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Ruas' H & E Stain for
Stat Frozen Sections

John K. Buas, HT (ASCP)
Children's Healih Center
Miuuulpﬂlis. Minnesoin 554804

Technigue: Cut Trocen ssctions from fresh tissue as thin as passible;
preferably not more than B microns. Pick sections up on
alhuminized slides. For next step, sa= staining procedure, step one

Slutions:
Formul-5aline
Formaldehyde, concentrated ..o 50 ml
Saulime [isotonse) ............. 450 mi
1% Aluminem Ammonlum Salfaie
Alurminum ammanigm sullie 104 gm
Distilked water ....... 100 mi

Hemalum (steck)
Solution 1; Dissalve | gm of hemasoxylin in 300 mi of $5% sthy| al-
mhol with genile heai. Do nol wse open flame.

Soluthom 1= Dissolve 08 gm of wodine crditals ia 2000 ml of 95%
elhyl slcohiol

Salwtbon 3 To 100 oo of the 10% aluminem smmoniom sulfase add
ol o al distilled water

Hemalam {working)

Qruickly mix solution | snd solution 2 in & large conaines. Im-
mediniely add solution 3 and mix well. Bring solutioh 1o a boll and
baill for | minwie, Remove solution from heat and swopper contaner
Allow salution 1o remain &l room emperature for 24 hours. Do nm
ngitate sobwiion Tor this perbod. Filier snd sdd sufMicient disulled
water to bring toal volume to 3N mi. S1ore salution in a brown, sell
siappered battle. This salution s onstalde and therefone shoukd not
b= made im large guantities. For staining, Glter 500 ml Hematum
working solution inoo coplin jar and add 10 ml scstic acid

1% Essin-Dichromaie

Eosin Y S . 1.1 gm
Patassium ﬂuhrr-mn-: R st 1.0 gm
R T N A R N NN 1ML mi

Slin wedl and Tilier tu.run: use

Stnining Precedure:

l. Place shides (or 15 seconds in Formal-Safine solution {Mixstive)

1. Rinse slides in distifled waier uniil clear

X Stain slides in hemamoxylin for 30 seconds

4. [hip shides in hot @p wales.

& Place slides in sosin and aghate for 4 seconds

b Remove exoess codin with distilled water, 2 changes, 5 dips asch

7. Rimse slides in ethyl aleabol, B0%, 5%, 100%: 3 changes each, 3
dips ench.

K. Rinse in xvkene, 3 chanpes, 5 dips each

9. Coverslip slides with resinous meadia

COPYRIGHT 5 1977, LAD-TIN. PAODUCTS DIVEI0M WILES LASORATORIES, MO

Resulis; el
Similar 10 conventional H&EE.

Daality Contrel:

I. Change the fixative weekly

I Change the distlied water daily

3. Change the stains oace & manth. Remore precipitate daily, be-
fore slaiming slides.

4 Properly identify the slide.

Remarks

This stain was developed with ihe cooperation of Max F. Lindguis,
M.D., Chiel Puthologist oz [Mvine Redeemer Memorial Hospital,
south 51 Paul, Minnesota. We find this stain 10 be fast and the
guality of the slide excelleni

Referenees:

. Jay, A Hemalum (lodine Oxidasel, Swodish Hospiial, Min-
neapolis, Minnesoin (personsl communscaiion)

2. Mreace, A A Mol for Hissloeie Teclbaicioas, Lictle Arown and
L

Important Notice to
Histotechnologists

The Membership Commitnes of the MNalional Society for
Histotechnology recently mailed a large number of MN5H infarmas-
tanal letters and membership application forms o all hisio-
wchmdagists  certified by the American Socicty of  Clemacal

Pathologisis. Maibing was completed during July and  Auguss,

Fl.l.rpl.m.' al this project was 1o inform histedechnologists of 1he
exElence of 8 professionnl organization which represenis iheir in-
teresis, b introduee them (o MSH sctivities and programs, and 1o oal-
fer them an opportunity 1o become MSH members.

