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1. Hypertensive myocardial fibrosis

A substantial increase in fibrillar collagen has been
observed in the cardiac ventricles of animals [1] and
humans [2] with arterial hypertension. Either reactive or
reparative hypertensive myocardial fibrosis is the result of
both increased collagen types | and 11l synthesis by fibrob-
lasts and unchanged or decreased extracellular collagen
degradation [3]. Hemodynamic and non-hemodynamic fac-
tors may be involved in the disequilibrium between colla-
gen synthesis and degradation that occurs in hypertension
[4].

As shown experimentally [1] and clinically [5,6], arise
in collagen content increases myocardial stiffness and pro-
motes abnormalities of cardiac function. In addition, the
perivascular accumulation of collagen fibers may impair
the vasodilator capacity of intramyocardial coronary arter-
ies and contribute to the decrease in coronary reserve,
which is commonly seen in the hypertensive heart [7]. On
the other hand, aterations in the electrical activity of the
left ventricle in hypertensive patients have been shown to
be related to the degree of myocardial fibrosis [6].

Although microscopic examination of cardiac biopsies
is the most reliable method for documenting and measur-
ing myocardial fibrosis, the development of non-invasive
methods to indicate the presence of myocardial fibrosis in
hypertensive patients would be useful. We have therefore
applied a biochemical method based on the measurement
of serum peptides derived from the tissue formation and
degradation of fibrillar collagens to monitor the turnover
of these molecules in rats with spontaneous hypertension
(SHR) and in patients with essential hypertension.
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2. Biochemical assessment of fibrillar collagen synthesis
and degradation

2.1. Fibrillar collagen synthesis

Fibrillar collagen is synthesized in the fibroblasts as
procollagen containing an amino-terminal and a carboxy-
terminal propeptide (Fig. 1) [8]. After procollagen has been
secreted into the extracellular space, the propeptides are
removed by specific proteinases, allowing integration of
the rigid collagen triple helix into the growing fibril (Fig.
1 [8].

The 100-kDa procollagen type | carboxy-terminal
propeptide (PIP) is cleaved from procollagen type | during
the synthesis of fibril-forming collagen type | and is
released into the blood-stream (Fig. 1). A stoichiometric
ratio of 1:1 exists between the number of collagen type |
molecules produced and that of PIP released [8]. Circulat-
ing PIP is cleared from the blood by the liver (Fig. 1) [9].
Therefore, the serum concentration of PIP has been pro-
posed as a useful marker of collagen type | synthesis in
conditions of preserved liver function [10]. This has been
confirmed by several clinica observations demonstrating
that high serum levels of the propeptide measured by
specific radioimmunoassay reflect continuous tissue fibro-
sis[11-13].

The 42-kDa procollagen type IlI amino-terminal
propeptide (PIIIP) is formed during the conversion of
procollagen type |1l to collagen type Ill and is released
into the blood in a stoichiometric fashion (Fig. 1) [8]. As
PIl1P appears to be cleared from the blood via hepatobil-
iary elimination (Fig. 1) [14], the serum levels of this
propeptide have been proposed as a useful marker of
collagen type Il synthesis in conditions of preserved bile
excretion [10]. This is sustained by a diversity of clinical
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[15—17] observations demonstrating that high serum levels
of the propeptide reflect ongoing tissue fibrosis.

2.2. Fibrillar collagen degradation

The rate-limiting step in the degradation of collagen
type | fibrilsis catalytic cleavage by interstitial collagenase
(Fig. 1) [18]. This enzyme cleaves all three alpha chains of
collagen at a single, specific locus located at a distance of
three-fourths from the amino-terminal. The resulting 36-
kDa and 12-kDa telopeptides maintain their helical struc-
ture and are resistant to further proteolytic degradation.
The big telopeptide spontaneously denatures into non-heli-
cal gelatin derivatives which, in turn, are completely de-
graded by intergtitial gelatinases (Fig. 1).

