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Interleukin-6: An Early Predictive Marker for Severity of Acute
Pancreatitis
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Background and Aims: Interleukin (IL)-6, IL-8, IL-10, and C-reactive protein (CRP) have been evaluated for predicting outcomes of acute
pancreatitis. However, there is considerable variation in their performance among different studies. We evaluate their accuracy in predicting
progression to severe pancreatitis. Materials and Methods: Serum IL-6, IL-8, IL-10, and CRP levels were measured within 24 h of admission in
forty patients of clinically predicted severe acute pancreatitis (SAP). Persistent organ failure (>48 h) defined SAP. The performance of inflammatory
markers was evaluated in predicting the progression of pancreatitis. Results: IL-6 >28.90 pg/mL had a sensitivity of 62.86%, specificity of 80%,
positive predictive value (PPV) of 95.65%, LR+ of 3.1429, LR— 0f 0.4643, and diagnostic odds ratio (DOR) of 6.7692; IL-8 >88.70 pg/mL had
a sensitivity of 60%, specificity of 80%, PPV of 95.45%, LR+ of 3.000, LR— of 0.5000, and DOR of 6.000; IL-10 <5.70 pg/mL had DOR of
0.2647, sensitivity of 51.43%, specificity of 20%, PPV of 81.82%, LR+ 0f 0.6429, and LR— 0f 2.4286. CRP >110.00 mg/L had DOR of 2.3636,
sensitivity of 37.14%, specificity of 80%, PPV 0f 92.86%, LR+ of 1.8571, and LR 0f 0.7857. Conclusions: IL-6 >28.90 pg/mL, measured within
48 h of onset is the best among the tested biomarkers in this study for predicting the progression to severe pancreatitis.
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INTRODUCTION still continues, especially in the face of emerging treatment
modalities whose efficacy hinges on the early intervention. Few
randomized studies have shown that patients with SAP benefit
from early, aggressive prophylactic antibiotic therapy, as
opposed to mild pancreatitis which is usually self-limited and
resolves with basic fluid and supportive management.!'>'I Early
endoscopic sphincterotomy (within 24—48 h of admission) is
indicated in patients with severe acute gallstone-induced
pancreatitis.l'” Early treatment with protease inhibitors has
been shown to be of value in a meta-analysis!'®! and also as
a prophylactic treatment to prevent endoscopic retrograde
cholangiopancreatography-induced acute pancreatitis. If the
development of SAP can be predicted before the development
of the multiple organ dysfunction syndrome, the early initiation
of aggressive therapy might prevent its development. Emerging
therapies such as cytokine inhibitors are targeting mediators of

According to the Atlanta guidelines, a case of severe acute
pancreatitis (SAP) is defined as one with features of acute
pancreatitis and with persistent organ failure lasting beyond
48 h." This essentially makes the diagnosis of SAP a
retrospective one, by which time a critical window for early
intervention may be lost. To enable the early prediction of
clinical outcomes of pancreatitis, multiple scoring systems
such as Ranson,>*! Glasgow,"! and APACHE I1, in addition to
novel biochemical markers such as Interleukin (IL)-6, IL-8 and
C-reactive protein (CRP), and IL-10 have been described. The
Ranson score uses 11 variables, collected at admission and 48 h
after admission. The Glasgow score includes nine variables.
Both have predictive values of 71%—-88%."81 The APACHE
score is derived from 12 variables and can be repeated at any
time during the clinical course of the patient.!!
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inflammation and hence studying the crucial factors involved
in the progression of SAP has become imperative.

This study aims to evaluate the accuracy of early measurement
of inflammatory markers, IL-6, IL-8, IL-10, and CRP in
predicting outcomes in patients clinically suspected to have
SAP.

MareriaLs AND METHODS
Study design

This was a cohort study where the efficacy of early
measurement of serum IL-6, IL-8, and IL-10 and CRP levels
for predicting the progression to SAP was calculated.

Study participants
Study population

All in-patients of acute pancreatitis admitted to our hospital.

Sample size calculation
A purposive method of sampling was used.

