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SUMMARY

Introduction Carbohydrate-deficient transferrin (CDT) has been suggested as one of alcohol abuse
indicators having produced good results in forensic medicine for years.

Objective The aim of the study was to identify correlation between present methodology of alcohol
abuse diagnosis at autopsy (macroscopic and microscopic findings) and CDT examination using the
method of isoelectrofocusing (IEF) in polyacrylamide gel electrophoresis (PAGE). We also analyzed if
the time interval between the moment of death and blood sample collection influences CDT findings.

Methods The method used for CDT analysis was IEF-PAGE. Sera of 49 males and 11 females aged 14-87
years, average age 46.85+18.53, were used in this study. Control group consisted of five patients who
died after medical treatment that lasted longer than 15 days, and five patients who started Disulfiram
therapy in controlled hospital environment.

Results The results obtained in CDT examination in dead bodies’ sera showed sensitivity 59% and
specificity 71%. A high incidence of falsely positive CDT result was noticed in liver failure and cirrhosis
of non-alcoholic origin. CDT analysis is also possible to be done in samples collected postmortem up
to 76 hours.

Conclusion In forensic medicine, the method of CDT determination is reliable for the diagnosis of alcohol
abuse.
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INTRODUCTION

Pathological changes caused by chronic alco-
hol abuse could considerably contribute to the
cause of death and, on the other hand, changes
in psychic sphere of an alcoholic could initiate
accidents, homicides and suicides. Further-
more, withdrawal-related death is an entity that
must be considered in cases of sudden death in
the alcoholic [1, 2].

Changes related to chronic alcohol abuse
occur either indirectly, due to alcohol abusers
accidental falls (prominent body part injuries,
chronic subdural hematoma, etc.) or directly
due to toxic effect of alcohol as well as its highly
reactive metabolite — acetaldehyde. In postmor-
tem diagnosis, the traditional methods used to
identify alcoholism are autopsy findings, histo-
logical examination, medical records, heteroan-
amnestic data and blood alcohol concentrations.
Alcohol related pathological changes are non-
specific and they could be found in numerous
diseases. The same changes of the liver could
be found in obesity, defects in fat metabolism,
various kinds of hepatitis, hypoxic damage of
hepatocytes, as well as toxic liver damage (chlo-
rophorm, arsenic, carbo-tetrachlorid, bacterial
toxins, etc). Because of relatively non-specific
pathological features, the difficulty in interpret-

ing blood alcohol levels for the purpose of an
alcoholic and the lack of valid heteroanamnes-
tic records, it is necessary to establish a reliable
biological marker for alcoholism identification
in forensic practice [3].

Various biological markers such as methanol,
phosphatidylethanol or fatty acid ethyl esters
(FAEE) are found to be usable even on dead body
material [4, 5]. Carbohydrate-deficient transfer-
rin (CDT) has been suggested as one of alcohol
abuse indicators. Experience with CDT on dead
body material is still humble [1, 2, 3, 6-9].

Serum trasfferin (Tf) occurs in at least seven
isoforms: hexa-, penta-, tetra-, tri-, di-, mono-
and asialo-trasferrin with different pIs (isoelec-
tronic points). In healthy person, the tetrasialo
isoform accounts for about 80% of all circulat-
ing transferrin. The term CDT refers to iso-
forms with pIs>5.7, i.e. asialo-Tf, monosialo-
Tf and disialo-Tf [8]. CDT increases to above
normal values after more that 50-80 g (males)
and 40 g (females) of alcohol daily intake and
for the period longer than one and up to four
weeks [4, 9-12]. After a few days, CDT values
show a fast increase in the serum of the alcohol
abuser, to decrease towards normal values after
the discontinuation of alcohol intake [13, 14,
15]. During abstinence, CDT serum concentra-
tion returns to normal values again after one
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and a half to two weeks [10, 15-18]. Raynard et al. [19]
stated that the CDT half-time is 17+4 days.

Transferrin itself is glycoprotein stable at room tem-
perature, resistant to spontaneous and microbiological
decomposition [20]. These features are desirable in fo-
rensic work because it enables analysis even after longer
postmortem time.

OBJECTIVE

The aim of the study was to identify correlation between
the present methodology of alcohol abuse in the diag-
nostics of dead bodies (macroscopic and microscopic
tindings) and CDT examination using the method of iso-
electrofocusing (IEF) in polyacrilamid gel electrophoresis
(PAGE) with samples prepared by Rivanol according to
Sagan [21]. At the same time, the application of IEF-PAGE
method in forensic work was also evaluated. We exam-
ined if the time interval between the moment of death and
blood sample collection influences CDT findings.