The small 12-kDa telopeptide resulting from the cleav-
age of collagen type | (CITP) is found in an immunochem-
ically intact form in blood, where it appears to be derived
from tissues with a stoichiometric ratio of 1:1 between the
number of collagen type | molecules degraded and that of
CITP released (Fig. 1) [19]. CITP appears to be cleared
from the circulation via glomerular filtration (Fig. 1) [19].
In recent studies [19-21], serum concentrations of the
telopeptide were found to be related to the intensity of the
degradation of collagen type | fibrils in patients with
normal renal function.

3. Fibrillar collagen synthesis and degradation-derived
peptides in arterial hypertension

3.1. Animal studies

In a recent study [22], we measured serum PIP and
CITP concentrations by specific radioimmunoassays in
normotensive Wistar-Kyoto rats (WKY), SHR and SHR
treated with the angiotensin converting enzyme (ACE)
inhibitor, quinapril, for 20 weeks. The Masson trichrome
stain was used to evauate the presence and intensity of
interstitial and perivascular fibrosis of the left ventricle,
and the deposition of collagen type | was assessed by
immunohistochemistry using a specific monoclonal anti-
body.

In untreated SHR, compared with WKY, we found
more extensive interstitial and perivascular fibrosis, in-
creased collagen volume fractions, more marked accumula
tion of collagen type I, increased serum PIP concentrations
and similar serum CITP concentrations (Table 1) [22]. In
quinapril-treated SHR, compared with untreated SHR, we
found marked decreases of fibrosis, lower collagen volume
fractions, diminished accumulation of collagen type I,
decreased PIP concentrations and similar CITP concentra-
tions (Table 1) [22]. A direct correlation was found be-
tween the collagen volume fraction and serum PIP in

FIBROBLAST INTERSTITIAL SPACE BLOOD BILE URINE
| Procolagen —p Procolagen ?
| 3 1 Terminal propeptides §_§_>p.p _§—§—>Degradationi
. Preprocollagen ' Collagen o e P !
: DNA Fiber
2 Small telopeptide —é—i—»CITP -.—.r.>CITP

Big telopeptide

Gelatin derivatives

' Degradation products

Fig. 1. Diagrammatic depiction of the different compartments of fibrillar collagen turnover. The origin and destination of the serum markers of collagen
type | synthesis (PIP), collagen type Il synthesis (PI1IP) and collagen type | degradation (CITP) are indicated. 1 = procollagen-specific amino- and

carboxy-terminal proteinases; 2 = collagenase.
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Table 1

Serum markers of fibrillar collagen turnover in arterial hypertension

Experimental condition PIP(ng/1) CITP(ng/D PIP/CITP PIIP (ng/ml)
Rats

Normotensive Wistar-Kyoto (WKY) 8.56+0.56 524+0.17 1.60+0.27 -
Spontaneously hypertensive (SHR) 13.13+0.94 ~ 5.86+0.19 2204+0.39 " " -
Quinapril-treated SHR (Q-SHR) 8.88+ 0.62 5.79+0.19 153+0.22 -

Humans

Normotensive individuals (NI) 108+ 6 - 8.47+0.77
Essential hypertensive (EH) 13946 *** - 10.08+0.39 * * *
Lisinopril-treated EH (L-EH) 111+5 - 8424056

Adapted from Refs. [22—-24]. Values are expressed as mean+s.em. PIP = procollagen type | carboxy-terminal propeptide; CITP = collagen type |
carboxy-terminal telopeptide; PIIP = procollagen type |11 amino-terminal propeptide.
* P < 0.01 compared to WKY and Q-SHR; “ * P < 0.05 compared to WKY and Q-SHR; ** * P < 0.001 compared to NI and L-EH.

untreated SHR [22]. The ratio between PIP and CITP was
abnormally increased in untreated SHR and became nor-
malized after treatment in quinapril-treated SHR (Table 1)
[22].