Two lems regarding this mailing have caused some concern and
require explanation

1. The kst sentence appearing on tha application form reads: =Y our
membership is renewable on Oel 1 ol each year™ Many
histotechnalogists resding this were under the impression thal il
they joined NSH before October 1, they would be chligaied o
remnil dues again in 1977, This i ool correct, Persons responding
1o ihis ketier who were NOT PREVIOLUS NSH MEMBERS will
Mol e required o pay dees again until October 1, 1978, 11 yoa join
MaH aow, vour membership will be remewable on Ociober |,
1%7H.

. Some M5H members hove been confusad as 10 wheiher they are
o use the white (515 or the velkow application forms for renewing
their membership, In order 10 facilitase record kesping, we prefer
members use the yellow form and pass the white application,
along with the information lener, on 19 2 non-member,

Fd

Contact Ken Lrhan, 1018 Diana Street, lowa City, lowa 52240 for;
Questions or problems regarding membership,

Change of name andfor address for members:

Kequests for membership application Forms.
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HISTO-HINTS

Sevier and Munger Silver Staining
and Cryomethacrylate

George Cole & Marllvn Dailey
Good Samaritan Hospital & Medical Cenier
Portkand, Cregon 97110

So Tar, we have been succesafual in sisining for axons in sural nerve
preparations, with and without myelin countersigins (though the
Mastic seems 10 subdue the Luxod Fast Blue) and carcinnids in Gl
temars {see illus.), with the Sevier-Munger slver procedure

The plastic leaves the material with very listle destortion. The
cyiclogical Teafures are chear, Anatomically, the rissue seems well
preserved,

Une micron section of carcinoid in G wract, Crvomethacrylaie sec-
tion siainzd with the Sevier-Munger silver sinining reacison.

JONES" STAINM
The Jones’ siamn for basement membranes has also been very well
actomplished oa eryomsthacrylate sections.

FANM BRAIN TUMODR STAIN FOR PARAFFIN SECTIONS
The Fan siain reported by Miguel, Calva and Hubensiein n 1.
Meuropath Exp, Meurol, 27:517, 1960, works well on parallin soe-
tions il the staining time is extended o 5 minwies. The stain 15 a
poewerfual method for discovery of astrocyes.

Gum Tragacanth — An Aid to
Frozen Sectioning

Cuiting froeen sections of certain inireciable maberials may be sim-
plified by surrounding the material before freezing with gum traga-
canth. The method i essential for muscle. It can make frozen s=c-
tisning ol fixed and unfised bratn lssue moch casier,

Simply surround ihe tissue with tragacanth, Treere, ihen irim
sirmght edpes close 1o the tissue and oul

e reservation; 1T lguid nitrogen is used 10 freeze the 1isses oo
long. an exposure (o the nitrogen will ceuse the tragacamih ta crack

Gum Tragacanih Solatlon

Cum iragacinih e 15.0 gm
Crycerine ; 64 ml
Dastilled waler ... : 1504k mi
Phienol {carbalic acid) 10 crystals
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Dissaolve the phenol and plycerine in water. Add the tragaconth.
Usz a tongue blode or mher sturdy sticrer and stir. Let solution sit
overnight, 8ir 2 or 3 fimes the nexi day. The gum iragacanih salu-
tion should be reucly for wee by the secand day, 11 will kesp [or many
wereks, Mix another batch a few davs hefore you wish 1o replsce the
ol one

Additional Information on
Cleaning Tissue Casseltes

Ann F. Racow
Beverly Hospital
Beverly, Mmssachuwsedis 01915

In HISTO-LOGICE Yol VI Moo 3, 1976, Herbert Stevens presenied
his method for cleaning tssue cassetles with hol, soapy water. Many
articles written an ths subject have menticned the expense ol uging
svlene lor cleaning purposss,

In the May 1976 edition of M.ASH., | presented a method of
recyeling aylol and other rengents used im a histalogy kshoratory,
The informution presenied belaw s provided a5 an additional
methad [or cleaning tissue casseiies.

