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BASIC SCIENCE STUDIES

Adverse reactions during endovascular
treatment of aortic aneurysms may be
triggered by interleukin 6 release from
the thrombotic content

Paul Swartbol, MD, PhD, Lennart Truedsson, MD, PhD, and Lars Norgren,
MD, PhD, Lund, Sweden

Purpose: It has been shown that endovascular aortic aneurysm repair might induce a sig-
nificant inflammatory response, mainly involving tumor necrosis factor (TNF-a) release.
This study determined in vitro whether these inflammatory responses could depend on
white blood cell (WBC) activation caused by the aneurysmal mural thrombus.

Methods: Mural thrombus specimens obtained from 10 different aortic aneurysms were
weighed, homogenized, and assayed for interleukin 1f (IL-1p), interleukin 6 (IL-6),
TNF-a, and soluble TNF receptor (sSTNFRI).

Results: Only high amounts of IL-6 (mean, 2973 pg/mL) were found. In contrast, after
the addition of healthy donor WBCs to the thrombus mass supernatants, elevated levels of
TNF-a (mean, 523 pg/mL) were seen. Theoretically, WBCs were stimulated by IL-6,
resulting in TNF-a release. In additional experiments, it was proven that stimulated
WBGCs, induced by thrombus mass supernatants, synthesize TNF-a (mean, 796 pg/mL),
and monoclonal antibodies against IL-6, prevented such TNF-a production (mean, 62
pg/mL).

Conclusion: The biologic responses during endovascular repair may be explained by a
release of IL-6 from the aneurysmal thrombus, causing WBC stimulation and produc-
tion of TNF-a. More complex processes cannot be excluded, but the present findings
suggest that restrictions of manipulations within the aneurysm may be advisable. (J Vasc
Surg 1998;28:664-8.)

Immunologic mechanisms play an important role
in the pathogenesis of atherosclerosis and of athero-
sclerotic abdominal aneurysms. Inflammatory white
blood cells (WBCs) invade the vessel wall and release
cytokines. It has been shown that the abdominal aor-
tic aneurysm (AAA) wall is able to produce inter-
leukin 6 (IL-6)! and tumor necrosis factor (TNE-
0).24 The new endovascular approach to treat AAAS
leaves the aneurysm intact with its intramural throm-
bus and induces a clot formation around the pros-
thetic device. Manipulations with introducers and
catheters inside the aortic aneurysm might also affect
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the thrombus and subsequently induce microem-
bolization or macroembolization, usually, however,
without clinical consequences. Furthermore, release
of toxic products and cytokines may occur. In previ-
ous studies, we have shown that some patients treat-
ed with an endoluminal procedure developed a clini-
cal picture resembling a systemic inflammatory
response syndrome (SIRS) during and after the inser-
tion of the endovascular device,%7 correlated to an
increased level of TNF-a, a mediator of SIRS.8 One
may speculate that cytokines present in the mural
thrombus of an AAA are released during the
endovascular procedure. The inflammatory process
recruits new WBCs, and further augmentation of the
WBC responses occurs, resulting in a cycle of recep-
tor adhesion molecule alterations, cytokine release,
inflammatory cell recruitment, and tissue damage.

This study determined in vitro whether the
thrombotic content from aortic aneurysms contains
cytokines and is able to activate WBCs.
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Fig 1. Ten infrarenal aortic thrombotic contents analyzed for cytokine levels. The cytokine

concentrations are expressed as mean = SEM.

METHODS

Specimens. Thrombotic content was obtained
from aortic aneurysms during 10 elective open aortic
aneurysm repairs and was directly stored at —80°C.
After defrosting, 1 g of each biopsy was homogen-
ized for 3 minutes with a tissue homogenizator. Then
10 mL phosphate buffered saline (PBS, 1/15
mol/L, pH 7.2) was added to the homogenized
thrombus, transterred to a 15 mL plastic tube, and
centrifuged for 5 minutes at 1100 rpm. Afterward,
each supernatant was washed 3 times in PBS, har-
vested, and stored at —-80°C.