3.2. Human studies

We recently measured serum PIP [23] and PII1P [23,24]
concentrations by specific radioimmunoassays in patients
with essential hypertension who had never been treated
and in normotensive individuals who acted as controls.
Patients with conditions associated with elevated serum
PIP or PITIP concentrations were excluded. Measurements
were repeated in hypertensive patients after treatment with
the ACE inhibitor lisinopril for 6 months.

Baseline serum PIP [23] and PIIIP [23,24] concentra-
tions were increased in hypertensive patients, compared
with normotensive individuals (Table 1). Serum PIP con-
centrations correlated directly with the left ventricular
mass index in the hypertensive group [23]. In addition,
serum PIP concentrations related directly to the Lown-Wolf
grade of ventricular arrhythmias in the hypertensive group
[23]. On the other hand, serum PIIIP concentrations corre-
lated inversely with maximal early transmitral flow veloc-
ity measured during diastole [24] and with the ratio be-
tween maximal early transmitral flow velocity and maxi-
mal late transmitral flow velocity measured during diastole
[23] in the hypertensive group.

Patients treated with lisinopril had normalization in
blood pressure, regression of left ventricular mass index,
amelioration of diastolic filling and a diminution in the
number of ventricular extrasystoles[23,24]. Serum PIP and
PIIP concentrations decreased to normal values in these
patients (Table 1) [23,24].

4, Discussion

The findings of the above studies [22-24] show an
increase in serum concentrations of PIP and PIIIP in
essential hypertensive patients and in SHR. The relations
observed between serum PIP and PIIIP and parameters of
myocardial mass and composition, function and electrical

activity of the left ventricle suggest that these circulating
procollagen-derived propeptides may reflect continuing
myocardial accumulation of fibrillar collagen molecules in
arterial hypertension.

On the other hand, if an equilibrium is to exist between
collagen synthesis and degradation, as proposed by Lau-
rent [25] our findings of normal serum concentrations of
CITP and increased PIP/CITP ratio in SHR [22] suggest
that the intensity of the extracellular degradation of colla-
gen type | is not enough to equilibrate the increased
extracellular synthesis of collagen type | in this model of
genetic hypertension.

Interestingly, we have calculated that in the SHR [22,26]
changes in the cardiac compartment of collagen type | can
alter concentrations of PIP and CITP in the circulation and
that other extracardiac sources able to elevate the serum
concentrations of PIP and CITP can be excluded. We
therefore propose that measurement of serum PIP and
CITP concentrations may provide indirect diagnostic infor-
mation on the development of myocardial fibrosis in arte-
rial hypertension.

Due to their pharmacological properties neither quinapril
[27] nor lisinopril [28] seems to stimulate either the hepatic
or the renal elimination of the above three peptides. Ac-
cordingly, the effects of ACE inhibitors on serum PIP and
PI1TP concentrations and the ratio PIP/CITP suggest that
these agents influence the synthesis and/or the degrada-
tion of fibrillar collagen. ACE inhibitors can inhibit the
synthesis of fibrillar collagen via suppression of the direct
stimulatory action exerted on fibroblasts by mechanical
strain, angiotensin |l and aldosterone [29]. On the other
hand, it has been shown that active collagenase is selec-
tively inhibited by the plasminogen activator inhibitors
(PAIs) [30]. Since angiotensin Il has the capacity to induce
PAls [31], it can be proposed that ACE inhibition may
stimulate collagen degradation via the suppression of an-
giotensin-11-dependent PAI synthesis.

5. Conclusions and per spectives

The preliminary experimental and clinical data re-
viewed here suggest that the biochemical monitoring of
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fibrillar collagen turnover may provide a potential non-in-
vasive method of assessing both the presence and mecha
nisms of myocardial fibrosis and the ability for cardiac
repair of antihypertensive drugs in hypertensive patients.

It is clear that none of the collagen tissue peptides
detectable in serum is exclusively heart-specific or unam-
biguously reflects either fibrogenesis, fibrolysis or fibrosis
in hypertensive heart disease. However, if the diagnosis is
not established, which is still based primarily on histologi-
cal assessment, measurement of these peptides or a combi-
nation of them should provide information not available by
any other known parameter. Nevertheless, we are aware
that further clinical and experimental studies are necessary
to definitively validate this approach.