Inclusion criteria
1. An 18-60-year-old patients of either sex, diagnosed with
acute pancreatitis. The diagnosis of acute pancreatitis was
established by the criteria set by the Atlanta guidelines,"
namely, any two of the following three criteria to be
fulfilled:
a. Clinical features suggestive of acute pancreatitis
b. Serum amylase or lipase levels elevated to more than
three times the upper limit of normal
c. Ultrasonography (USG) or computed tomography
showing features of acute pancreatitis.
2. Onset of pain to be within 24 h before admission to the
hospital
3. Patients predicted to develop SAP by the following
criteria on admission:!!
Patients fulfilling the diagnostic criteria for a systemic
inflammatory response syndrome (SIRS), defined by the
presence of two or more of the following:!
i. Rectal temperature >38°C (100.4F) or <36°C
(96.8F)
ii. Heart rate >90 beats/min
iii. Respiratory rate >20/min or PaCO, <32 mmHg
iv.  White blood cell count >12,000/mm?, <4000/mm?,
or >10% bands.

Exclusion criteria

1. Patients with known immunodeficient status

2. Primary hypertriglyceridemia

3. On long-term cyclooxygenase inhibitors (more than
3 months)

4. Severe cardiac disease

5. Preexisting hepatic disorders (total bilirubin >1.5 times
the upper limit of normal)

6. Psychiatric disorders

Preexisting renal compromise (serum creatinine >2.0 mg/dl)

8. Received parenteral nutrition within 2 weeks of the study.

~

Patient screening and selection

At initial screening, the diagnosis of acute pancreatitis and
presence of SIRS was confirmed on clinical, biochemical
(serum lipase, renal function tests, liver function tests, serum
electrolytes, complete hemogram, arterial blood gas analyses),
and radiological investigations (USG, contrast-enhanced
computed tomography abdomen). After verifying the absence
of any exclusion criteria, such patients, with predicted severe
acute pancreatitis (PSAP) were inducted into the trial after
obtaining a written, informed consent.

Study duration

This study was conducted over a period of 17 months.

Laboratory protocol

Venous blood samples were collected within 24 h of admission
from all patients for estimation of serum levels of IL-6, IL-8,
IL-10, and CRP. Samples for IL-6, IL-8, and IL-10 were
transported to the laboratory in an ice-box. Estimation of levels
of cytokines was done in a laboratory having run more than
100 tests of inflammatory cytokines and thus with established
internal controls. IL-6, IL-8, and IL-10 levels were measured
on the Siemens IMMULITE 1000, by solid phase, enzyme
labeled chemiluminescent sequential immunometric assay.

Patient monitoring and standard of care

Marshall Scores of all patients were calculated on day 0 and
day 3 to assess for organ failure. Patients having a Marshall
score of 2 or more on day 0 as well as day 3 were diagnosed
to have persistent organ failure for >48 h, thereby confirming
the progression to SAP. Marshall score was assessed by the
following parameters:['¥]

a. PaO/FiO,

b. Serum creatinine (mg/dL)

c. Systolic blood pressure

d. Arterial pH.

All patients received antibiotic and supportive therapy as per
standard protocols for the management of SAP.

Study end points

Primary outcome variables

The percentage of patients progressing from PSAP to SAP,
defined by persistent organ failure, i.e., organ failure for >48 h
after admission; organ failure defined by the modified
Marshall score, measured on day 0 and day 3 of admission.
Patients with a modified Marshall score of 2 or more on
day 0 and on day 3 were considered to have persistent organ
failure and thus progressed to SAP.

Secondary outcome variables

Secondary outcome variables were sensitivity, specificity,
positive predictive value (PPV), accuracy, positive likelihood
ratio, negative likelihood ratio, and diagnostic odds ratio (DOR)
of levels of IL-6, IL-8, IL-10, and CRP for progression to SAP.

Statistical analysis
Receiver operating characteristic (ROC) curve and cutoff
analysis were performed on the data to calculate cutoff levels
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of the inflammatory markers with the highest sensitivity,
specificity, PPV, accuracy, positive likelihood ratio, negative
likelihood ratio, and DOR for progression to SAP. All the
statistical analyses were done using the Number Cruncher
Statistical System (NCSS)!'!] data analysis software (Copyright
2016 NCSS, LLC All Rights Reserved).

