. Dr Bouton®
iﬂllhi:ﬂl ndding egg white after harvesting to eliminste this
problem.

Gram-MNegative:
The procedure ia identical lo thal above, Klehsiella, a gram-
negative bacillus, 18 an excellend chaioe,

Fungus Caniral:
Heavily innoculate four blood agnr plates with Candido species.
Harvest and prepare as above.

Ackd-Fast Conlrol:
ﬂmmltuukﬂrmhﬂﬂhunmluu Plilei is recom-
mended, M, fuberculosls can be useid, Add 5 mi of 40% formal-
debyde to the culiure be surfoce and allow Lo fx for 24
hodirs, Harvesi and suspend b 1.0 ml of ughr. & eritical acid-
fast control is made by using Nocardis steroddes.

ED. NOTE: The method presented horein hos been modified
by Lorradne L Quinn, DePaul Hospital, Norfolk, Virginia 23303,

1. Robinson, C.R.: Positive and Mepative Bacterin and Pungis
Controds for Grin Stain in Histopathology. Summary Repaort,
ASCP, 8: Mo, 2, 1971.

1 Bowton, M.S.: Lynchburg Trainlng School and Hospital,
Lynchburg, Virginia. Personal mm‘l.l.lh:llibﬂ.m =

Staining Fresh, Unfixed, Unembedded

and Undecalcified Bone Sections

A I Willanuevs, BS,, HT [ASCP)

Techiieal Director, Orthopaedic

MHvision, Henry Ford Hospital

Detroit, Michigan 48202

Currently there are two staining methods for fresh, wnfined,
unembedded and undecalcified bone: the Basic Fochsin
method of Frost' and the new differentinl bone stain called
Osteochrome.? Both perform as a fixative and o stain. The
technigues are simple and rapid, requiring little material and,
perhaps most important, they are reliable and require no ex-
peneive or delicaie equipment.
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Method

Immediately, upon receipl, the bone b sawed o 2-3 mm thick-
ness with i very fine jeweler's or coplng saw. The specimen is
held, dunng the sawing process, in oa small vise or V-bock
fashioned out of wood. The bone slab s ground fo a 50100
micra thickpess according to the method of Frost® Average
time for grinding o section is @ minuies] larger sections will
tuke longer, approaimately 5-10 minutes,

Sodutions
Firost's Basie Fuchain
Basic fuchsin . it PR A T 3 ]
Ethyl aleahnl, TD‘I- g mi

Ensure thai the bawic [m:hlm I| d:-uhui th-umutlr

Sialning Procediire

1. After grinding bone (o 50- 100 micra, rinse in distilled water.

2 Sials in 1F basic fuchsin; 24-48 howr for adull bone, 4-8
hours for infants, young childeen and immature spinale

3. Mace sections o tep water then grind surface stains.

4. Wash with (0L1% rephltan ehlonde or in 0.01% mild hodse-
hold detergent to remove debrls adhering to [he section

5, Wash with tap woler several thmes and rinse o distibed
water

6. Place section between two I-||dﬂ~.. each wrapped with paper
towels, and press ogether gently with o Hoffman clump,
Allow 1o dry overnight in a 42:43" C oven,

7. Mount with a neutral synihetic resin,

Resilis
Usieocytes amld their canaliculae ﬂl-l!ﬂhlllll,
osleoclasis S BT . Red
Dadeoil seams., I.-Iﬂlt primkc
tone with low hﬂnﬂ'lllqhnn dnnltr:r . Red

Bone wilh high mineralization density... Unrtllrlud

Otenchrome Method

Ostenchrome Solulion®

Acetic Alcohal
Cincinl acabhe mobdl 0l ool ml
Aleohol, methonol 95%, reagent grade 1000 ml

Rinining Procedure

I, Afier section is ground to S0-100 micrs, rinse in distilled
waler

L Btain in-the Osteochromesolution;-St-minstes—for guck
Jﬂl:.p!ul.i, or 48 houm Tor complete permestion of the tiny
aCunde,

. Wash section with tap waler and rinse with distilled water,
. Differentiate in 0,00% gacial scetic seid in 95% methanol:
& 90 minute stain, dillerentiate for 3-5 minufes
b. 48 hour stain, differentisfe Tor 10-15 minutes
1. Delydrsie as follows:
A 5% alcohol, 9 minutes.
b, 100% aleahol, B mimites.
B. Clear os follows:
a. Equal paris of |00% aleobol and xylol, 5 minutes,
b. 1 part of 100% slcobol snd 3 paris of xylal, 3
mimiiles
¢ 1 parl of 100% slcobol and @ party of xylod, 1
il
d. Xylal, 2 minutes,
e Xybol, | mimite
9. Mount with o neutral synibetic resin.

