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Table 1. Indications for amnioceniesis.

age = 35 16(12.6)
Abnormal low 83(65.4)
Triple M. high 12( 9.4)
Prey pregnancy with

. 5(3.9)
congenital anomaly
Abnormal USG 3 2.4)
Others 8(6.3)
Total 127(100}

cultured cells were trypsinized in flasks and harvested in
situ on covership dish. Chromosome preparalions were
GTG-banded. Trypan blue was used to identify live cells
as the vital stain; 0.1 mi of amniotic fluid was incubated
with 20 pl trypan blue at 37°C for 5 min before being
examined on a counting chamber (haemocytometer).
Total and viable cells were counted using light microscopy
{(Byrme ef al, 1991} three times in every sample and a
mean value was acceplted for the statistical analysis of
the resuits. The multiple regression analysis using SAS
vackage was applied.

RESULTS

Amniccyie culture and karyotype analyses were successiul
in 124 of the 127 cases, and the overall success rate was
97.6%. Among these, cell cullures were performed in 89
cases by only in situ method and in 22 cases by both flask
and in sifu method. 3 cases of culture failure were observed
in only in sifu method (Table 2). The mean gestational age
and volume of aspirated amniotic fluid were 12.2 week
and 19.0 ml respectively. Total and live cell numbers of
amniotic fluid were 5.94 x 10%ml and 3.83 x 10%ml (Table
3}

With respect to the fotal and five cell numbers, there is

Table 2. 127 Consecutive cullures of amniocytes.

Table 3. Means of gestational age, aspirated volume, total cell

Mean = 8D Range
Gestational age 18.2 225 14.0-28.0
Aspirated Volume 19.0 =28 14.0-30.0
Total cell (< 104mh 594 +6.94 0.50-51.2
Live celf { x 10%mi) 3.85x4.14 0.17-30.0

Table 4. Means of gestational age, aspirated volume, total cell

Gestational ~Aspirated Total Cell Live Cell
Age Volume (x10%mly (< 10%mi)
In situ 19.5+x2.6 19723 79868x2814 516471
{15-29) {14-30} {1.0-51.3) {0.2-30.0)
Insitu+ 157x13 185x30 234131 1.36 +0.89
Flask (14-19) (14-24) (1.0-5.5) (0.5-2.8)
Flask 188228 157222 200187 1147113
(14-24) {14-20} (0.5-7.3) (0.2-4.5)
Culture 19.0x30 167x29 3.08z038 183054
Failure (16-20) (15-20) (2.8-3.5) {1.3-2.3)

Hesult Method No. of Cases (%)
Success In sitis 88 (70.1)
Iy sifu + Flask 22 (17.3)
Flask 13(10.2)
Failure In sity 3(2.4)
In situ + Flask 0(0.0)
Flask 0{0.0)
Total 127

g little difference among the culture groups, as shown in
Table 4.

The cultured cells had been harvested from the 5th
day since set-up and the mean culture duration uniil
harvest was 8.15 days. And the mean number of colony
per coverslip was 7.2 (Table 5).

DISCUSSION

Not only are the fetal anomaly rates increasing but also
are the lechnigues for prenatal diagnosis developing and
the frequencies for the tests are on the increase more and
more. Among them amnioceniesis is the most frequent
test and usually performed between 16 and 22 weeks of
the gestation. If the abnormal result of amniocentesis is
obtained, making termination difficult, the successive and
rapid culture is very important in the analysis of fetal

Table 5. Number of dishes, culture duration and colony
frequency in in situ culture method.

No. of Days until No. of
Dishes Harvest Colonies
797 x2.15 815+ 1.01 7.20 %326
{4.0-16.0) {5.0-10.0) (2.0-16.0)
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karyotype,

The prenatal detection of chromosomal aberrations
dtured amniocytas has been practised worldwide
with an acceptably low mi{ There are two methods of
chromosomal harvesting which are commonly in use: the
i or ‘coverslip culture’ techr ;E(’;’ME’ and the ‘trypsinization
e or flask culture” method. merous European
ries it took 13.4 and 15.7 f:é.a ss for the ‘in siti/ and
nization’ technique respectively from amniocentesis
s. It takes longer in culture than any other pro-

Culture flasks (T-258) are usually used as the
vessels for amniocytes culture and culture duration
{ays as usual in suspension harvest which is not
for clonal analysis. It was reported that early amniotic fiuid
: 25 as early as *h Mih - 14th of gestational age
?\@VH et al., 1990; Djalali ef g/, 1892, Jmf@msen et al,
) and even the samples of small volume {(Byrme ef
3613 could be cultured using in sify culture, But the
i fetal loss rate was reported 1o be about 4.2% (Dunn
md(mm flow, 1990) and the frequency of pseudomosaicism

ther in early amniocentesis than the amnioceniesis
rimester (Kennerknecht et al, 1892). In addition,
the culture failure rate of in sifu technique was higher than
iha‘i ask, even higher when the quality of amniolic fluid
was not good and the cell numbers were few. But, we
could decrease not only the culture duration untii harvest,
but also the possibilities of pseudomosaicism in in situ
harvest of the weli-grown

g
cre
th

harvest because of selective

cells and clonal analysis
We decided the culture method as a condition of amniotic
fluid and the overall success rate was 97.6%. 3 cases of
culture failure were observed only in in situ method. Tolal
and five cell numbers were increasing with the gestational
e but decreasing after the 21th week. The amniocyle
culture which would be supposed 1o be failed owing io
elasped time after sampling, volume and pellet of amniotic
fluid and cell numbers was set up by both in sifu and flask
d. And the numbers were much higher than those
f ;my in situ culture group. 11 is supposed that not only
optimal culture condition, quality control of culture medium,
i xchnigue but also live cell numbers per dish

- N‘,v 5”&?}

E d cells had %;fsam hawesﬁed from the 5th day
et-up in only in siftu method. The g@%*aﬁfuﬂai age,
f amniotic fluld, total and live cell numbers did

e 8¢
va}iue’% e o
ot have any effects on the mean harvest day. The factor
at significantly influenced decreasing the mean culture
f%dyS was the numbers of dish set (unpublished). The more
were the dishes sel, the earlier were the cuitured cells

harvested. It was supposed for the cultured celis to be
harvested even in the small ”OiGPE%S ffmd the mean number
of colony per coverslip was 7.2 supposed that we
could perform not only in situ q:uiiue’a f@r correct and rapid
result but also flask culture in parallel with it as a back-up
in order to lessen the culture failure rate and the mean
culture days.

Therefore, it Is suggested that in sifu technique is oplimal
for amniocyie culture necessary for the clonal analysis
and more useful even when both techniques are simul-
taneously performed.
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