METHODS

In this study 60 dead bodies were initially examined at the
Institute of Forensic Medicine of the Belgrade School of
Medicine. Since the records of one case were not available,
a total of 59 dead bodies were analyzed (47 males and 12
females) aged 14-87 years.

For each subject the data about age, sex and alcohol
abuse were collected as heteroanamnestic data from the
closest relative, or from medical records and/or police re-
ports. For 10 of 57 subjects it was proven that they have
not consumed alcohol during past 15 days. This group was
assigned as a control group and included five patients treat-
ed at the Emergency Center due to trauma, and who died
after medical treatment that lasted longer than 15 days,
but were without pathoanatomic findings or anamnestic
alcohol abuse data, and five patients who started Disulfiram
therapy in controlled, hospital environment.

The cases were subjected to postmortem macroscopic
and microscopic analysis with a special attention to the
changes specific for alcoholism such as fatty liver, cirrhosis
or hepatitis, atrophy and fibrosis of the pancreas, brain
atrophy and fibrosis and hypertrophy of the heart [1].

For measurement of alcohol and CDT concentration,
a total of 57 blood samples were drawn from the femoral

vein during autopsy. Alcoholemia was established using
the standard method of gas chromatography. The sera were
derived by centrifugation in a very short period of time
after collecting (up to 1 hour), then stored at -20°C. CDT
concentration was analyzed by IEF-PAGE. It is well known
that by using IEF (as well as capillary electrophoresis and
HPLC), the fractions of asialo- and monosialo-transferin
(Tf) are not identified in the serum of healthy subjects.
This makes this technique adequate for CDT analysis [8].

Transferrin standard was made of serum pool of blood
donors.

The data obtained were analyzed by SPSS software (av-
erage values, mediana, modus, X?), while specificity and
sensitivity were used for evaluating the model.

RESULTS

Fifty-nine subjects were included in the study with com-
plete data (47 male and 12 female), of the average age
46.85+18.53 years; the youngest was 14 and the oldest 87.
The average age of males and females was 47.96+18.81 and
42.05£17.51, respectively (t=1.016; p>0.10).

In 38 cases blood samples were collected in the interval
shorter than 36 hours postmortem, while 19 blood sam-
ples were collected after that period (the longest interval
was 76 hours). In 24 analyzed cases CDT values were posi-
tive; in 18 cases up to 36 hours postmortem and in 6 cases
after 36 hours. There was no significant difference between
these groups (x*=1.29, p>05).

In 22 of 31 subjects for whom it was undoubtedly stated
that they had not consumed alcohol in the last 15 days of
life CDT was not found. CDT was found in 14 of 26 sub-
jects who had consumed alcohol in the last 15 days of life
(x*=5.342, p>05) (Table 1). This shows that the presence
of CDT in the analyzed sample was not accidental but was
the result of drinking habits. According to these results, it
is concluded that the sensitivity of CDT analysis was 59%,
and specificity 71%.

The presence of alcohol was found in 10 subjects; al-
coholemia was above 1%o in three subjects (which means
that they must have taken over 70 g of alcohol) while CDT
was positive. All this allows the conclusion that they were
chronic alcoholics. In three of seven other subjects who had
alcoholemia lower than 1%o, CDT was also positive.

In our analyzed sample, 12 subjects had severe liver dis-
ease and in eight subjects CDT was positive (three subjects
were drunk having 1-2.55%o of alcohol).

Table 1. Number of nonconsumers and consumers that were CDT positive, had liver disease on autopsy and increased alcohol concentration

of over 1%o

Nonconsumers (n=31) Consumers
Parameter Control group Heteroanamnestic data Heteroanamnestic
(n=10) (n=21) data (n=26)
CDT positive 0 9 14
Liver disease autopsy 0 0 3
Increased blood alcohol 0 0 3
concentration of over 1%o

n - number of subjects




Srp Arh Celok Lek. 2013 Mar-Apr;142(3-4):203-206

DISCUSSION

To evaluate CDT analysis values better, it was necessary
to determine if the patients had consumed alcohol in the
past 15 days. The knowledge of this was important in the
study, as half-life of CDT is 15 days and its significant con-
centrations in circulation could not be expected after that
period of time [10, 15, 16, 17, 19]. In all cases with medical
treatment longer that 15 days (based on Emergency Center
records of patients’ histories), these data were valid. The
problem appeared with those died at the spot (except for
ten cases of acute drunkenness) thus, in all others, we used
heteroanemnestic data regarding alcohol consumption and
drinking habits.

In the literature, we have found that valid CDT results
are obtained 36-72 hours postmortem [2, 3, 6, 7, 22, 23].
Our results are coherent with the data of transferrin re-
sistance to spontaneous and bacterial decomposition that
makes it adequate for alcohol detection in dead bodies
even when the interval from the moment of death up to
blood samples collection is longer. Some blood samples
drawn from dead bodies showed a lower or higher level
of hemolysis. However, hemoglobin does not disturb the
identification of CDT focused in further pH area gel.