It is o Tact thot esed aylene mus be discarded in a safe manner.
Howeyer, this wasie xylene can be used lor ssuee cossetbe cleaning
purposes. Warm xylene tends io clean faster than cald.® Melal tissue
casseites are placed in a meal pal containing wsed oylene ohinined
from the tissue processor. The container can be placed on 1op ol o
warming oven or on wp of the paraifin bath of ihe Tissue-Tek® 1]
Tissue Embedding Cenier. This will provide enough heat o warm
the used xvlene and assst in melting off the paralTin, The casseties
can then be dipped in used absolute alcohal w remove xylene
residue. The cassetie cleaning sylene can be changed as ofben as the
solutions are changed on the rissue processor, Embedding molds can
nlsn be cleancd by this method

Far disposul of other reagenis. the Laboratory Disposal Ruanual of
the Manufaciuring Chemsis Association [9M) i= suggesied. and in
the Mlaheson Colernan & Bell Chemical Referepce Manual, Yol 11,
pape 33, June 1978, hydrocarbons, alcobols, ketones and esicrs are
discussed.

Any biguid including acetaone, benzene, cellosolve, | d-dioxane,
eshanol. meshyl alkcohol, ioduene and xylene, eic,, con be momizsd
mia an imgingraior. 17 your hospital or plece of empleymen) has s
own incineraiar, they can dispose of vour waste maierials. However,
combustion may have o b2 improved by mizing in a mare Nam-
mable solvent. Whiks sioring these iammables before incineration,
they should be kept im safety cans and should be stored in a non-
Tlammahle locker. Used parafin can also be incinerated racher than
placed in & compacior

The toxicity of fumes found in an hstology Inbaratory can be
mensured. The insurance company covering your place al ém-
plovment can arrange for someene o come o your lnb and measure
the paris per million of thase toxic fumes. 11T a problem exisis, 8 solu-
iwan for the poor wenfbilation can b suggesied.

*Editar's Moie: Since svlene has o very low Nash poind, exercise
cagtion and do nm use open Mame @ warm,

Tissue-Talk

L1 1o BE A LITTLE LESS

ESTHUS IASTIL 3
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The Use of Specimen Bags
In Toxicology Studies

Hedwig Baxter
Pathology Depariment
Ayersi Research Laborateries

Char |nbaratory has used 350 1o 4000 Specimen Bags* for siorage
of formalin fixed animal tsswes Trom diog saley evaluation giudied
for the past year and a half. These bags have been found exiremely
useful im our work, There are many advancages ablained [rom the
use of these bags. For example:

The exira widsa, wpecial double lock lip closes quickly and sasily,
daes nol allow Nuid leakage and reopening is simple. There is never
the problem msacisied with heat sealing or rebagging due o insu (T
ceni plaskic remainimg, such ps may be the case with homemade or
aiher iyvpes of manulfeciured hags.

A& bag holder can be utilized 1o hold the bags in an open and up-
right position for easier insertion of tisswe specimens

In pur laboraory, all animal tssus ane inidally placed in glass jars
containing the Mixative. This enables prompt fasion. Following
fixntion, {he specimens are irimmed and placed in proper size b
with enough Mxmive Muid 0 cover tsswes completely. The bags are
senled and properly idenufied. They are then placed in permaneént
storags, Bags may be stored in boxes, card le cabinets, or hung with
a storage hook on n wire siretched scross the osling of o slorage
Toam

The ¥ % 6" bags hold & complete st of tEsues from & ra
necropsy and the 77 x B bags hold a complete set of 1#sues from o
mankey or dog necropey.

Specimen bags reduce the siorage space Tor wet tissaie by one
fourth ol 1that required for glass jars. Several bag sizes are availahle 1o
aiminate wasie of space. Thi & impofiani since storage space has
become increasingly limibed

The bags require far be=s fixative solution. Alsa, we have ex-
pereenoxd less solution evaporation over a period of time, In addi-
e, the overall weight of wet tissuss and bag is considernbly less
than ithai expersenced with ithe use of glass jars,

Trunsparent, semi-transparent amd semi-righd 1ype bags are
aviailable, depznding upon the tvpe and sirength desited. In has been
found thas the Series ¥V semi-iransparent, semi-rightl bags are excel-
kent for storage of wel Lisswe conlaming sharp bone spicules sinoe
they will v punciure the plasic

We have bozn very pleased with the ease and neviness of wet (is-
sue sorage since inidaling the use al specimen bags in our
bboratory, We highly recommend them lor use in lonicodogy
sludies.

