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The Use of a Nonradioactive Digoxigenin Labeled
Probe for Detection of Apo(a) Gene Size

Abstract: Elevated lipoprotein(a) [Lp(a)]
concentrations are associated with premature
coronary heart disease and early myocardial
infarction. In the general human population
the sizes of apolipoprotein [apo(a)] isoforms
are inversely associated with lipoprotein(a)
levels. Large isoforms are associated with low
Lp (a) and small isoforms with high Lp(a) in
the plasma. The size of the polymophism is
directly correlated with the number of
kringle-4 domains in apo(a). It has been
shown by quantitative Southern blotting, and
more recently by pulsed-field gel
electrophoresis, that polymophism is the
result of differences in the number of tandem

apo(a) gene and does not detect other
genomic sequences under the blotting
conditions. We determined plasma Lp(a)
levels by ELISA and compared them with the
size of the apo(a) gene. The latter were
determined by dot blotting of plasma samples
from 50 coronary artery disease patients
(angiographically documented) and 50
healthy controls. Our results showed an
inverse relation between the Lp(a) levels and
the apo(a) gene size. This is consistent with
the literature. Our method has no radioactive
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Introduction

Lp(a) represents a class of lipoprotein particles
defined by the presence of apo(a), a unique glycoprotein
linked by a disulfide bond to apolipoprotein B-100 to
form a single macromolecule (1). Apo(a) contains three
different structural domains each having high amino acid
sequence homology with plasminogen. One of the
domains, called kringle-4, is present in multiple copies,
the number of which varies and is genetically determined.
This accounts for the size heterogeneity of apo(a) and
thus of Lp(a) (2-5). The size variation is inversely related
to the plasma concentration, thus the lower moleculer
weight isoforms are present in higher concentrations (6).

The Lp(a) particle is more atherogenic than LDL,
probably because it disturbs the balance between
thrombogenesis and fibrinolysis. High concentrations of
Lp(a) may favor atherosclerotic plaque formation by
inhibiting plasminogen activation (7, 8).

kringle-4 repeats in the apo(a) gene.

In our current study, we used a digoxigenin
labeled MP-1 probe which is specific for the

steps. It is rapid and easy to perform.

Key Words: Lp(a), coronary artery disease,
dot blot analysis, DIG-labeling, apo(a) gene.

In the general human population, plasma
concentrations of Lp(a) have been found to vary between
0 and more than 20 mg/dl. When Lp(a) is >30 mg/dl, the
relative risk of coronary atherosclerosis is almost doubled
(9). The concentration of Lp(a) is genetically determined
and only slightly influenced by environmental factors (10,
11). Numerous studies demonstrated an association
between elevated Lp(a) levels and the risk for coronary
heart disease, stroke and vessel reocclusion after aorto-
coronary bypass surgery (12, 13). Increased
concentrations of apo(B) and Lp(a) may act synergistically
to promote atherosclerosis. Subjects with familial
hypercholesterolemia have a mean Lp(a) concentration
two to three times higher than the mean of the healthy
controls (14).

The apo (a) gene is localized on chromosome 6 (q26-
27) in a linkage group with the plasminogen gene. Apo
(a) contains three motifs that are also present in
plasminogen: 1. a protease domain with 94% homology
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to the plasminogen’s protease domain, 2. a single
plasminogen like kringle 5-domain, 3. a multiple
plasminogen like kringle-4 domain. The apo(a) and
plasminogen cDNAs have been cloned and the two genes
are closely linked on chromosome 6 (q26-27). The two
cDNA sequences are remarkably similar (15, 16).

The size variation of the apo(a) gene is inversely
related to the plasma Lp(a) concentration because it is
observed that small alleles tend to be dominant over large
alleles in the establishment of the Lp(a) levels (17).

Thus when the gene size increases there is decreased
possibility for the Lp(a) molecule to be assembled from
the large size apo(a) protein which allows low levels of
Lp(a) concentration in the plasma. Conversely, when the
size of the gene is relatively small, then the small alleles
are dominant and the Lp(a) concentration in the plasma
increases. Thus it can be concluded that the Lp(a) level in
the plasma is genetically determined (18). In our study,
we used a probe MP-I, which was hybridized specifically
to the kingle-4 encoding region of the apo(a) gene but
not to the plasminogen or to any other of the apo(a) or
plasminogen pseudogenes. We determined plasma Lp(a)
levels by ELISA and compared them with size of the
apo(a) gene which was detemined by dot blotting in 50
angiographically documented plasma samples from
coronary artery disease patients and 50 healthy controls.
Our results showed inverse correlation between an Lp(a)
levels and the apo (a) gene size.