3. Transfer section (o lap waler and bightly grind surfsce

4, Wah with 1'% fephiran chiloride or in 0.01% mild houss-
hold detergent.
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Resulis

Diatenid seams o Rl OF greeq
Dateocyies wid ﬂ.ﬂl].l.r."-l.l.lil. agteablast, oateociast,

muchen .. . Red to blwish-purple
['j'tﬂpl.lim ~Faint green io pink
Maust cells mnuln . Redalish
Eosinophil gramules ||1|:| p:n—ntwm Blull:}l-mcu
Crtilage cell .o . Dark purple to red
fiane with low mineralization Ii:nll'l]' wrisiim TAOEE
Bone with mediim mineralization density ... Red
Perioaienl cells and Sharpeys fibems ... Heid

*Hurlecn
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I, Frosi, H. M.: Stuining of fresh, undecalcified thin bone sec-
tions, Stain Technol, 341 135-146, 1959,

2 Yillanuewa, & R An improved studn Tor fresh, mineralized
bone sections — useful in the dipgnosis of certain metabolic
disemses of bone, Amer, J. Clin Pathod, 471 TH84, 1967

3. Frost, H. M.: Preparaiion of ihin, undeculcificd bone sec-
tions by rapld manual method, Stain Technol, 33: 273277,

1958
j

Method of Eliminating Wrinkles

From Paraffin Sections

Marlene E. Bryani

Supervisor of Pathology Labaratary
Saint Barnabas Medical Cenier
Livingston, New Jersey 0TRT6

Difficulty with wrinkled sections in & busy histopathology lub-
ormiory i common, A dull knife, improperly fined or processed
tmsie, the clearance angle, and poor equipment sre contribu-
tory. Reguniless of the couse, most wrinkles con be removed
during Moatstion by the addition of alcokol to the bath,

The Noatation bath is Mlled with 20-30% ethano] insiead of
plain water. Ribbons are Moaied on the witer bath in the usual
manner. Wrinkles, when present, will spresd and flaiten. This
is probabiy due to the surface tension phenomenon.

This method bhas hesn found to produce no il eifecis on
sections from all types of tissue, during & period of one year

Combined Silver Methenamine -
One - Step Trichrome Procedure

Jules Elins, M. AL
Baskc Health Schances Center
Stony Brook, Mew Yodk 11790

Croeotts' methed for demonatrating fungi does nol allow sif-
flelent tinctorial differentisfion of morphologic fealurss in i
sue aections Additional stakns are usually reqoired (o correlaie
morphology with fungal lecation

The procedure presenied herein will demonstraie fungl with
good tissue morphology in o single preparation, reducing the
eeed [or sdditional stains

Fixation
0% phosphate bufTered nevtral formalin,

Microtomy
Cuil paruiTin or (roren sctions & (o 8 micn

Solutions
Solutions for Grocoit’s method for fung are prepared sccornd-

ing to lnd'mv.'t'l-unl provided on page 230 of the AFIP Staining
Manual ?

0.5% Perindic Acid
Periodie acid 0.3 gm
Dastiiled water ... 100 ml
Groat's lron Hemotoxylin
Dhistilled water . A0 mi
Sulfuric seid {lp |1.' 1 H 9% H:E'Dql 08 ml
Ferric alum {FeNHa (504 ). 12Hs00 ... 1.0 g
B3 ethyl aleobol..._. 500 mi
Hemataxylin 0.5 gm
Min in order given al room temperniure and filler beflore use,
Telehrome Stakn
Chromatmope 2B ... g (L6 gm
Light groen, 8F yelbowtah. ..o 0.3 gm
Clncinl sewiie Babd LAl st aliieiidiam, 1.0 ml
Phosphotungstie sebd ..o na i 0.8 gm
BN WRIRT e s paenn ot o pm sy 1000 ml

Aniline blue may be substituied for light green if blue collagen
in desired.

