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The literature survey provides no evidence about the presence of sugars in
the allantoic liquid of hen embryos, both healthy and inoculated with
material, obtained from patients with viral (infectious) hepatitis (VH).

In the present report the results are discussed of the chromatographic in-
vestigation of allantoic liquid for sugars, following inoculation of hen em-
bryos with infective material from VH patients.

Material and method

3 ml blood is obtained from each VH patient, undergoing treatment at
the Clinic of Infectious Diseases — Higher Medical Institute — Varna.

All patients were in the icteric phase of the disease, with jaundice dating
dack one day prior to prelevation of the material. The affections were of
middle degree severity as per general clinical assessment.

The blood was subjected to centrifugation at a speed 2500 revolutions/min,
for a duration of 10 minutes. Hen embryos at the 12th day of developmental
stage were inoculated with 0.2 ml serum. They were of the Leghorn species.
Contamination was effected in the allantoic cavity. Cultivation was per-
formed in a thermostat maintaining the temperature at 37°C.

The allantoic liquid for investigation was taken on the 13th, 14th, 15th,
16th, 17th and 19th day at the rate of 5 samples per day, and on the 18th
and 20th days — at the rate of 3 samples from different inoculated embryos.

An equal number samples of non-inoculated embryos served as controls,
at the same stage of development as well as further 4 samples from the
12th day of embryonal development.

2 ml allantoic liquid was employed for chromatography, accordingly
deprived of proteins with 8 ml 96° ethanol (alcohol). Next desalination was
carried out according to the method of White and Hess, as modified by
Kopecky(8, 6).Onedimensional descendent chromatography on paper FN No. 1
was carried out at 20@€. The paper bands measured 18 cm in width and
43 cm in length. The start was distant 9,5 cm from the edge of the band.
The drops were with diameter ranging from 0,3 to 0,7 cm. A test of 1%
solution of 11 sugars: raffinose (melitose), lactose, maltose, saccharose,

galactose, glucose, fructose, arabinose, xylose, ribose and rhamnose was
plotted on each band.
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Table 1
Non-Jnoculated hen enbryos Inoculated hen embryos
Nurrber of hen enmbryos
Nurbey of Number of Number of Nuber of
sanpr&s saples s.garg
i 4 3
13 b 6 5 7
14 5 8 5 10
15 5 10 5 “
16 5 10 5 15
17 5 13 5 20
18 3 7 3 9
19 5 20 5 28
2 3 n 3 15
Table 2

Number of allantoic liquids In which sugar is detected

Type of sugars
Non-inoculated hen embryos Inoculated hen embryos

Raffinose
Lactose
Maltose
Saccharose
Galactose
Glucose
Fructose
Arabinose
Xylose
Ribose
Rhamnose
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The system N-butanol: ethanol: water = 40:11:19 was used as a solvent.

The mixture 0,5 gr benzidine, 20 ml icy acetic acid and 80 ml 96°
ethanol was used as detector number one. It produced the yellow-brownish
tinge of the hexoses and disaccharides, whereas pentoses — red-brown (1).

The mixture used as detector two contained 5 gr carbamide disolved in
20 ml 2-normal acid salt and 80 ml 96° ethanol. The latter mixture stains
the fructose and oligosaccharides, containing in their molecule fructose
blue, whereas the rest of the sugars — pale yellow (5).

The chromatograms were dried at room temperature, and thereafter kept
at 105° for further 10—15 minutes till full detection.

Thirty six samples were obtained from the inoculated and 40 from the
control embryos. Two chromatograms were obtained of each sample, stai-
ned with developer number one and two. In all, 152 chromatograms were

performed.
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Results

1) It is obvious from table 1that the number of sugars within the allan-
toic fluid of inoculated and non-inoculated embryos rises with the lapse of
time after the inoculation day — for example, on the 15th, 16th, 17th day.

The table shows moreover, that in the allantoic fluid of inoculated
embryos, in comparison with control embryos, a greater amount of sugars
are established at the same post-inoculation day and equal number of
samples.

2) Table 2 shows that in the allantoic liquid of controls the disac-
charides are absent. They are met in the liquid of inoculated embryos,
with a growing incidence of lactose, maltose and saccharose in particular.

3) The hexoses — glucose and galactose — are encountered with equal
incidence both in experimental and control liquids, whereas fructose is
more frequent in the liquid of inoculated embryos.

4) The pentoses — xylose, ribose and rhamnose — are discovered two-
three-fold more frequently in the liquid of inoculated embryos as com-
pared to controls.

5) Arabinose is found very often and in equal quantity both in contr<?ls
and experimental embryos.

6) Raffinose is not detected in any of the samples, neither experimental,
nor control liquids.

Inferences

Through chromatographic analysis of the sugars found in the allantoic
liquid of hen embryos, inoculated on the 12th day of their development
with 0,2 ml serum, obtained from patients with wiral hepatitis in the icteric
phase of the disease, it has been established that the amount of sugars in
the liquid of the inoculated embryos is higher and their appearance more
variable as compared to those found in the controls. Within the liquid
of experimental embryos, disaccharides — maltose, lactose and saccha-
rose — are detected which are absent in the liquid of controls. Fructose
is found rather often in the liquids of inoculated embryos. The pentoses:
xylose, ribose and rhamnose are encountered two-three-fold more freque-
ntly : in the liquid of inoculated embryos. No relevant evidence was
found for raffinose.
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HANMNYUE CAXAPOB B A/INAHTOUCKOW XWAKOCTU KYPUHMX 3MBPVOHOB,
MHHOKYTMMPOBAHHBELX MATEPUANOM OT BOJIbHb1X BWPYCHBIM TEMATUTOM

(MpepBapuTesbHOe COO06LLEHME)

An. CtaHnues, . MaHaitoToB, E. Cnasosa n I'. KanpensH

PE3IOME

Mpn oMoy XpomaTorpauyUeckoro aHaamsa caxapoB B ai/laHTOMCHONA
XMAKOCTA KYPUHHX 3MOPWOHOB, WHHOKY/IMPOBAHHHX Ha 12-bll AeHb WX
pa3sutmsa 0,2 MN CbLUOPOTKM KPOBWU OT 6ONbHHX BUPYCHHM renaruTom B
XENTYLWHON (hase 6GOME3HN YCTaHABNMBAETCH, UTO YMC/IO CaxapoB B KWUA-
KOCTM WHHOKY/IMPOBaHHHX 3MOPWOHOB GO/blle, a UX Bup 6onee pasHoo6pa
3HbW. B >XMAKOCTU NOJOTLWTHMX 3MOPUOHOB OOHapYXeHH AncaxapuiH:
NaKTo3a, ManbTo3a M caxapo3a, KOTOPHE He YCTaHaB/MBAKOTCA B XKULKOCTU
KOHTPO/IbHMX 3MOPUOHOB. [JOBONIBHO 4acTO B XXWUAKOCTWM WHHOKY/MPOBaHHHX
3MOPNOHOB MMeeTca (PpyKTO3a. MeHTo3n Kcmnosa, pvubo3a M pamHO3a BeTpe
yatoTes B 2—3 pasa Yalle B XKMAKOCTU WMHHOKY/NUPOBAHHHX 3MOpWOHOB. Pa-
(mHOo3a He GHMla AOKasaHa.



