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In 1961, Lund, et al reparted that preliminory embedding
in ngar-ngar s helpful in safely carmying small biopsies Lhrough
the proces of dehydration and embedding, In orentsiing
small specimens correctly, and {n combining multiple small
biopsies into & single block for individual {dentification. This
article descritees the technigue used currently,

L S BRI B 4.0 gm
Exiabalbad waier . e e e 96,0 ml

Dissalve by hesting on o bolling water bath. Add 2 crystals
af thyfmol 1o prevent fungal and baclérisl growiha,

The apat i dispensed us needed in test tubes, kept at 56° or
50° €. We use a constant temperature tesi twbe bolder { Ther-
malyne Dri-Bath Model DRS9ISE, Dubugue, lowy), Tubes of
agar are kept where groms thsue {5 examined ond cut.

FIGURE 1
Applicatar Stick

Puddle of Agar Over Specimen

FIGLURE 2
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Preliminary Embedding
Small specimens are property orientsied on o flat, clean sif-
Face, It is helpful to have small solidified purticles of agas an
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hand (o prop up thin or Ilmp pleces of thsse and mainiain
them on edge. Using an applicator stick, hot sgar is dropped
upan the tlame (o form a small pool (Fig. 1), This b allowed
to solidify wid b trimned into & small block, The Wock of
agar s processed o 0 biopsy specimen, and embedded in puraf-
fin in ihe desired position. (Agar tends to harden during
dehydration and embedding, )

Combining several small biopaies into ane biock is ac-
complished by armunging them in & pattern which makes the
lirst of the series distinet. The Mt of the series & placed at
right anghes. Subsequent biopsies ane orientated on a vertical
plane (See Fig. 2). In our laboratosy the ugar block s trimmed
to i point on the side whene (he right angled specimen is am-
beddded.

Advanitages

Small biopsies are always cartied through the embedding
process safely, Onientation of very umall biopsies can be done
casily ai the time of paraffin embedding. Multiple individwslly
sdentified hiopsies can be embedded in one block and mounted
on one wlide,

[isadvantages

Agar stains faintly with hematoxylin, and may stain in-
temeely if & slide i “heavy an the hematoxybin.™ The authors
find thut agar-sgar boiled on a direci flame becomes more
Basophilic than agar dissolved curefully in a hot water bath,
Agar also stzind with oreein, methenamine sibves and othsr
wpocial #loins, making an unatiractive slide. However, the agar
wurtouids the tismue and does nol permeate It, so the staining
of the tssue itsell s not altered.

Precaulions

A minuie specimen embedded with & large one may be cul
through when a paralfin block is trimmed to obtain & full cross
scction of the large peice. Large specimens should be embedided
separately.

Fitie [ragmented tisse specimens may spread in Hguid agar
und merge with particles from a second biopsy, To avold this,
small blocks of solidified ugar are inserted between fragmented
epecimens before hol Hoguld agar is applied. In many caset it s
hest o process frugmented material in separaie hlocks.

Test tubes of ugar used daily may become coninminnied.
Congealed agur at the upper end of the test tube projecting
ihove the water level cun be si an optimum tempernture for
hacierial growit. A fresh preparation should be made if this
[ ]= 1 iaH

Conclusion

After & decade of experience wilh this technique, in o serv-
fce where small skin blopsles are predominant, the suthom
have found it time saving and econamical,

Relerence
Lund, HLZ, et al.: Preliminary embedding in agar-agar. Amer,
&, Chi, Pack., 16; Mo, 6, 562-5 el | 9]



Burned Tissue Artifact
and Staining Technique
An Editarial

The artifact presented berein was submitted by Mr. Julian
M. Slaughter, Veterans Administration Hoapital, Topekn, Kan-
sas, 6622,

The problem concerns the causative agenl for vacuolization
and the highly eosinophilic staining reaction on the peripheral
marging of the tisse (Figure | A} Microsopic exnmination of
the slide strongly muggesied burning or drying. Subsequent wril-
tedt comimunication with Mr. Slaughter confirmed thal the spec-
imign was wrgically removed with a thermal knife. The burned
areos were microscopically identified with a modified VerhoedT
stxin (Figure 1B). The method is one of three published in 1956
by Hiishaw and Pearse,' It hus been eed sdvantogeonsty in
the AFIF Laboratory for dilferentiating burned from normal
tiamie. [T extenxive work is contempinted in staining bumed tis-
wae, coneuli the original article sinee another method may
prove more dediruble for o particular need.

Fination ;
Mismphate-buifersd 10 neatral formalin,

Mictotomy
Paraitin sections ot & micra,

Soluthoms
Verhnell's Sinck Solution
Solution A&

R T T e e e R e S EDgm

Erhyl alcohol, 100 . v o v - vaertanns 05,0 ml
Diasalve with the sid of heat.