Statement of ethics

The study was conducted over a period of 17 months in
a publicly funded tertiary care center in Mumbai as per
the International Conference on Harmonization good
clinical practice standards. Approval was obtained from the
Institutional Ethics Committee.

ResuLts
Forty consecutive patients of PSAP were included in the study.

Mean age of patients in the study was 40.1 (13.28) years.
35 (87.5%) were males and 5 (12.5%) were females.

Of the forty patients included in the study, 35 (87.5%) had
persistent organ failure beyond 48 h after admission and were
classified as having progressed to SAP.

Interleukin-6 [Table 1 and Figure 1]
IL-6 levels ranged from 2 to 452 pg/mL with median levels of
30.3 pg/mL (95% confidence interval [CI]: 21.8-54.2 pg/mL).

ROC curve analysis revealed a cutoff level of >28.90 pg/mL to
have the highest DOR of 6.7692 for predicting the progression
to SAP.

Sensitivity of IL-6 level >28.90 pg/mL was 62.86%, specificity
was 80%, PPV was 95.65%, and accuracy was 65% for
predicting progression to SAP. Positive likelihood ratio was
3.1429 and negative likelihood ratio was 0.4643.

Interleukin-8 [Table 1 and Figure 1]
IL-8 levels ranged from 5 to 7500 pg/mL with median levels
0f 95.75 pg/mL (95% CI: 59.9—165 pg/mL).

ROC curve analysis revealed a cutoff level of >88.70 pg/mL to
have the highest DOR of 6.000 for predicting the progression
to SAP.

Sensitivity of IL-6 level >88.70 pg/mL was 60%, specificity
was 80%, PPV was 95.45%, and accuracy was 62.5% for
predicting progression to SAP. Positive likelihood ratio was
3.000 and negative likelihood ratio was 0.5000.

Interleukin-10 [Table 1 and Figure 2]
IL-10 levels ranged from 5 to 393 pg/mL with median levels
of 5.2 pg/mL (95% CI: 5-8.9 pg/mL).

ROC Curve of progression to SAP for IL-6, IL-8 and CRP
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Figure 1: Receiver operating characteristic curve of progression to severe
acute pancreatitis for interleukin-6, interleukin-8 and C-reactive protein

Table 1: Evaluation of interleukin-6, interleukin-8, interleukin-10 and C-reactive protein as predictors of progression to

severe acute pancreatitis

Marker with cut- True False False True Sensitivity Specificity  Positive  Accuracy LR+ LR- DOR (LR+/LR-)
off level positives positives negatives negatives Predictive

value
IL-6 > 4.80pg/mL 32 4 3 1 91.43% 20.00% 88.89% 82.50%  1.1429 0.4286 2.6667
IL-6>21.80pg/mL 25 2 10 3 71.43% 60.00% 92.59% 70% 17857 04762 3.7500
IL-6 >28.90pg/mL 22 1 13 4 62.86% 80.00% 95.65% 65%  3.1429 0.4643 6.7692
IL-6 > 36.10pg/mL 18 1 17 4 51.43% 80.00% 94.74% 55%  2.5714 0.6071 42353
IL-8 > 40.40pg/mL 27 3 8 2 77.14% 40.00% 90.00% 72.50% 12857 05714 2.2500
IL-8 > 67.60pg/mL 22 2 13 3 62.86% 60.00% 91.67%  62.50% 15714 0.6190 25385
IL-8 > 88.70pg/mL 21 1 14 4 60.00% 80.00% 95.45%  62.50%  3.000 0.5000 6.0000
IL-8 > 97.80pg/mL 19 1 16 4 54.29% 80.00% 95.00%  57.50% 27143 05714 4.7500
IL-10 < 5.00pg/mL 16 4 19 1 45.71% 20.00% 80.00%  42.50% 05714 2.7143 0.2105
IL-10 < 5.70pg/mL 18 4 17 1 51.43% 20.00% 81.82%  47.50%  0.6429 2.4286 0.2647
IL-10 < 6.40pg/mL 18 5 17 0 51.43% - 78.26% 45% 05143 -
CRP > 38.00mg/L 34 5 1 0 97.14% - 87.18% 85% 09714 - -
CRP > 78.00mg/L 18 2 17 3 51.43% 60.00% 90.00% 52.50%  1.2857 0.8095 1.5882
CRP>110.00mg/L 13 1 22 4 37.14% 80.00% 92.86%  42.50%  1.8571 0.7857 23636
CRP>121.00mg/L 10 1 25 4 28.57% 80.00% 90.91%  35.00% 14286 0.8929 1.6000