Analyses of cytokine levels in thrombus mass
supernatants. The thrombus mass supernatants
were assayed for IL-1f3, IL-6, TNF-a, and soluble
TNEF-a receptor (sSTNFRI) with the use of enzyme-
linked immunosorbent assay (Quantikine, R&D
Systems, Minneapolis, Minn). These cytokines were
chosen because they are proinflammatory and play a
central role as mediators of the host response to
infection and injury. Furthermore, in all experi-
ments, each sample was assayed twice.

TNF-a determination after addition of
healthy donor WBCs to thrombus mass super-
natants. From healthy donors, 20 mL venous
blood was withdrawn into heparinized 10 mL tubes.
The monomorphonuclear and polymorphonuclear
cells were obtained using a single step centrifugal
procedure with a density gradient.? The cell fraction
was diluted by 0.45% NaCl solution to restore nor-
mal osmolarity. The cells were then washed 3 times
in culture medium (RPMI 1640; GIBCO, Life

Technologies, Paisley, Scotland) and suspended in
RPMI supplemented with 10% fetal calf serum and
gentamicin (Sigma, St. Louis, Mo) to a final con-
centration of 1 x 106 cells/mL.

Then, 100 pL of the WBC suspension (cell con-
centration, 1 x 106/mL) was added to 100 pL
thrombus mass supernatant and incubated for 6
hours at 37°C, 5% CO,. Afterward, the samples
were centrifuged for 5 minutes at 3000 rpm. The
supernatant was harvested and stored at —=80°C until
the TNE-a assay (Quantikine, R&D Systems).

For positive control experiments, 180 pL cell sus-
pension (cell concentration, 1 x 106/mL) was added
to 20 pL lipopolysaccharide (LPS) Escherichin coli
055:B5 (Sigma) at a final concentration of 10 pg/mlL.

For negative controls, 100 pL cells was added to
100 pL PBS.

TNF-a measurements of thrombus mass
supernatant preincubated with monoclonal anti-
bodies against IL-6 (mAb-IL-6). For this experi-
ment, 90 pL thrombus mass supernatant was prein-
cubated with 10 pL. mAb-IL-6 (5 pL/mL in 0.05
mol/L carbonate buffer, pH 9.8) for 30 minutes at
4°C. Then 100 pL WBC suspension (cell concentra-
tion, 1 x 106/mL) was added, incubated, and cen-
trifuged. As controls, 90 pL. WBC suspension was
added to 10 pL IL-6 (concentrations used were
1000, 2000, and 4000 pg/mL) (positive controls),
and 100 pL. WBC suspension was added to 100 pL
PBS (negative control).

Statistics. The cytokine concentrations are
expressed as mean = SEM.
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Fig 2. TNF-o measurements after addition of a, healthy donor WBCs to thrombus mass
supernatants; b, LPS to WBCs (positive control); ¢, PBS to WBCs (negative control); d, prein-
cubated WBCs with IL-6; e, preincubated WBCs with mADb against IL-6. All experiments were
repeated 10 times. Each sample was analyzed twice. The results are expressed as mean + SEM.

RESULTS

Cytokine levels in thrombus mass super-
natant. Only high amounts of IL-6 (mean, 2973 =
2670 pg/mL) were found in thrombus mass super-
natants (Fig 1). Screening for IL-1B, TNEF-a, and
sTNFRI showed no elevated or detectable levels. The
detection limits were for IL-1B 8 pg/mL, 1L-6 15
pg/mL, TNF-a 32 pg/mL, and sTNFRI 78 pg/mL
(reference range for sSTNFRI is 749-1966 pg/mL).

TNF-a measurements after addition of
healthy donor WBCs to thrombus mass super-
natants. By adding thrombus mass supernatants to
healthy donor WBCs, clevated levels of TNF-a were
recorded (mean, 523 + 372 pg/mL) (Fig 2).
Addition of LPS (positive control) caused about 4
times higher TNF-a values.