H & E sinined section demonstrating vacuolar surfaces and
highly acidophilic peripheral margin, The vscuolés are alwo
charscteristic of an artifact produced during tissie [reezing
Burned tisswe artifocts can be dilferentisted by the procedu
presenied herein, X7
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The dark ares shows the staining reaction produced by the
modified Yerhoefl procedure, Notice the dark pres on the sur-
face of the Hssie, The reaction  better illustrated micromcopi-
cally than photographically. X70,
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Soluthon C
1 R N L S [ R e [ 2.0 gm
Potambum sodide . . . 00 veesseni s awa 4.0 gm
Drimtillod Waber-, . - & cei iy e =y 54,0 ml

Verhoel(l's Warking Solstion
Immediately before use, combine shove solutions in the

following crder:
T et R e TR R 40.0 ml
T i e R A e R R S 16.0 ml
Tl e A i 16,0 ml
2% Ferric Chlaride
Ferrle ehlomle., « o o5 64 0 04+ 5441 e plal) G0
Dbl waleT, & o o s s e iy oo O End
Van Gieson
Ackd fochsin, 1'% aijueous .~ . - oo b vw s 2.5 ml
Micric ncid, saturated sgqueous, . . ... 97.5 ml
Mesulis
e L e P ey < 12 1
Burned-epidermin. .. . 0. oiees e Fale yellow
Normal tasne 2oy oeaiaies Yellow to hrown
Bermad Hma, e s e o d e el Black
Staining Mrocedine

1. Decerate and hydraie to distilled water,

2. Sinin in warking Yerhoef('s solution for 30 minutes.

1, Dilferentinte in 2% ferrle chlorde solution by dipping slide

in this sodution 20 times ki 30 seconds,

4. Wash in ranning tup water for 3 minutes,

5. Place in 95% ethyl aleohol for | minute,

6, Wash ln running tap water for 5 minites,

7, Counferstiin in Van Gieson's solution for 15 seconds.

A Dip alldes once in tp water,

9, Dehydrate in 95%, 1009 ethy] alcohod, 2 chanpes eacl.
10, Clesr in xylene, 3 changes,
11, Coverdip,

Hemarks

Verhoe(l's stuining solution is stable for 24 hours. Fresh staln-
ing selution should be wsed after every 75 slides. DifTerentis-
tion in 20% ferric clilorlde b sccomplished more rapidly than
in the standard Yerhoell elastic stain, Until exict Hming is
salublihied, & sligle slhde may be examined in-water o deter-
mine the degree of differentiation. The last washing in tap
witer (step B must be thirough, particularly when staining o
group of slides simultancously. & short exposure 1o Van Gie-
son's solulion yields slides which may be interpreted very
rapidly. The more brilliant colors produced by a longer coun-
lerstalning time are fess cogy to read.

Releronce

I. Hinshyw, J.R. and Pearse, HLE.: Hisiologie Technigues for
the Differential Staining of Burned and Normal Tiswe. Surg.
G, aret., 10F; Mo, 6, 736730, 1956,
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Modified Gomori's Method for Staining
Reticulum and Collagen

Charles 1, Chorukisn

The University of Rochester
School of Medicine and Dentistry
Rochester, Mew York 14410

Gamori's' method, for many years, has heen a prefered
technigue for demonstrating reticulum fibers, [t is comistent,
relatively easy to perform, gives good resulis, and tissue sec-
tions rarely fall off the slides. Rackground stoining must be con-
slderod. Gomor's method demonsirales reliculum fibem as
black, collagen [ibets sppenr tose to brick red, nucled are
rimty brown Do desp fed, and olher Hasue elemenis stain grey
it browniah red. Background shades can vary considerably and
exmetimes afe so intense they lhave s mosking effect on Cthe
reticulum fibers.

The present modification of Gomoris method for retleulum
wus deveboped to reduce the background steining. A relatively
clear hockground sccenfuntes reticulum fibers and various
coilfiersining [or colligen can be employed. It la uselul in
differentiating reticulum and collagen and especialty valuable
in charicterizing connective fhwue elements in pathological
canditions of the liver and lymph nodes,

Fixntion
10% phosphate-bulfered neulral formalin

Micratomy
Cut parafiin sections & & micr.

Solutbrmn
Acidified Potassium Permanganate
Potassium permanganite . .. ... ... 0,15 gm
el BT R e P 100, 080 ml
SR el e e .25 ml
Fotassinm '.lultuhlnll'lli
Potassinm metablauliite, . e 1 1 |
o, LT R R R RS SH.0 ml
1M Silver MNitrale
Silver nitnibe, ACE Lol s sy 10.0 gm
Dllrﬂl-::l WBEL. e ey 0.0 mi
10% Potsssium Hydroxide
Polassiom hydroxlde, .. . ... 00000 10.0 pm
a1 Tl T L] e e L R 0.0 ml
20 Formalin
Formuldehyde J-40% . ., 0o vvvias 200 ml
it P o B0.0O ml
0.3% Gold Chloride, Brown®
Gobld chioride, brown .. .. o000 o 0.2 gm
Dt wlbBr . L e e e e 1000 mil

"Gl teichloride seld: HAOCL,

{Ed. Nole: Gold chiorde, brown, is coustic, detrimental 1o the
skin and should be used with sxtreme care,)

1% Sodum Thiemlfaie
SBodium thiosulfste. .. . oo cccen i .0 gm
11 ER T e R R e 100,00 ml

Ammoniscal Silver

To 10 ml of 10% agueous silver nitrate add 2.5 mil of 109
potasminm hvdroxide. Add concentraled ammonium Bydroxides
drop by drop with constant shaking, until the precipitate dis-
solves. Then add 10 silver nitrate drop by drop with shaking,
until a few granules of precipitaie reappear. This may require
10 or mure dropy. Make up (he solution to 45 mi with diatilled
wiler.