Materials and Methods
Subjects

High molecular weight DNA was isolated from
leucocytes of 50 coronary artery disease patients and 50
healthy controls following standard protocols (19). The
purity and amount of DNA samples were determined
spectrophotometrically (20).

Labeling of probe

The MP-I probe was enzymatically labeled at its 3" end
with terminal transferase by incorporation of a single
digoxigenin-labeled dideoxyuridin triphosphate (DIG-
ddUTP). Tailing buffer (potassium cocadylate, 1mol/l;
Tris-HCL, 0.125mol/l; bovine serum albumine, 1.25
mg/ml; Ph 6.6), CoCl, solution (25 mmol/l), 100 pmol
MP-1 probe, 50 units terminal transferase, DIG-ddUTP
(1 mmol/l) were mixed and brought to a final volume of
20 ul with ddH.0. Incubation was at 37°C for 15
minutes. The labeled oligonucleotide was precipitated
with LiCl, (4 mol/l). The solution was centrifuged. The
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pellet was dried under vacuum and dissolved in sterile
ddH,O. The 3" End DIG labeling and detection kit was
purchased from Boehringer Mannheim.

Hybridization and detection of the probes

DNA samples were genotyped by dot blotting using a
DIG labeled MP-I probe which was specific to the kringle-
4 region of the apo(a) gene. 1ug DNA was spotted into
the positively charged nylon membrane. DNA was bound
to the nitrocellulose by applying vacuum for 10 minutes
and fixed by UV cross-linking with transillumination at
254 nm. The membrane was prehybridized at 68°C for 1
hour. The filter was incubated at 54°C for 6 hours to
allow hybridization of the labeled probe. The membrane
was washed and incubated with buffer containing
antidigoxigenin-alkaline phosphatase conjugate. The filter
was incubated with color substrate solution containing 5-
bromo 4-chloro3-indolyl phosphate (X-phosphate) and
nitroblue tetrazolium salt (NBT). The color precipitate
started to form within a few minutes and the reaction
was usually completed after 16 hours. After the desired
spots or bands were detected, the reaction was stopped
by washing the membrane. The plasma concentration of
total cholesterol, triglycerid and HDL-cholesterol was
determined using a Biotrol kit with a RA-1000
autoanalyser. LDL-cholesterol was calculated by the
Friedewald formula and the plasma concentration of
Lp(a) was determined with a Biotrol Tint ELISA kit.

Statistical methods

Statistical studies were performed with the Student’s
t-test. Significance at p < 0.05 was considered positive.

Results

To determine the molecular basis for the size
heterogeneity found in the apo(a) protein, the structure
of the apo(a) gene was explored with a genomic blot
using an apo(a) gene specific probe (MP-1:5'-
TTCATGATCAAGCCACTGGAAATTCCAAAACGATACA-3),
which does not detect other genomic sequences (Figure
1) Under the blotting conditions we concluded that the
fragments which have a greater number of kringle-4
repeats tended to have more intense color development
than the shorter fragments. Also, after dot blot analysis
we observed dense purple spots on the MP-1 hybridized
DNA samples of the control group, but only faint or no
spots on sample from patients. Since the Lp(a) levels of
the patient group were significantly higher than the levels
of the control group (p<0.001), we concluded that the
level of plasma Lp(a) tends to be inversly related to the



size of the apo(a) gene. Triglycerides, total cholesterol,
HDL-cholesterol and LDL-cholesterol levels of the patient
and control groups were analyzed and compared within
groups. Triglycerides, total cholesterol and LDL-
cholesterol levels of the patient group were significantly
higher than the levels of the control group (p < 0.05)
(Table 1).

After dot-blot analysis we observed dense purple in
the control group, and light, or no spots on the patients’
MP-1 hybridized DNA samples (Figure 2).

Discussion

Nucleic acid hybridization is a powerful technique for
the detection of specific, complementary nucleic acid
sequences and is being used extensively for detection of
genetic disorders and molecular pathologies (21). With a
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few exceptions, DNA probing techniques require the use
of radioisotopes and toxic DNA extraction techniques
which render the method expensive, potentially
hazardous and time consuming. Most isotopic labeling
techniques use the isotope %P (half-life 10-14 days) and
require 3-10 days to visualize bands after hybridization
(22). The nonradioactive DNA labeling and detection
system is a safe, stable and sensitive system that is
suitable for a wide variety of nucleic acid hybridization
techniques (23, 24).