These results indicate that the thrombus mass
supernatant stimulates WBCs to produce TNEFE-a.
Because high levels of IL-6 were found in the throm-
bus mass supernatants, it is most likely that this
cytokine has caused WBC activation. Therefore, the
role of IL-6 was determined by 2 more experiments.

First, the addition of 1000 pg/mL IL-6 caused a
significant release of TNF-a (mean, 796 = 120
pg/mL), with no increase with the use of higher IL-
6 concentrations. Second, preincubation of mAb-
IL-6 with thrombus mass supernatant demonstrated
no WBC stimulation, as seen by low TNF-a levels

(62 + 10 pg/mL), the results of which were equal to
the negative controls (Fig 2).

DISCUSSION

Sepsis, trauma, and more extensive surgical pro-
cedures cause pronounced inflammatory responses.
Cytokines such as TNF-a and IL-6 are proinflam-
matory mediators of the host response, and 1L-6
release is a general finding after surgery, whereas
TNE-a release is seen only with complications. It is
well recognized that TNF-a infusions are able to
reproduce cardiovascular collapse signs,10 whereas
IL-6 may induce fever and cause acute phase protein
synthesis!1.

In our early experience with endovascular treat-
ment of an aortic aneurysm, a sudden blood pressure
drop was recorded during insertion of the endovas-
cular device in a considerable number of patients.%”
In these patients, TNF-a was detected immediately
after implantation, to a maximum of 60 minutes
later, and decreasing to zero values within 48 hours.
In contrast, conventional surgery did not cause any
TNEF-a increase. IL-6 concentration increased in
both groups, significantly more during open surgery,
between 6 and 24 hours after clamping. Also, body
temperature was elevated in some patients until the
sixth postoperative day. There was no corresponding
finding during open surgery. The conclusions from
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Fig 3. Possible cause of the biological responses caused by maneuvers with introducers and
catheters into the mural thrombus of aortic aneurysm during endovascular repair. Monoclonal
antibodies against IL-6 may prevent such response.

this study were that endovascular aortic ancurysm
repair induced a significant inflammatory response,
mainly involving TNF-a and differing from the find-
ings during open aneurysm repair’.

These findings may theoretically be explained in
various ways. One possibility is that the materials
building up the stent-supported graft may cause
inadvert reactions. In preliminary experiments on
surface adhesion molecule expression, however, the
components of the device did not cause any increased
expression of CD11b/CD18 on WBCs. Another
possibility is that manipulations inside the aortic
aneurysm may cause release of various toxic prod-
ucts. It is known that bacteria, mainly Staphylococcus
epidermidis, contaminate a proportion of aortic
aneurysm thrombi, reported at 5% to 25%.12-16
However, taking this low incidence rate into account,
it secems less reasonable to assume that bacteremia
explains our findings.

Manipulation with large introducers inside the
aneurysm might cause release of cytokines, and
endothelial damage may also take place during inser-
tion of the instruments. The concept that the mural
thrombus is an inert, “non-living” material could be
challenged. The present study showed that high
amounts of IL.-6 are present in the thrombotic con-
tents of aortic aneurysms. The thrombus super-
natant also stimulated WBCs to produce TNEFE-a.
These results suggest that IL-6 is most likely the
main source to induce TNF-a production by WBCs.
Evidence that IL-6 plays a central role in the biolog-
ic response was found in the control experiments.
Direct WBC activation by IL-6 caused TNE-a
release and inhibition of IL-6 by monoclonal anti-
bodies demonstrated to reduce the TNF-a amount
to a level equal to negative controls (Fig 3).

Although TNF-a has been found in human athero-
mas,17:18 we did not find any increased levels in the
thrombus mass supernatants. A direct release of
TNF-a into the circulation is, therefore, less likely.

