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Abstract :

Objectives : To determine a proper time for neutralizing the decalcified specimen by rinsing with tap
waler

Methods Fix pork from fresh market in routine fixative for 24 hours, put into 5% nitric acid for 24

hours to 7 days. Then rinse in running tap water for 1-48 hours. Process and cut the specimens into slide,
stain with H&E stain. Distribute to three pathologists to evaluate the quality of staining and microscopic
detail.

Results : Neutralizing for 2 hours or longer yields similar microscopic features to the specimen
that soaked in acid for 72 hours or less. The histologic feature is not recovered in the tissue that soaked in
acid longer than 72 hours, no matter how long it is neutralized.

Discussion : The result shows no benefit in rinsing the decalcified specimen longer than 2 hours, and
soaking in acid longer than 72 hours causes permanent artifact.
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INTRODUCTION

To avoid histologic artifacts in tissue
decalcified by acid, reduction of acidity in the tissue
before further histologic process is necessary. Rins-
ing in running tap water is a simple procedure used
for this purpose, along with other methods using
chemical reagents such as lithium carbonate.'? The
duration of this process is varyingly suggesied from
1 hour to 24 hours. "

In this experiment, it is found that the low-
est rate (o keep tap water running continuously is
700-1,000 ml. per minute. That means the longer the
period used for rinsing, the more expensive the pro-
cedure. Determining the shortest rising period that is
sufficient to reduce the artifacts can reduce excess
expense.

MATERIALS AND METHODS

Cut fresh pork prepared from a fresh market
into multiple 1x1 em squares which are 0.3 cm thick;
fix in 10% buffered formalin for 24 hour, Pul the
fixed tissue into 5% nitric acid for varying duration;
24 hours, 48 hours, 72 hours, 5 days, and 7 days.
Then, rinse each group of samples from the different
periods of acid treatment in running tap water for
varying duration; | hour, 2 hours, 4 hours, 6 hours,
12 hours, 24 hours, and 48 hours. We performed the
experiment on 3 samples for each final set of expeni-
ment, Then, we submitted all samples for routine his-
tologic process and stained with H&E stain, Slides
were distributed to three pathologists for evaluation
of the quality of staining and histologic features,
including nuclear and cytoplasmic detail. Scoring
of the evaluation was set as | = unsatisfactory, 2 =
acceptable, 3 = satisfied. We compared the ranking
result of each pathologist and used the mode of satis-
factory ranking as the cut-off point of satisfied sec-
tion,

RESULT

All pathologists agree that the samples that
soaked in acid 24 hours, 48 hours, and 72 hours
showed good histologic staining and microscopic
features after being rinsed for 2 hours. There is no
significant difference between rinsing for 2 hours and
rinsing for a longer period. Scoring of satisfactory
was shown in figure 1, All samples that soaked in
acid longer than 72 hours showed too much eosino-
phil stain and were not be able to be corrected by
rinsing them in tap water after 48 hours,

DISCUSSION

This study is a pilot study, using pork ske-
letal muscle instead of bone because it is feasible
and because, in general practice, pathologists are con-
cerned with histologic staining and detail of cell
rather than with the bone matrix.

The result shows that for samples decalci-
fied 72 hours or less, there is no benefit to rinsing
them longer than 2 hours. The duration of sitling in
acid less than 72 hours does not have an impact on
the rinsing period and soaking in acid longer than
72 hours causes staining artifact unrecoverable by
rinsing in running tap water.

In this experiment, each sample was cul
equally into Ix1x0.3 cm sections, as is generally
done in routine histologic laboratory. By doing this,
the influence of specimen size was excluded. The
results of this experiment can be applied to general
practice.

The result also guides that it is better to
resize the samples inta small pieces before decalcify
them in order to prevent permanent artifacts caused
by soaking in the acid too long.
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Figure |. Concordance of pathologists in satisfactory scoring of the specimen sat in acid for 24 hours,
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