EDITORIAL COMMENT: | am Ffamiliar with the use ol jhess
specimen bags and would recommend them highly for ol types of
tissue slorage. This system has been used exiensively ot my ploce of
emploviment for many years.

* Tissue-Tek™ Specimen Bags are marketed by Lab.Tek Products,
Division Miles Laboralories

A Rapid Mallory's PTAH Method
for Fibrin

Charles J. Charokian, B.A., HT {ASCF)
The University of Hochesier

Schieol of Medicine and Dentistry
Rochesier, Mew York 14641

The following maodification of Maolkory's phosphotungsilc sod
hematoxylin = & rapld procedure which gives consisient resules L s
eEpecially uselful oe demonsarating libein since an eosin solution (s
emploved whech siains the ervihrocvies red and differentiates them
from the Bue [(brin

Fination;

1% baffered meuiral formsiin

Microtomy:

Cur paralfin sections 4t & microns

Solutions:

0.25% Eosinm
Ecain Y, waler solgbde ..o 0.25 gm
Distilled waier ... e &0 ml
Eihy aleobol: B8 i s 95 mil
Before use, add glacinl acetic acid ... 0.5 mi
5% Perledic Acid
Prioitle mel e S s 500 gm
Distilbed WAERE ..o s 1 mi
Phosphotungsiie Acid Hematoxylin (FTAH)

i W e e 1.0 gm
Phosphdimpsiee 80l oo sres s 200 gm
I i e oo o i B 10 mi

Dissalve the sl ingredients in separate portions of the water
Ulse gentle heat for dissolving the hematoxylin, Combine solutions
whion cool. Ripening requires several woeks. However, the addition
af (177 mg of potassium permanganaie will couse the siain 1o ripen
dl onge.

Staining Procedure:

1. Decerate and hydmie stiions o 8% aleohal

2 Fue flibein staining only, place slides in eosin solution for 30
sacnnde

1. Wamsh slides in distilled water for & few seconds.

4, Mace shides in 5% periodic acid soluion for 100 minwes.

5, Wash slides in iap water for 3 minuees and rinse in distilled warer.

6, Mace slides in PTAH solution for 30-% minuees in a &0F C aven.
Check shides for proper stalning, without drving, alier 30 minutes,

T Dehydrate with 95% aleohol, absolute aleohol and chear in gvlal.

B Mount with resinous mounting media

Resulis:

Muclel — blue

Fibrin and plarelets — bilwe

Erythracyiles — red

Puscle = blue, with cross sinabions well delined

'I:-uﬂqeﬂ. = rexl {0 rEldish brown

References:

L Luna, LG Mamuad of Hismderk Saoatee Mervods of the Armed
Favors favoise of Pasaleere, Ird od |, MeGraw-Hill, Mew York. 35-
B, 199200, 1964

2 Malkory, F.B: Pasoloeical Technigie, Halner Publishing Co., M-
T7. 1968

An Editorial

Lillie"s B-5 MNxative has been found 1o be very uselul for fixatéon af a
wvarbely of specimens, lvmph nodes, bone marraw, el In recen
years. The editos has received many indguities requesting the source
of information Tor compounding this fixative. This information is
proveded below . However, inberested mdividiesls are encouraged fo
read the related mformation in Dr. Lillies book (see relerence).

Lillie's (B=5) Fiuzntive

Distilbed warer Wl ml
Mercuric chlonde ... hih gm
Soddiam aceime (anhydrous) 125 gm
Formaldehyde (comeentrated b 104 mi

Add the concentruted Formaldehyde just belore wse

NOTE: I the sodium sali availsble is irihydrace (MNaCO2CH =3H0
use 2074 gme

Helerence:
1. Lillie, B.I}: Mismpetologicad Techmi and Pracrieal Hivmokemizmy
Jrd ed, McGraw-Hill Book Co., Mew York, page 48, 1965,
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and surgery.

