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THE EFrect OF DECALCIFICATION ON THE
MICROSPECTROPHOTOMETRIC DETERMINALION Oy DNA

1. B Gmenez, C}. Contt ann RO Caskang, Deparbnent of Radwbiology
National Atomuc Energy Commusswon, Buenos Anes, 1429, Argenting

Couventional methods of decalaticanon using aads depobymcernize nucicen
aads. This is a serons handicap tor macrospectiophotometrne suudies on the
DNA content of calatied ussues. In the invesngaton reported here we have
evaluated ditfercat decalctyig agenis tor tns purpose. Liver, spleen, and
maxillae of adult Wistar rats were exposed to the acuon of mitiic sud, prere
acid, and EDTA.

Tissues were subjected 1o the action of 7% mitnc acid for 9, 12, and 24
hours, and for 3 days. ln picric acid (Bouin fixative) the exposure lasted 3
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days, and in EDTA-uris pH 7 (ED1A 10% in 0.1 M tnis, adjusted 1o pH 70
with KOH pellets {Fulliner and Link 1964]), 15 days. The Feulgen reacuon
was carried out using 5N HCI ar room tempcerature and hydrolysis penods
of different duranon (De Cosse 1966, Deitch 1967). Microspectrophotometric
readings were obtained using a Zeiss Cytoscan with automatic stage under
conditons described in a previous report (Giménez 1977).

Tissues treated with nitric acid and picric acid showed severe losses of
nuclear DNA . In uiost cases the Feulgen reacuon gave a complerely negative
response. Maierial exposed to the acunon of EDTA-Tris pH 7 yielded
hydrolysis curves sumilar 10 the controls (Fig 1); the ploidy refationshun ot
the studied tissues was not affecied (Table 1)

Our results obtained in the cells of dilferent ussues apparentiv i are
that neither the amount of DNA in ussues nor the stoichiomerey -4 ahe
Feulgen reacton is moditied by treatment with ED TA-ns ar 9% 7 Conse
quently, we believe that ussue decalcificaunon achieved hy this method tau He
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Pante | DNA Amounts N Contror anu ED LA 1uis Treaitn Lessues

EDTA v 1D days

Cell n N Conttol DNA N DNA
Hepatoovies 2 M) 261 x 420 50 2 Qb 24
: 4 10 5549 £ 094 40 563 2 044
Lymphocytes 2 50 252017 o) 206 02b
Conncdtive 2 50 2588 01y 40 274 x U 3L
Tissue Celis
Osleoscyles 2 - - [ ] 275 2
Epuhetal Cofls 2 - - 30 288 r 032
Oduomoblasts 2 - - 30 2HE 2029

DNA values are given i arbitrary unis £ 8.0, N: aumber of cells measured, n. plody dass

used a> a routne techmque preceding microspectrophotometric studies of
DNA in calditied tissues.
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