Attempts have been made to correlate isolated
TNEF-a levels with patient prognosis. Although the
findings have not been consistent, circulating levels of
TNF-a have been associated with poor clinical out-
come in patients with sepsis or burns.19-22 However,
plasma levels of TNF-a have not been useful in pre-
dicting outcome when assessed in conjunction with
simple clinical and laboratory variables.23 The clinical
effects of high transient TNF-a release in patients
undergoing an endovascular AAA repair are unknown.
Theoretically, it might be possible to limit the TNF-a
release using monoclonal antibodies to adhesion mol-
ecules on WBCs. By blocking these adhesion mole-
cules, it is possible to improve survival rates and mini-
mize tissue injury associated with experimental hemor-
rhagic shock24 and sepsis.25 Moreover, a clinical
impression exists that in patients who have aneurysm
without thrombi or with only small thrombi, or when
a “non-touch” technique has been possible, the
adverse reactions (both blood pressure decreases and
cellular responses) have been limited or absent.
Therefore, the morphology of the aneurysm per se and
the experience of the surgeon may be of importance.
However, other explanations for our findings cannot
be excluded. Such possibilities include direct compres-
sion of the graft to portions of the thrombus and more
specific endothelial damage during insertion of the
device and also at the level of the nonthrombotic part
of aorta, where the proximal part of the stent graft is
pushed out into the vessel wall.

The findings of TNF-a release systemically in
our clinical studies and a primary IL-6 release from
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the thrombus mass in vitro in the present study may
not seem similar, but this is probably because only
transient I1.-6 releases took place during the place-
ment of the stent grafts, and no blood samples have
been taken during this short period. This transient
IL-6 release may have activated WBCs, with a sub-
sequent upregulation of adhesion molecules and a
further activation of the cytokine cascade.

In conclusion, the mural thrombus of an aortic
aneurysm contains high amounts of IL.-6. Manip-
ulation with introducers and catheters inside the
mural thrombus might release IL-6 and stimulate
WBCs to produce TNF-a, which is able to mediate
a systemic inflammatory response. To avoid or
decrease any adverse reactions during endovascular
repair of an AAA, restricted manipulations within
the vascular system seem advisable. Whether mono-
clonal antibodies can prevent inflammatory respons-
es has to be investigated.

REFERENCES

1. Szekanecz Z, Shah MR, Pearce WH, Koch AE. Human ath-
erosclerotic abdominal aortic aneurysms produce interleukin
(IL)-6 and interferon-gamma but not IL-2 and IL-4: The
possible role for IL-6 and interferon gamma in vascular
inflammation. Agents Actions 1994;42:159-62.

2. Newman KM, Jean-Claude J, Li H, Ramey WG, Tilson MD.
Cytokines that activate proteolysis are increased in abdominal
aortic aneurysms. Circulation 1994;90(Pt 11):224-7.

3. Szekanecz Z, Shah MR, Harlow LA, Pearce WH, Koch AE.
Interleukin-8 and tumor necrosis factor-a are involved in
human aortic endothelial cell migration. The possible role of
these cytokines in human aortic aneurysmal blood vessel
growth. Pathobiology 1994;62:134-9.

4. Pearce WH, Sweis I, Yao JS, McCarthy WJ, Koch AE.
Interleukin-1f and tumor necrosis factor-a release in normal
and diseased human infrarenal aortas. ] Vasc Surg 1992;16:
784-9.

5. Blum U, Voshage G, Lammer J, et al. Endoluminal stent-
grafts for infrarenal abdominal aortic aneurysms. N Engl J
Med 1997;336:13-20.

6. Norgren L, Albrechtsson U, Swartbol P. Side effect of
endovascular grafting to treat aortic aneurysm. Br ] Surg
1996;83:520-1.

7. Swartbol P, Norgren L, Albrechtsson U, et al. Biological
responses differ considerably between endovascular and con-
ventional aortic aneurysm surgery. Eur J Vasc Endovasc Surg
1996;12:18-25.

8. Dinarello CA. Interleukin-1. In: Thomson AW, editor. The
Cytokine Handbook. San Diego: Academic Press; 1992. p.
31-56.