LR+: Positive likelihood ratio; LR-: Negative likelihood ratio; DOR-: Diagnostic Odds Ratio
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ROC Curve of progression to SAP for IL-10
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Figure 2: Receiver operating characteristic curve of progression to severe
acute pancreatitis for interleukin-10

ROC curve analysis revealed a cutoff level of <5.70 pg/mL to
have the highest DOR of 0.2647 for predicting the progression
to SAP.

Sensitivity of IL-6 level <5.70 pg/mL was 51.43%, specificity
was 20%, PPV was 81.82%, and accuracy was 47.50% for
predicting progression to SAP. Positive likelihood ratio was
0.6429 and negative likelihood ratio was 2.4286.

C-reactive protein [Table 1 and Figure 1]
CRP levels ranged from 28 to 182 mg/L with a median level
of 76 mg/L (95% CI: 56-110 mg/L).

ROC curve analysis revealed a cutoff level of>110.00 mg/L to
have the highest DOR 0f2.3636 for predicting the progression
to SAP.

Sensitivity of CRP level >110.00 mg/L was 37.14%, specificity
was 80%, PPV was 92.86%, and accuracy was 42.50% for
predicting progression to SAP. Positive likelihood ratio was
1.8571 and negative likelihood ratio was 0.7857.

Discussion

In our study, IL-6 with cutoff at a level of >28.90 pg/mL
proved to be the marker with the highest DOR (6.7692),
positive likelihood ratio (3.1429), PPV (96.65%) for predicting
the progression of pancreatitis from simple to severe form
sensitivity for predicting the progression to SAP, however,
is slightly lower at 62.86%, at this cutoff. Over the years,
several studies have demonstrated elevated levels of IL-6 to
be an excellent predictor of severity of acute pancreatitis,!>!®!
however, there has been considerable variability between the
cutoff levels reported in various studies. Cutoff levels of >130
U/mL showed a sensitivity and specificity of 100% and 71%
respectively as reported by Heath ez al.,l') whereas Pezzilli ez al.
found the sensitivity, specificity, and PPV of IL-6 at a cutoff
value of 2.7 pg/mL to be 100%, 86%, and 91% respectively.*”

IL-8 was the next best marker after IL-6 in predicting the
progression of patients to SAP, with a DOR of 6.000, a

positive likelihood ratio of 3.000, a negative likelihood ratio
0f 0.5000, sensitivity of 60%, specificity of 80%, and PPV of
95.45% for a cutoff of >88.70 pg/mL when measured on the
day of admission, however, in light of the efficacy of IL-6 as
a predictive marker, the use for IL-8 as a predictor for severity
is limited.

Our study showed IL-10 on day 0 to be an extremely poor
marker for predicting the progression to SAP. IL-10 is an
anti-inflammatory cytokine which inhibits the release of
pro-inflammatory cytokines (i.e., IL-1 3, IL-6, and tumor
necrosis factor-o) from monocytes/macrophages thus
preventing subsequent tissue damage.?'?%! Studies have
correlated lower levels of IL-10 with a higher severity of
pancreatitis,!'82728 however, our study failed to reproduce
these findings.