THE SUPER-SAVERS

4T18= 4 0z. 300 per case,
4721— @Boz. 100 per case,
4723— 160z, 100 per cass,
A4735=— 3F oz, 100 per case.

and storage

4727— B6 oz
4T728—172 oz,

25 per case.

10 per case distribution

LABTEK MULTI-PURPOSE CONTAINERS

Save time, space, and money with clinic-white
Multi-Purpose Containers in 4 to 172 oz. size.

Use the 4 o polypropylena container to store substances &t room
tempearature for up to a year. Ideal for pathology spaciman callaction, soil
samples, food extracts, eic

Order the 8, 16, and 32 oz, thermoformed impact palystyreng Multi-
Purpoga Confainers for single-use collection, transport, and storage of
specimens and fluids. Suitable for use by pathalogy, laboratory, clinic,

Stock the BB and 172 oz. polyethylene containers for collection, transport,
and sami-permanant storage of larger specimens and flulds, Usalful for large
surgical or aufopay specimens, paracentesis, afc

& Supplied with tight-fitting lids for secure collection, transport,

* Shipped in compact, space-saving cartons of nested containers with lids
# Stack-packed in polyethylense bags fo ensure cleanliness and easy

» Easy to label with pen. pancil, or marker

Lab-Tek Products...setling the standards by which performance is judged.

Technically Speaking

Robert A, Clark, Technbcal Services
Lab-Tek Producis, Naperville, 1L 60540

Do you drive your automabile 100,000 miles without an oil changs?
Do airlines continue to Ny o plane without periodic servicing? OF
coume not! Yel, Technologists expect a Tisswe Embedding Center us
run 24 howrs a day, 365 days, year afier vear. Like any other piace of
laboestary equipment, the Tissue Embedding Center needs a litgle
e der boving care {0 keep it running trouble free. 1L |5 o good idea o
S14F1 4 preventive mainienance program @ kelp eliminate desperate
walls o the dealer service sgency for help and a loaner
T maintain your unit and kelp ke il funcianing, da ihe Tallow-
ifig on a routine basis
I. Clean the outside of the unit by wiping occasionally with a xyiene
damipened cloth
2. Remove all moisture from the Codd Plaie and Cold Drawer.
X Every six months remove the Foil Yent from behind the undt and
wish with warm soapy water. Like all relrigeration sysiema, lil (s

drawn inlo the Fol Yeni, preventing adequaie circulation.

4. Perindically clean the Maold Warming Caddy to remove excess
paraltin.
3. Kemowe all paraffin From behind the Paralfin Dhispenser Touch

Plaie
b, Remowe the Paraffin Poi from ihe unit every six months and

examine the compressor ares for parallin keakage
1. Motz any slight chonges in performance which might indicae

trouhle and check them out before they bocome serious,

The following paris. if kept an hand, will sllow your hespical
maintenanee department 10 fix the unit immedisely and at a
reducsd oSt 1 vou!

Hester Scrip (Paraflin Poly $0201006; Healer Sirip (Oreniaton Plat-
form)p #0211008. Thermostal (Paraffin FPotp 40570022; Ther masia
(Orbentatbon Platform) 405T0020: Salenioid S0543002; “0" Rings
SM21016 - S0421005; end Swrer Relay (Compressar] E2190740,

The Operating Manual will provide useful infarmation For other

on=Lh&-spal servicing.

Ta receive your own personal copy of HISTO-LOGIC, of 1o kave an gs-
poiilg alded o the mailing lisi, submid home sddress o0 Lab-Tek
Products, Divsion Miles Laborgiories, Inc., J0'W4a7% Nonh Aurcsa R
MNaperwille, Hlimois S50
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The editar wishes o solicit informanion, guestions, and arbcles relating
o histolechnology. Submi these 1o Lee G Luns, Editar, Hisso-Lagic,
F.i0. Bax 36, Lanham, Maryland 30800 Arisies. phosographs, et will
nod be retwrned unless requesied in writing shen they are submitted.