While a cardiac-based biopsy protocol is not manage-
able and beyond that may be subject to sampling error,
serum tests can be performed on a frequent basis. This
kind of patient control will definitely be necessary, once
the availahility of potent antifibrotic drugs triggers clinical
trials or even leads to novel standard treatment for fibro-
genic cardiac diseases, a development which can be antici-
pated in the immediate future.

References

[1] Jdlil JE, Doering CW, Janicki JS, Pick R, Clark WA, Weber KT.
Fibrillar collagen and myocardia stiffness in the intact hyper-
trophied rat |eft ventricle. Circ Res 1989;64:1041—1050.

[2] Pardo-Mindan FJ, Panizo A. Alterations in the extracellular matrix
of the myocardium in essential hypertension. Eur Heart J
1993;14(suppl J):12-14.

[3] Weber KT, Eghbali M. Collagen matrix synthesis and degradation in
the development and regression of left ventricular hypertrophy.
Cardiovasc Rev Rep 1991;12:61—-69.

[4] Weber KT, Sun 'Y, Guarda E, et a. Myocardia fibrosis in hyperten-
sive heart disease: an overview of potential regulatory mechanisms.
Eur Heart J 1995;16(suppl C):24-28.

[5] Hess OM, Schneider J, Kock R, Bamert C, Grimm J, Krayenbuehl
HP. Diastolic function and myocardial structure in patients with
myocardial hypertrophy. Circulation 1981;63:360—371.

[6] McLenachan JM, Dargie HJ. Ventricular arrhythmias in hyperten-
sive left ventricular hypertrophy. Relationship to coronary artery
disease, left ventricular dysfunction, and myocardial fibrosis. Am J
Hypertens 1990;3:735—740.

[7] Strauer BE. The significance of coronary reserve in clinical heart
disease. J Am Coll Cardiol 1990;15:775-783.

[8] Nimni ME. Fibrillar collagens: their biosynthesis, molecular struc-
ture, and mode of assembly. In: Zern MA, Reid LM, editors.
Extracellular Matrix. New York: Marcel Dekker, 1993:121-148.

[9] Smedrod B, Melkko J, Risteli L, Risteli J. Circulating C-terminal
propeptide of type | procollagen is cleared mainly via a mannose
receptor in the liver endothelia cells. Biochem J 1990;271:345-350.

[10] Risteli L, Risteli J. Noninvasive methods for detection of organ
fibrosis. In: Rojkind M, editor. Focus on connective tissue in health
and disease. Boca Raton, FL: CRC Press, 1990:61-98.

[11] Schuppan D. Connective tissue polypeptides in serum as parameters
to monitor antifibrotic treatment in hepatic fibrogenesis. J Hepatol
1991;13(suppl 3):S17-S25.

[12] Savolainen ER, Goldberg B, Leo MA, Velez M, Lieber CS. Diag-
nostic value of serum procollagen peptide measurements in acoholic
liver disease. Alcoholism Clin Exp Res 1984;8:384—389.

[13] Parfitt AM, Simon LS, Villanueva AR, Krane SM. Procollagen type
| carboxy-terminal extension peptide in serum as marker of collagen
biosynthesis in bone. Correlation with iliac bone formation rates and
comparison with total akaline phosphatase. J Bone Miner Res
1987;2:427-436.

[14] Raedsch R, Stiehl A, Sieg A, Walther S, Kommerell B. Biliary
excretion of procollagen type Il peptide in healthy humans and in
patients with alcoholic cirrhosis of the liver. Gastroenterology
1983;85:1265-1270.

[15] Trinchet JC, Hartmann DJ, Paterson D, et al. Serum type | collagen
and N-terminal peptide of type 11 procollagen in chronic hepatitis:
relationship to liver histology and conventional liver tests. J Hepatol
1991;12:139-144.

