Appendix 1
Methods
Identification of cases
Potential incident cases of idiopathic pulmonary fibrosis (IPF) were identified from five teaching
general hospitals and eight district general hospitals in the Greater Trent Region and Wales (see
Figure 1). We defined incident cases as someone newly diagnosed with IPF (ATS/ERS criteria for
diagnosis)[1] by a respiratory physician in the six months prior to the start of the study and
throughout the recruitment period. Cases were required to have a clinical history of cough or
dyspnoea and either a high resolution computed tomography (HRCT) scan which was suggestive of
usual interstitial pneumonia (UIP) or a histological confirmation of UIP. Potential cases with coexisting connective tissue disease and/or a clinical picture suggestive of extrinsic allergic alveolitis
(EAA) were excluded from the study population. HRCT scans for all potential cases were reviewed by
two experienced thoracic radiologists (KP and MK) to confirm the diagnosis of IPF and to stratify
cases to diagnoses of definite or probable UIP, fibrotic non-specific interstitial pneumonitis (NSIP) or
unclassifiable fibrotic lung disease (see Table 1, Images 1a-l,2a-h,3a-h,4a-f;online supplement). We
have previously shown good inter-observer agreement between these two thoracic radiologists
(К=0.67).[2]
Data collection
All participants then had a venous blood sample taken using BD Vacutainer® tubes containing either
0.109 M sodium citrate, K2 EDTA or clot activator and gel for serum separation. As only incident
cases were recruited into the study, all blood samples were taken soon after the diagnosis of IPF was
made and when cases were clinically stable (median time from diagnosis to venous sampling of six
months).

Laboratory analysis
Sodium citrate samples were centrifuged twice for 10 minutes each time at 2000 x g and serum
samples were centrifuged for 10 minutes at 1300 x g. Plasma and serum were stored at -80°C while
whole blood samples were stored in EDTA bottles at -20°C until laboratory analysis. As some of the
coagulation proteases act as acute phase response proteins, we also measured highly sensitive C
reactive protein (hsCRP) as a potential confounder.

Statistical analysis
All cases and controls were grouped into five year age bands over the age of 65 years. Smoking habit
was defined as current, ex and never smokers, and hsCRP levels were grouped into three categories
previously used to define cardiovascular risk.[3] We used standard clinical laboratory baseline values
for the coagulation proteases measured with the exception of antithrombin III and Factor VIII levels.
We defined antithrombin III deficiency as levels below two standard deviations from the mean value
of the control group and Factor VIII levels above 165 IU/dL were considered elevated. A higher
baseline value for Factor VIII was used instead of the conventional value of 150 IU/dL because it has
been demonstrated that Factor VIII levels increase with age[4] and Factor VIII levels of individuals in
this age groups is unknown.

Figure 1: Flow chart depicting recruitment of incident cases of IPF and general population controls

Table 1: High resolution computed tomography (HRCT) diagnostic criteria for usual interstitial
pneumonia (UIP) [1]
Definite UIP pattern
Sub pleural, basal predominance
Reticular abnormality
Honeycombing with or without traction
bronchiectasis
Absence of features listed as inconsistent with
UIP pattern

Probable UIP pattern
Sub pleural, basal predominance
Reticular abnormality
Absence of features listed as inconsistent with
UIP pattern
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