A widely accepted marker for severity of acute pancreatitis
is CRP level of >150 mg/L," however we found a cutoff
level of even 110 mg/L to have a very low sensitivity
for predicting severe pancreatitis, albeit having a PPV of
over 90%. We would, therefore, be wary of using CRP as a
marker for predicting the severity of acute pancreatitis. Fisic
et al. demonstrated that CRP levels on admission did not
reliably differentiate between severe and mild cases of acute
pancreatitis, but reached statistical significance when measured
on the 3" day after onset.*”! This could be one of the reasons
why CRP was not found to be an effective marker for severe
pancreatitis in our study, since it was measured within 24 h
of admission, without further repeat measurements. However,
given our goal to identify a serological marker which would
help predict severe pancreatitis as early as possible, CRP does
not seem an attractive option.

Drawing on this experience, a study aiming to accurately
assess the performance of inflammatory cytokines as predictive
markers for SAP would need to have a large sample size
with daily measurements of concentrations of inflammatory
cytokines since disease onset, comparison with radiological
scoring systems and correlation with mortality.

CoNCLUSIONS

From this study, we conclude that IL-6 measured within
24-36 h of onset of pancreatitis, with a cutoff at a level
of >28.90 pg/ml is the best inflammatory cytokine among
those tested in this study for predicting the progression of
acute pancreatitis from simple to severe form. On the other
hand, IL-10 and CRP are not as effective in predicting
severity of pancreatitis early in the course of the disease as
they have often been reported to be.

Financial support and sponsorship
Single grant to the Institute by Fresenius Kabi India Pvt. Ltd.,
Mumbai, Maharashtra, India.

Conflicts of interest
There are no conflicts of interest.

.Indian Journal of Critical Care Medicine | Volume 21 | Issue 7 | July 2017

Page no. 17



Rao and Kunte: Inflammatory cytokines as early predictors in acute pancreatitis

REFERENCES 16. Viedma JA, Pérez-Mateo M, Dominguez JE, Carballo F Role (_)f

interleukin-6 in acute pancreatitis. Comparison with C-reactive protein

1. Bollen TL, van Santvoort HC, Besselink MG, van Leeuwen MS, and phospholipase A. Gut 1992;33:1264-7.

Horvath KD, Freeny PC, et al. The Atlanta classification of acute 17. Gross V, Leser HG, Heinisch A, Schélmerich J. Inflammatory mediators
pancreatitis revisited. Br J Surg 2008;95:6-21. and cytokines — New aspects of the pathophysiology and assessment of

2. Ranson JH, Rifkind KM, Turner JW. Prognostic signs and nonoperative severity of acute pancreatitis? Hepatogastroenterology 1993;40:522-30.
peritoneal lavage in acute pancreatitis. Surg Gynecol Obstet 18. McKay CJ, Gallagher G, Brooks B, Imrie CW, Baxter JN. Increased
1976;143:209-19. monocyte cytokine production in association with systemic

3. Ranson JH, Pasternack BS. Statistical methods for quantifying the complications in acute pancreatitis. Br J Surg 1996;83:919-23.
severity of clinical acute pancreatitis. J Surg Res 1977;22:79-91. 19. Heath DI, Cruickshank A, Gudgeon M, Jehanli A, Shenkin A, Imrie CW.

4. Ranson JH. The timing of biliary surgery in acute pancreatitis. Ann Surg Role of interleukin-6 in mediating the acute phase protein response and
1979;189:654-63. potential as an early means of severity assessment in acute pancreatitis.

5. Blamey SL, Imrie CW, O’Neill J, Gilmour WH, Carter DC. Prognostic Gut 1993;34:41-5.
factors in acute pancreatitis. Gut 1984;25:1340-6. 20. Pezzilli R, Billi P, Miniero R, Fiocchi M, Cappelletti O,

6. Wilson C, Heath DI, Imrie CW. Prediction of outcome in acute Morselli-Labate AM, et al. Serum interleukin-6, interleukin-8, and beta
pancreatitis: A comparative study of APACHE II, clinical assessment 2-microglobulin in early assessment of severity of acute pancreatitis.
and multiple factor scoring systems. Br J Surg 1990;77:1260-4. Comparison with serum C-reactive protein. Dig Dis Sci 1995;40:2341-8.