We have to point out that it was a hard task to obtain
valid data on the following: if the subject had consumed
alcohol within 15 days prior to death on the spot or after
the survival time shorter than 15 days. Cases, where we
could not obtain valid data of drinking habits on the basis
of heteroanamnestic data, were grouped as those who had
not consumed alcohol in the past 15 days. Thus, the ob-
tained values of specificity and sensitivity can be regarded
as the possible lowest values. The analysis of the obtained
results led to the conclusion that CDT analysis on dead
body material is the valid diagnostic procedure in alcohol
abuse determination.

It can be found in the literature that CDT values are not
in strong correlation with the quantity of alcohol intake.
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dopeH3NUKM acneKkT NOCTMOPTaNHe aHanuse TpaHcdhepuHa C HeaoCTaTKOM
YI/bEHUX XUAPaTa Kao mapKepa 3noynotpebe ankoxona

BecHa lMonoswh', TatjaHa AtaHacujesuh', CnobogaH Hukonuh', Hatawa boxuh?, 3opaH Byjuuh?, Jenena Muuuh-Jlabynosuh’
"MHcTnTyT 33 CyacKy meauumHy, MeguumHckn dakynteT, YHnBep3uTeT y beorpapy, beorpag, Cpbuja;

2 leHTap 3a xemujy — UXTM, Beorpag, Cpbuja;
*Xemujcku akyntet, YHuBep3uteT y beorpagy, beorpag, Cpbuja

KPATAK CAZIP?KAJ

YBop lMNocneamux rogmHa TpaHchepriH C HeOCTaTKOM Yyribe-
HUX xupapaTta (eHrn. carbohydrate-deficient transferrin — CDT)
jenaH je o Mapkepa 3n10ynotpebe ankoxosna Koju je mokasao
Haj6osbe pesynTaTte y CyACKOj MEAULIMHW.

Linmb papa Lins ctyamje je 61o ga ce oppeau Kopenaumja nsmve-
hy akTyenHe meToponoruje AnjarHo3e 3noynotpebe ankoxona
Ha MOCTMOPTAIHOM MaTepujasy (MakKpOCKONCKM U MAKPOCKON-
CK1 Hanas) n ogpehmearba CDT kopuwherem METOAE NCOeNEK-
TpodoKycupatba (eHrn. isoelectric focusing — IEF) y nonvakpwvna-
mugHoM reny (eHrn. polyacrylamide gel electrophoresis — PAGE).
YTBphuBaHo je ga nu nHTepBan n3mMehy BpemeHa CMPTU 1 y3u-
Matba y3opaka 3a CDT aHanu3y yTuye Ha Hana3 CDT.

MeTope papa 3a aHanusy CDT kopuwwheHa je metoga IEF-PAGE.
3a cTyaunjy cy aHanusmpaHu cepymu 49 mywkapaua u 11 xe-
Ha NpoceyHe ctapocTy o 46,85+18,53 roanHa (pacnoH 14-87
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rofunHa). KOHTponHy rpyny YMHUNO je NeT nauujeHaTa Koju cy
YMPAIN HaKOH 6OSTHUYKOT Neyetba Koje je Tpajano ayxe of 15
[JaHa 11 neT naumjeHaTa Ko KojuXx je y KOHTpOonMcaHUm 601HNY-
KVIM yCNIOBMMa MOYesio neyere Ancyndupamom.

Pesyntatu [lo6vjeHn pe3yntaTi nokasyjy fia OBa MeTofa aHa-
nu3se CDT Ha NOCTMOPTAIHOM MaTepujany MMa CEH3UTUBHOCT
of 59% v cneuyunduryHocT og 71%. Bucoka yyectanoct naxHo
NO3UTUBHYX pe3ynTaTa yTBpheHa je Kop oborbetba jeTpe u uy-
po3e HeankoxonHor nopekna. AHanusy CDT je moryhe pagntu
1 13 y30paKa y3eTux fo 76 caTi HaKOH CMPTW.

3aKs/byyak Y CyacKOMeULIMHCKOj Npakcu OBa METOAA aHanw-
3e CDT moxe ce KOpUCTUTU 33 ANjarHOCTUKOBaHbe XPOHUYHE
3noynoTpebe ankoxona.

KmbyuHe peuun: ankoxonvsam; TpaHCGepUH C HeOCTaTKOM
yribeHux xuapata (CDT); noctmopTanHa aHanu3a; cneundony-
HOCT; CeH3UTUBHOCT
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