Binining Procedure
1. Decermte and hydrate slides 1o distilled water,
1, Dyidize with ocidified potassiom permanganate for 1

miknute,

3. Wash well with tap water,

4,  Reduce with I% potassium melobisulfite for | minute,

5. Wash well with tap water lollowed with 3 changes of
distilled waler.

6, Ploce in ammaniacal silver salution for 1 minute.

1. Hinse wiih 3 changes ol distilled water for & tolal of 10

R

&

L]
Reduce in 206 formaslin for 3 minuies,
. Wash with tap water for 3 minates.
10, Tone m 021% agueous gnld chioride, brown, for 3
miniales
11. ‘Wash briefly with tap waler.
12, Fix b 2% aqueous scium thiosullate for | minule.
13, ‘Woabh well with tap waler snd rfinse fn distilled waters.
14, Counterstnin with ot of the folowing collagen staina.

A Modified Gomori's Trichrome®
Stain in Welgen's Iron Hemutoxylin® for 3
minutes,
Wash well with iap water.
Differentiate in 0.59% HCLl in T0% alcchal for |
minute,
Waosh well with tap water.
Stain with Gomorl's one step trichrome stain, made
with aniline blue (C.1. 42755}, for § minutes,
Wash with 0.5% acetic ncid water.
Rimse i distilled water.

B, Van Gieson
Stain in Van Gieson's stain ** for 2 minutes.
Formula: 10 ml of 1% sgqueoos scel fuchsin
{ Mational Aniline C.1. $2685), 100 ml of
saturated aqueous picric acid,
15.  Dehydrate in 95%, 100% ethyl aleohol, 2 changes each.
16, Clear in xylene, 3 changes.

17.  Caventip.

Resulis
Reticulum ~ hiack
Collagen  ~ hlue or red, depending upon the counferstain

eferences

1. Gomori, G.: Silvet tion of reliculum i
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It's easy to see...

why our newly improved Tissue-Texs Il Cessstle makes
fissun processing and embedding more efficient:

W in keeping with the most edvenced hislologic
lechnigues, the new style Cassetts can be used with
any processor

u the now transparency allows you io s2o 1he lEsun
through the Cassetie for beller positicning

u fthe see-through fealure lets you detect air bubbles
or debris which could cause confusing arifacts in
the sectlon

In ordesing the new-slyla Cassaiie, use the same #4181,
The new Cassolia ulilizes the same metel cover #4184,

Inorder to write on the new Casselie, o soll-leadod arl

WOTE: Tiaaiis-Tek 11 Prncwasingt B
"H:Ilp_ﬂn" damigead inr ona-lims uga,

Cmupnlin by n plawiic
o clareferm andfor
tad With B0 EEGEsE OF Ay Caanng agan map

Editor’s Corner

pentil s recommended. eyt o d ot
Let's Get Our Facts Straight
The ARGENTAFFIN AND ARG YROPHIL REACTIONS, ANNOUNCEMENT

The iterm wrgeniaffin 8 of Lalin origin: argenitum, silver;
affinis, having an affinlty for. Argyropkilic is of Greek deriva-
tion: srgyros, silver; and philein, fo love, Despite their
etymological similarity, the terms have sequired distinctly dif-
ferent meanings. Argenfaffinmenns posseing the sbility to re-
duce sitver salts without Hght or the aid of any redicing agent
Arpyrophil, on the other hand, indicetes that the tisse ele-
ment can be impregnated wiih silver, bul that lighi or o reduc-
ing ageni i required to produce the blsck depoait of metallic
silver,

Examplen Argyrophil

Argentaflin Sevier-Munger Naute-Gygsx
Fontana-Masson Wirthin-Starry Grocoil
Gomon-Buriner Reticulum Reactions Voo Kossa

Reference: Lillle, I Hulopathologie Technic and Practical
Histochemisiry, MoGraw-Hill Book Co,, Blakision Division,
Mew York, 3rd ed., 239, 19465,
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GOLDEN FORCEPS AWARD

The editor and puoblisher of HISTO-LOGIC snnoiinee the
fimt Golden Forcepn Award o be presenied 1o the author of
the best article contributed to HISTO-LOGIC, All arijcles ac-
cepled from the lirst issue, July, 1971, through the March 1,
1973 psue will he considered. The winner will be notified by
ikl and o sel of golden forceps presented in person at the
Cctober, 1973 AFIP Histopathologie Symposum. The awird
recipient will also receive an expense pald trip 1o Washington,
DT, to attend the symposiam,

Articles will be judged on orginality, clanty, und sclentific
L‘u[:;éntlmlim- All artictes become the properiy of HISTO-
L 1C.