9. Ferrante A, Thong YH. Optimal conditions for simultancous
purification of mononuclear and polymorphonuclear leuko-
cytes from human peripheral blood by the Ficoll-Hypaque
method. J Immunol Methods 1980;36:109-17.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

JOURNAL OF VASCULAR SURGERY
October 1998

Warren RS, Starnes HF Jr, Gabrilove JL, Octtgen HF, Brennan
MEF. The acute metabolic effects of tumor necrosis factor
administration in humans. Arch Surg 1987;122:1396-400.
Marinkovic S, Jahreis GP, Wong GG, Baumann H. IL-6
modulates the synthesis of a specific set of acute phase plas-
ma proteins in vivo. ] Immunol 1989;142:808-12.

Steed DL, Higgings RS, Pasculle A, Webster MW. Culture of
intraluminal thrombus during abdominal aortic aneurysm
resection: Significant contamination is rare. Cardiovasc Surg
1993;1:494-8.

Schwartz JA, Powell TW, Burnham SJ, Johnson G Jr. Culture
of abdominal aortic aneurysm contents. An additional series.
Arch Surg 1987;122:777-80.

McAuley CE, Steed DL, Webster MW. Bacterial presence in
aortic thrombus at elective aneurysm resection: Is it clinical-
ly significant? Am J Surg 1984;147:322-4.

Raso AM, Muncinelli M, Serra R, et al. Intraoperative micro-
biological monitoring in abdominal aortic aneurysms in elec-
tive surgery. A review of the literature and the authors’ per-
sonal experience. Minerva Cardioangiology 1992;40:375-81.
Van der Vliet JA, Kouwenberg PP, Muytjens HL, Barendregt
WB, Boll AP, Buskens FG. Relevance of bacterial cultures of
abdominal aortic aneurysm contents. Surgery 1996;119:
129-32.

Barath P, Fishbein MC, Cao ], Berenson ], Helfant RH,
Forrester JS. Detection and localization of tumor necrosis
factor in human atheroma. Am J Cardiol 1990;65:297-302.
Wang A, Doyle M, Mark D. Quantification of mRNA using
the polymerase chain reaction. Proc Natl Acad Sci U S A
1989:86:9717-21.

Kwiatkowski D, Hill AV, Sambou I, et al. TNF concentration
in fatal cerebral, non-fatal cerebral and uncomplicated
Plasmodium falciparum malaria. Lancet 1990;336:1201-4.
Girardin E, Grau GE, Dayer JM, Roux-Lombard P, Lambert
P-H. Tumor necrosis factor and interleukin-1 in the serum of
children with severe infectious purpura. N Engl J Med
1988;319:397-400.

Hack CE, De Groot ER, Felt-Bersma RJF, et al. Increased plas-
ma levels of interleukin 6 in sepsis. Blood 1989;74:1704-10.
Debets JMH, Kampmeijer R, Van der Linden M, Buurman
WA, Van der Linden CJ. Plasma tumor necrosis factor and
mortality in critically ill septic patients. Crit Care Med
1989;17:489-94.

Calandra T, Baumgartner J-D, Grau GE, et al. Prognostic
values of tumor necrosis factor/cachectin, interleukin-1,
interferon alpha, and interferon gamma in the serum of
patients with septic shock. J Infect Dis 1990;161:982-7.
Vedder NB, Winn RK, Rice CL, Chi EY, Arfors K-E, Harlan
JM. A monoclonal antibody to the adherence-promoting
leukocyte glycoprotein CD18, reduces organ injury and
improves survival from hemorrhagic shock and resuscitation
in rabbits. J Clin Invest 1988;81:939-44.

Walsh CJ, Carey PD, Cook D], Bechard De, Fowler AA,
Sugerman HJ. Anti-CD18 antibody attenuates neutropenia
and alveolar capillary-membrane injury during gram-negative
sepsis. Surgery 1991;110:205-11.

Submitted Mar 9, 1998; accepted Jun 16, 1998.