Staining Procedure

. Decerate and hydrate to waier

Oxidize in periodic acid for 10 minutes,

Wash in running tep witer for 3 minutes

Crxidize in chromic scid for 45 minutes,

‘Wash in tap waier for 5 minutes,

Rinse in dintilled water, 3 changes, 5§ minutes total,

Place in working methenamine-silver nitrate, 56-58" C for

| howr, Use coated metal forceps. Ohserve the tisue see-

tion macroscopically during the staining procedure. The
tissue should become a yellowish brown. I this colos
change does not oocur, incubale unkil it shows tun colors
tian i 1-4 hotim).
B W:-:i thuroughly in 3 changes of distilled water, 3 minutes
each,
#. Tone in gold chlodde (0, 1% solutlon) uniil sections Licm
purplish gray and fumgi are black.

10, Wash thoroughly im 3 changes of distilled water, 3 minuies
each.

I1. Fix in sodium thiosulfate (5% sofution) for 3 minuies,

12, Wash in running tap water for § minufes

13, Place in Bouln's sodution far 60 minules

14, Wash in running tap waier for 5 minutes or until yellow
color disappenm.

15, Stain in Grost's bon hematoxylin for 10 minates.

16, Wash in mnning tap waler for § misules.

I 7. Place In trichrome stain for 15 minwbe,

[E. Place in scetic acid water (0,.5% solution) for 30 seconda,
I sections are too dark, differentinle in 1% acethc acid
waler bo which 0.7 gm of phosphotungstic acld has been
added. Place in distilled water for 30 seconds.

19, Dehydrate in 95% slcohol, nbsolute aleohol, and clesr in
x¥lene, two changes each.

20, Mount coverglass with a synthetle resdn.

e —

Results
Funpgi ., Hlack
B-u:mml: m:mlrrl-n-: :l:llulm: :hltlrl, mudn,
Elycogen ... gl b Black
Muncle 1'br-n LRed
f'nlhl:rl ﬂmn l'.hluu ;Il' lnil.lnu blu: h umd]
Muclei ., o Blue 1o black
Relerences
I, Grocoti, B. J.: & Stsin for Fungl in Tiesue Sections and

Smeam. Ani J. Clin, Poth,, 25: 975079, | G55,

2 Lumn, L, G.: Manial of Heiologic Staining Methods of (he
Armed Forces [matitute of Pathology, 3rd ed.. New York,
MeGruw-Hill Book Co,; Blakiston Division, 1968,
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Editors Corner
Histology Workshop in Milwaukee

A one-loy  histology workshop will be held in Milwaokee,
Wiicongin on May 5, 1973, This excellent program is being
presenied by the Milwankee Histology Society,
Far information confact!  Janet Masss, President

2207 Eddle Court, ApL 104

Green Bay, Wisconsin 54304

MOTE: ADDRESS CHANGE
Lee Lina, Ediior

P.0}. Bax 36

Lanham, Maryiond IOE0]

Additional Information On Glass Ink
Penny Dandolo

Syntex Corporation
Palo Alin, Californin 94304

In HISTO-LOGIC, Vol I, Na, |, reference was made (o
the very pood permanency of “Labink' for marking slides.
In our laboratory we have found Paragon Glass and Meial Ink
even endier to work with. The ink flows more emooihly onto
the glams, aven o the level gets lower, Paragon ink doed not
fade and is mpervious to stilaing procedunes. Paragon ik can
be purchased from:

Paragon C & C Company, Inc.
Bronx, New York 10454

The editor winhes io salicli informuation, questions, and ariicles
relating to histolechnology. Submil these fof Lee G Luna,
Editor, Histo-Logic, 0. Box 36, Lanham, Maryland 20801.
Articles, photographs, etc., will nol be returned unles e
quested in writing when they ure submitted,
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Ta receive your own personal copy of HISTO-LOGIC, or 1o
have an pmociale sdded to the malling Uet, write: Lab-Tek
Products, Division Miles Laboratories, Inc., J0W475 M. Aurora
Rd., Nuperville, [Uinois 605440,



