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Métodos de descalcificacao

_—

* Solucoes acidas diluidas.
* Solucoes quelantes.

* Misturas de solucoes acidas +
solucoes quelantes.




~— Mecanismo de acao dos agentes

descalcificadores

Solucao descalcificadora
Acido (H+)

Ca™(PO,)s (OH), >

H,PO, (acido fosforico) + cloreto de calcio + agua
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Tempo para a troca do descalcificador

Table II: Decalcification tissue by EDTA
Ea
TIME EDTA-IMMERSION EDTA-

[Ca?*]. ppm MICROWAVE

[Ca™]. ppm

6 hours 1423

24258

Table I: Decalcification tissue by HNO;y
TIME HNO3- HNO:-

IMMERSION MICROWAVE

[Ca?*], ppm [Ca*"], ppm

6 hours

Pitol, et al.; Int.J.Morphol 25(2): 309 - 313, 2007
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Descalcificadores mais
utilizados

* Acido nitrico 5%.
» Acido formico + citrato de sddio.
« EDTA (4cido etileno-diamino-tetracético).

« ETDA (tartarato de sodio e potassio, tartarato de sodio
Hcl.
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ETDA

= EDTA. 0,78

» Tartarato de sodio e potassio. 8g
» Tartarato de sodio. 0.148
= Hcl. 120ml

H20 destilada. gooml
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FEMUR ETDA DESCALCIFICADO EM 24

HORAS
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Cuidados com a descalcificacao

* Material bem fixado.

* Concentracao.

* Volume do descalcificador.
*'Trocas constantes.

* Ponto Ideal.

* Neutralizar o descalcificador.
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Como saber o ponto ideal da
descalcificagao ?
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Meétodos mais utilizados

* Método radiografico.
* Flexibilidade do tecido.
» Utilizacdo de alfinete.

* Método quantitativo. | p
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Metodo Quantitativo

* Pegar sml de Descalcificador do fundo do Frasco.

* Acrescentar 1 ml de Amonia concentrada (Misturar).

e Acrescentar o,1ml de Oxalato de amonia.

* Deixar por 10 minutos para verificar a presenca de
calcio.

* Se ndo formar precipitado acrescentar mais o,1ml , com
intervalo de 10 minutos.

 Até no Maximo 0,6 ml .

*Se nao formar precipitado o tecido e considerado
descalcificado.

18
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~—  Métodos para aceleras as

descalcificacao

Ultrasonic Decalcifying Automat
USE 33
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Meétodos de inclusao

LEICA HISTORESIN

e Parafina (Histosec Merck)

e Historesina ( Leica Historesin)
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Low-level laser therapy improves bone formation: stereology
findings for osteoporosis in rat model
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Métodos de coloracao
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Medula Ossea

e Biopsia de medula 6ssea por trefina.
e Geralmente fixacao bem.

e Sa0 amostras peguenas que facilitam a penetrabilidade

do fixador.

e E também a acdo dos agentes descalcificadores.
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EDTA

e Entretanto os protocolos
com EDTA em biopsia de
medula variam de 48 a 72
horas

Neat MJ, et al. ] Clin Pathol 2013;66:54-57.
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SPECIAL ARTICLE

Ultrasonic Decalcification Offers New Perspectives
for Rapid FISH, DNA, and RT-PCR Analysis in
Bone Marrow Trephines

Tanja Reineke, MD, Bettina Jenni, MD, Marie-Therese Abdou, Simona Frigerio, PhD,
Petra Zubler, Holger Moch, MD, and Marianne Tinguely, MD

Ultrasonic Decalcifying Automat

USE 33

Glass top

to be opened for sample control

Process timer

programmable, 1 min. to 100 hrs.

container volume up to 800 ml

Week program timer

programmable: automatic start ime, week program.
with 2 individual programs per day or method

The unique technology of the ultrasonic decalcifying auto-

mate USE 33 offers the rapid destruction of crystalline struc-

tures like calcium phosphate, magnesium phosphate and
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TABLE 1. Eight Trephine Biopsies per Fixation Time (24 and
48 h) From Patient 1 Where Subjected to the Following
Decalcification Protocols

Time of
Decalcification
Time of Ultrasonic Without Ultrasonic
Decaleification in Howurs (h) Treatment (h)

USEDECALC 2%
EDTA 10% 2% :
LUSERAPID nd nd
Mitne acid 5% nd nd

I Pl Bd el

*Treatments were repeated for patient 2 (fixaion time 24 h).
md indicates not done.
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FIGURE 2. Giemsa stain showing morphologic details of a trephine decalcified by

ultrasound and a 10% EDTA solution.
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FIGURE 3. A, Homogenous Mibi staining in an EDTA-decalcified sample. B, Heterogenous Mibi staining in an
acid-decalcified sample of the same patient.
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patient 1 patient 2