7. Wilson C, Heads A, Shenkin A, Imrie CW. C-reactive protein, 21. Pooran N, Indaram A, Singh P, Bank S. Cytokines (IL-6, IL-8, TNF):
antiproteases and complement factors as objective markers of severity Early and reliable predictors of severe acute pancreatitis. J Clin
in acute pancreatitis. Br J Surg 1989;76:177-81. Gastroenterol 2003;37:263-6.

8. McMahon MIJ, Playforth MJ, Pickford IR. A compaative study of 22. Rau B, Steinbach G, Gansauge F, Mayer JM, Griinert A, Beger HG.
methods for the prediction of severity of attacks of acute pancreatitis. Br The potential role of procalcitonin and interleukin 8 in the prediction of
J Surg 1980;67:22-5. infected necrosis in acute pancreatitis. Gut 1997;41:832-40.

9. Knaus WA, Draper EA, Wagner DP, Zimmerman JE. APACHE II: A 23. Pezzilli R, Miniero R, Cappelletti O, Barakat B. Serum interleukin 6 in
severity of disease classification system. Crit Care Med 1985;13:818-29. the prognosis of acute biliary pancreatitis. Ital J Gastroenterol Hepatol

10. Stimac D, Fisic E, Milic S, Bilic-Zulle L, Peric R. Prognostic values 1998;30:291-4.
of IL-6, IL-8, and IL-10 in acute pancreatitis. J Clin Gastroenterol 24. Baggiolini M, Walz A, Kunkel SL. Neutrophil-activating
2006;40:209-12. peptide-1/interleukin 8, a novel cytokine that activates neutrophils.

11. Pederzoli P, Bassi C, Vesentini S, Campedelli A. A randomized J Clin Invest 1989;84:1045-9.
multicenter clinical trial of antibiotic prophylaxis of septic complications 25. Hack CE, Hart M, van Schijndel RJ, Eerenberg AJ, Nuijens JH, Thijs LG,
in acute necrotizing pancreatitis with imipenem. Surg Gynecol Obstet et al. Interleukin-8 in sepsis: Relation to shock and inflammatory
1993;176:480-3. mediators. Infect Immun 1992;60:2835-42.

12. Sainio V, Kemppainen E, Puolakkainen P, Taavitsainen M, Kivisaari L, 26. Gross V, Andreesen R, Leser HG, Ceska M, Liehl E, Lausen M, et al.
Valtonen V, et al. Early antibiotic treatment in acute necrotising Interleukin-8 and neutrophil activation in acute pancreatitis. Eur J Clin
pancreatitis. Lancet 1995;346:663-7. Invest 1992;22:200-3.

13. Neoptolemos JP, Carr-Locke DL, London NJ, Bailey IA, James D, 27. Kasama T, Strieter RM, Lukacs NW, Burdick MD, Kunkel SL.
Fossard DP. Controlled trial of wurgent endoscopic retrograde Regulation of neutrophil-derived chemokine expression by IL-10.
cholangiopancreatography and endoscopic sphincterotomy versus J Immunol 1994;152:3559-69.
conservative treatment for acute pancreatitis due to gallstones. Lancet 28. Rongione AJ, Kusske AM, Kwan K, Ashley SW, Reber HA,
1988;2:979-83. McFadden DW. Interleukin 10 reduces the severity of acute pancreatitis

14. Marshall JC, Cook DJ, Christou NV, Bernard GR, Sprung CL, in rats. Gastroenterology 1997;112:960-7.

Sibbald WJ. Multiple organ dysfunction score: A reliable descriptor of a 29. Fisic E, Poropat G, Bilic-Zulle L, Licul V, Milic S, Stimac D. The role of
complex clinical outcome. Crit Care Med 1995;23:1638-52. IL-6, 8, and 10, sSTNFr, CRP, and pancreatic elastase in the prediction of

15. Scholmerich J. Interleukins in acute pancreatitis. Scand J Gastroenterol systemic complications in patients with acute pancreatitis. Gastroenterol
Suppl 1996;219:37-42. Res Pract 2013;2013:282645.

428 Indian Journal of Critical Care Medicine | Volume 21 | Issue 7 | July 2017

Page no. 18