[16] Low RB, Cutroneo KR, Davis GS, Giancola MS. Lavage type IlI
procollagen N-terminal peptides in human pulmonary fibrosis and
sarcoidosis. Lab Invest 1983;48:755—759.

[17] Hordev-Petersen K, Bentsen K, Junker P, Lorenzen |. Serum
aminoterminal type 11 procollagen peptide in rheumatoid arthritis.
Arthritis Rheum 1986;29:592—599.

[18] Janicki JS. Collagen degradation in the heart. In: Eghbali-Webb M,
editor. Molecular biology of collagen matrix in the heart. Austin,
TX: RG Landes, 1995:61-76.

[19] Risteli J, Elomaal, Niemi S, Novamo A, Risteli L. Radioimmunoas-

say for the pyridoline cross-linked carboxy-terminal telopeptide of

type | collagen: a new serum marker of bone collagen degradation.

Clin Chem 1993;39:635—640.

Eriksen EF, Charles P, Melsen F, Mosekilde L, Risteli L, Risteli J.

Serum markers of type | collagen formation and degradation in

metabolic bone disease: correlation with bone histomorphometry. J

Bone Miner Res 1993;8:127-132.

[21] Autio P, Ristdli J, Kiistala U, Risteli L, Karvonen J, Okarinen A.

Serum markers of type | collagen synthesis and degradation in skin

diseases: altered levels in diseases with systemic manifestations and

during systemic glucocorticoid treatment. Arch Dermatol Res
1993;285:322-327.

Diez J, Panizo A, Gil MJ, Monreal |, Hernandez M, Pardo Mindan J.

Serum markers of collagen type | metabolism in spontaneously

hypertensive rats. Relation to myocardia fibrosis. Circulation

1996;93:1026—-1032.

[23] Diez J, Laviades C, Mayor G, Gil MJ, Monreal I. Increased serum
concentrations of procollagen peptides in essentia hypertension.
Relation to cardiac alterations. Circulation 1995;91:1450—1456.

[24] Laviades C, Mayor G, Diez J. Treatment with lisinopril normalizes
concentrations of procollagen type Il amino-terminal peptide in
patients with essential hypertension. Am J Hypertens 1994;7:52-58.

[25] Laurent GL. Dynamic state of collagen: pathways of collagen degra-
dation in vivo and their possible role in regulation of collagen mass.
Am J Physiol 1987;252:C1—C9.

[26] Diez J, Hernandez M. |s depressed the extracellular degradation of
collagen type | fibers in spontaneously hypertensive rats with my-
ocardial fibrosis?. Circulation 1996;94:2998.

[27] Kaplan HR, Taylor DG, Olson SC, Andrews LK. Quinapril: a
preclinical review of the pharmacology, pharmacokinetics and toxi-
cology. Angiology 1989;40:335-350.

[28] Beerman B, Till AE, Gomez HJ, Hichens M, Bolognese JA, Jung-
gren |. Pharmacokinetics of lisinopril (i.v./p.0.) in healthy volun-
teers. Biopharm Drug Dispos 1989;10:397—4009.

[29] Brilla CG, Maisch B, Rupp H, Funck R, Zhou G, Weber KT.
Pharmacological modulation of cardiac fibroblast function. Hertz
1995;20:127-134.

[30] Mignatti P, Rifkin DB. Biology and biochemistry of proteinases in
tumor invasion. Physiol Rev 1993;73:161-195.

[31] Feener EP, Northrup JM, Aiello LP, King GL. Angiotensin Il
induces plasminogen activator inhibitor-1 and -2 expression in vas-
cular endothelial and smooth muscle cells. J Clin Invest
1995;95:1353-1362.

[20

[22

TT0Z '0T AN UO elleARN 3P pepISISAIUN 1 B10’S|euInolpIojx0°SaIdseAolpied wolj papeojumod


http://cardiovascres.oxfordjournals.org/