In this genomic blotting method we describe the use
of a digoxigenin labeled apo(a) gene specific probe that
has the advantage of using nonradioactive material. An
alternative nonradioactive approach is based on the
biotin-streptavidin system. This system suffers from two
disadvantages; 1) the ubiquitous presence of biotin
(vitamin H) in prokaryotic and eukaryotic cells, 2) a

Figure 1. Kringle-4  encoding
3 region of apo (a) gene.
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Table 1. The mean values =+
standard deviations of

patient and control

mean + SD mean + SD
groups.
Total Cholesterol 204.8 + 47.8 185.0 + 42.0
Triglycerid 178.0 + 75.2" 108.5 + 53.9
HDL-Cholesterol 335113 483 £ 134
LDL-Cholesterol 135.8 + 44.2" 115.3 +39.3
Lp(a) 38.3 + 18.6™ 25.6 = 22.7

"p<0.05, ”p < 0.001

249



The Use of a Nonradioactive Digoxigenin Labeled Probe for Detection of Apo(a) Gene Size

tendency for streptavidin to bind unspecifically to
immobilizing matrices such as nitrocellulose or nylon. A

nonradioactive  detection  method based on
digoxigeninated probes avoids these disadvantages (25).

The factors that influence the apo(a) gene size
detection by dot blotting include the patient’s Lp(a)
concentration, the amount of DNA applied for blotting,
the amount of digoxigenin labeled probe, and the
incubation time for hybridization. The amount of DNA
and incubation times for both prehybridization and
hybridization were kept optimal and the MP-I probe was
added in an optimized way to detect most, if not all, the
kringle-4 domains in the apo(a) gene.

In 30% of the controls with Lp(a) levels, the darkest
bands were observed. This was consistent with the
inverse relation between plasma Lp(a) level and apo(a)
gene size.

Lackner and co-workers used pulsed-field gel
electrophoresis to identify a large Kpn-1 fragment from
the apo (a) gene that contained most of the sequences

References

Figure 2. MP-I hybridized
DNA samples.
Dot Dblotting was
performed  using
1ug genomic DNA.
The  blot  was
hybridized with
100 pmol/ml of the
digoxigenin labeled
apo(a)  kringle-4
specific probe MP-I
as described in
methods.

encoding the kringle-4 repeats (18). This site was
identified by performing PCR using two oligonucleotides;
one from the 3' end of kringle-5 and the other from the
5' end of the protease domain of the the apo (a) gene.
Uterman and co-workers suggested an inverse
relationship between the size of apo(a) gene and the
amount of plasma Lp(a) (26). This observation was
confirmed (27). Our findings are also consistent with
these previous studies.

Although this method is not quantitative and not as
sophisticated as pulsed-field gel electrophoresis, PCR and
restriction procedures, our method is simple, rapid and
does not involve any hazardous techniques. As a result it
can be used for common screening of large numbers of
samples.

Correspondence author:

Yesim ILCOL

Uludag Universitesi Tip Fakiiltesi
Merkez Laboratuvar

16059 Goriikle, BURSA

1.

250

Albers J, Marcovina S, Lodge M. The
unique lipoprotein (a) immunochemical
measurement. Clin Chem 36:2019-
2026, 1990.

Salzer B, Stavljenic A, Jurgens G,
Dumic M, Radica A. Polymorphism of
apoliporpotein E, lipoprotein (a). and
other lipoproteins in children with type
1 diabetes. Clin Chem 39:1427-1432,
1993.

Sandholzer CH, Boerwinkle E, Saha N,
Tong M, Uterman G. Apolipoprotein (a)
phenotypes. Lp(a) concentration and
plasma lipid levels in relation to
coronary heart disease in a Chinese
population: evidence for the role of the
apo(a) gene in coronary heart disease.
J Clin Invest 89:1040-1046, 1992.



Uterman G. The mysteries of
lipoprotein (a). Science 246:904-910,
1989.

Scanu A, Fless G. Lipoprotein (a)
heterogeneity and biological relevance.
J Clin Invest 85: 1709-1715,1990.

Assmann G, Eckardstein A, Funke H,
Rust S, Sandkamp M. Analysis of
genetically  determined  structural
polymorphisms in apolipoproteins E, B
and (a). Curr opin lipidol 2:367-375.

1991.

Lawn R. Lp(a) in heart disease.
Scientific American 26-32, 1992.

Hopkins P. Wu L. Hunt S, James B,
Vincent G, Williams R. Lipoprotein (a)
interactions with lipid and nonlipid risk
factors in early familial coronary artery
disease. Arterioscler Tromb Vasc Biol
17. 2783-2792, 1997.

Lou S, Patel C, Ching S, Gordon J. One-
step competetive
immunochromatographic assay for
semiquantitative  determination  of
lipoprotein (a) in plasma. Clin Chem
39: 619-624, 1993.

Henriksson P, Angelin B, Berglund L.
Hormonal regulation of serum Lp(a)
levels. J Clin Invest 89:1166-1171,
1992.