FIGURE 6. Samples of 2 patients (patient 1: No. 1 and 2;
patient 2: No. 3 and 4) fixed in 4% formalin for 24 hours and
decalcified by ultrasound and EDTA-based solutions showing
variable amounts of amplified RNA for B-actin. No. 1 and
3=USEDECALC; No. 2 and 4=10% EDTA. RNA from paraffin-
embedded tissue as PCR positive control. — water as negative
control.
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Conclusoes
Oscilacao na forma de ultra-som, acelera a penetracao de
agentes guelantes dentro do tecido 6sseo, conduzindo a uma

rapida destruicdo de estruturas cristalinas como fosfato de

calcio, de magnesio fosfato, calcio e carbonato.

Formalina tamponada, seguido por uma descalcificacao ultra-
sons baseados em EDTA, significativamente acelera o

processamento de medula 6ssea
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e As unhas s&o placas de células queratinizadas
localizadas na superficie dorsal das falanges terminais

dos dedos.

e A porcao proximal da unha é chamada de raiz da unha O
epitélio da dobra de pele que cobre a raiz da unha

consiste nas camadas usuais da epiderme.

e A camada cornea desse epitelio forma a cuticula da

unha.
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* E na raiz da unha que se observa a sua formacao,
gracas a um processo de proliferacdao e diferenciacdo

das células epiteliais ai colocadas, que gradualmente se

queratinizam , formando uma placa cérnea.

* A unha ¢ constituida essencialmente por escamas
corneas compactas, fortemente aderidas umas as

outras.
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g Processamento de unhas

 Fixar com formol 10 %.
® Duas lavagens rapida com agua destilada.

* Passar alguns segundos na solucao de 40% de
hidroxido de sodio.

* Se for uma unha com lesdes passa mais alguns
segundos ate a unha ficar clara.

* Lavar em H20.
® Desidratar e emblocar em parafina

e Cortar o mais rapido possivel, se nao a rigidez retorna .
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&) DERMATOLOGY PRACTICAL & CONCEPTUAL

www.derm 101 .com

Microscopic examination of normal nail clippings

Betina Werner', Andre Antunes ?

' Dermatopathologist, Department of Pathology, Universidade Federal do Parana, Curitiba, Braxil
* Graduate student, Universidade Tuiuti do Parana, Curitiba, Brazil
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Outra maneira de processamento
e Nao Usar fixacao com formalina.

e Processamento automatizado (ganha tempo).

e Depois do material emblocado, colocar os
blocos de cabeca para baixo em uma superficie
gelada ( 1c®) em uma solucado de hidroxido de

amonia a 10%, por trinta minuto.

e Corte 2 um.
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Figure 2. Panoramic view of nail from the formalin group. In several instances the corners or extremities

of nails had a wavy configuration in the subungual region. H&E x40 (original magnification). [Copyright:

©2013 Werner et al.|
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Figure 1. (A) Nail from the formalin group and (B) nail from the

dry group. Two regions are readably discernable: nail plate (above)
and subungual region (below). H&E x100 (original magnification).
[Copyright: ©2013 Werner et al.]

Figure 5. Nail of the dry group showing prominent hypereosinophil-
ic nuclear shadows in the inferior/internal aspect of the plate. H&E

x400 (original magnification). [Copyright: ©2013 Werner et al.]

Research | Dermatol Pract Concept 2013;3(3):4
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s s T . ‘ ’ Figure 4. Nail from the dry group showing several hypereosinophilic
D L : nuclear shadows and onychokaryosis. Insert: one fusiform basophil-
Figure 3. Nail from the formalin group. Onychocytes borders are : ; P

: A in ‘ ic nucleus (upper half) and several hypereosinophilic “stains” in the
better seen in the PAS staining. PAS x400 (original magnification). 2 PP 'YP P : :

s B -enter of onychocytes. H&E x100 and x400 (original magnifica-
[Copyright: ©2013 Werner et al] center of onychocytes. H&E x100 and x400 (original magnifica

tion). [Copyright: ©2013 Werner et al.]
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Figure 6. Nuclei in the subungual region (parakeratosis) in a nail of  Figure 7. Bacteria in subungual region in a nail of the formalin

the formalin group. H&E x400 (original magnification). [Copyright: ~ group. H&E x400 (original magnification). [Copyright: ©2013
©2013 Werner et al.] Werner et al.

Research | Dermatol Pract Concept 2013;3(3):4
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dimipitol@yahoo.com.br

43


mailto:dimitrius@forp.usp.br