Bartens W, Wanner C. Lipoprotein (a)
new insights into a atherogenic
lipoprotein. Clin Investig 72: 558-567,
1994.

Jurgens G, Taddei-Peter WC, Koltringer
P, Petek W, Chen Q, Greilber J,
Macomber PF, Butman BT, Stead AG.
Ramson JH. Lipoprotein (a) serum
concentration and apolipoprotein (a)
phenotype correlate with severity and
presence of ischemic cerebrovascular
disease. Stroke 26:1841-1848, 1995.

Cobbert C. Jukema JW, Zwinderman
AH, Withagen AJ, Lindemans J,
Bruscke AV. Modulation of lipoprotein
(a) atherogenicity by high density
lipoprotein cholesterol levels in middle-
aged men with symptomatic coronary
artery disease and normal to
moderately elevated serum cholesterol.
J Am Coll Cardiol. 30: 1491-1499,
1997.

Wu JH, Kao JT. Wen MS, WuD.
Coronary artery disease risk predicted
by plasma concentrations of high-
density  lipoprotein  cholesterol,
apolipoprotein  Al, apolipoprotein B,
lipoprotein(a) in a general Chinese
population. Clin Chem 39: 209-212,
1993.

Mclean J, Tomlinson J, Kuang WJ,
Eaton D, Chen E, Fless G, Scanu AM,
Lawn R. cDNA sequence of human
apolipoprotein(a) is homologous to
plasminogen. Nature 330: 132-137,
1987.

Forsgren M, Raden B. et al. Molecular
cloning and characterization of a full-
length cDNA  clone for human
plasminogen. FEBS lett 213: 254-260,
1987.

Gauish D, Azrolan N, Breslov JL.
Plasma Lp(a) concentration is inversely
correlated with the ratio of kringle
4/kringle 5 encoding domains in the
apo(a) gene. J Clin Invest 84: 2021-
2027, 1989.

Lackner C, Boerwinkle E, Leffert C,
Rahming T, Hobss H. Molecular basis
of apolipoprotein (a) isoform size
heterogeneity as revealed by pulsed-
field gel electrophoresis. J Clin Invest
87:2153-2161, 1991.

Jackson DP, Hayden JD, Quirke P.
Extraction of nucleic acid from fresh
and archival material. In: McPherson
MJ, Quirke P, Taylor, editors. PCR A
Practical Approach. New York: Oxford
University Press 1992, 29-49.

20.

21.

2z.

23.

24.

2b.

26.

27.

28.

Y. ILCOL. B. ILCOL. Y. TAGA

Downs M, Warnerd PJ, Turner A.
Optical and electrochemical detection
of DNA. Biomaterials 9:66-70, 1998.

Bagcr H. Usage of nonradioactive
probes  directly  labeled  with
horseradish peroxidase in the diagnosis
of B-Thalassemia. Turkish J Med
Sciences 26: 543-547, 1996.

Dykes DD, The use of biotinylated DNA
probes in parentage testing: Non-
isotopic
extraction. Electrophoresis 9: 359-
368, 1988.

labeling and non-toxic

Saiki RK, Walsh PS, Levenson CH,
Erlich HA. Genetic analysis of amplified
DNA  with immobilized sequences
specific oligonucleotide probes. Proc
Natl Acad Sci 86: 6230-6234, 1989.

Holtke HJ, Sagner G, Kesler C, Schmitz
G. Sensitive  chemiluminescent
digoxigenin-labeled
nucleic acids: A fast and simple
protocol and its  implications.
Biotechniques 12: 104-113, 1992.

detection  of

Zischler H, Nanda I, Schafer R, Schmid
M,  Epplen JT.  Digoxigenated
oligonucleotid probes specific for
simple repeats in DNA fingerprinting
and hybridization in situ. Hum Genet
82 :227-233, 1989.

Uterman G, Menzel HJ, Kraft HG, Duba
HG. Lp(a) glycoprotein phenotypes -
inheritance and relation to Lp(a)
lipoprotein concentration in plasma. J
Clin Invest 80:458-465, 1987.

Gaubatz J, Ghanem KI, Guevera J,
Nava ML, Patsch W and Momsett JD.
Polymorphic ~ forms  of  human
apolipoprotein(a):
relationship of their molecular weights
to plasma levels of lipoprotein (a). J
Lipid Res 31: 603-613, 1990.

inheritance and

Kraft HG, Lingelhel A, Kochl S,
Hoppichler F, Kronenberg F, Abe A,
Muhlberger V, Schonitzer D, Uterman
G. Apolipoprotein (a) kringle-4 repeat
number predicts risk for coronary heart
disease. Arterioscler Throm Vasc Biol
16: 713-719, 1996.

251



