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Figure S1. Flow chart of RA patients included in the prospective study. The number of infusions is

noted and the approximate time points in weeks. The number and reason for patients lost to follow up
are noted. The boxes in green indicate the intended study period (1 year), samples collected after this
period from some patients were additional to the original study plan. TNFi = Tumour Necrosis Factor

inhibitor.
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Figure S2. Infliximab treated patients included in the cross-sectional cohort, divided by diagnosis

RA = rheumatoid arthritis
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Figure S3. Bar plot of delta DAS28 levels in a subgroup of the RA patients in the cross-sectional
cohort (n=34). Patients with RA were divided into three groups based on trough sIFX: under 1
pMg/mL, 1-6 pg/mL, and above 6 pg/mL. Delta DAS28 was notably worse in patients with a serum
infliximab (sIFX) trough level below 1 pg/mL compared with those with a drug level between 1-6
pg/mL. Dotted line depicts delta DAS28 of 1.2 and indicates good response bellow this line. The
trough sIFX levels presented as median (bars) and interquartile range (whickers). Colored dots
represent 3 RA patients.
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Figure S4. Bar plot of the levels of Patient Global Assessment (PGA) in all patients (with available
data) treated with infliximab in the cross-sectional cohort. Patients were divided into three groups
based on trough serum infliximab (sIFX): under 1 pg/mL, 1-6 pg/mL, and above 6 pg/mL. PGA was
significantly higher in patients with a sIFX trough level below 1 pg/mL compared with those patients
who had an optimal drug level. The trough sIFX levels presented as median (bars) and interquartile
range (whickers). Colored dots represent 3 RA patients.
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Figure S5. Trough serum infliximab levels in relation to DAS28 in the cross-sectional cohort after
>2 years of infliximab treatment (A) and normalized to dose at 8-week intervals. (B). Patients with
high serum infliximab levels have higher DAS28 levels and higher dose of infliximab (when
normalized to dose at 8 weeks interval).
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Figure S6. Level of trough serum infliximab (SIFX) over time among patients with RA in the
prospective cohort. Patients were divided on good-, moderate- and non-responders based on EULAR
criteria. The dots represent each individual patient. Level of trough sIFX varied between time
points, but all together the non-responders had a significantly lower sIFX level than the good
responders (week 14-62). The trough sIFX levels presented as median (red line) and interquartile
range (whickers). The dotted lines represent the lower limit of 1ug/mL and upper limit (6 pg/mL) for
optimal therapeutic effect of sIFX. W, week
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Figure S7. A histogram representing the incidences and cumulative number of ADA cases over time
in the prospective cohort. ADA development was determined using the drug-tolerant PandA assay.
ADA was found to develop early after treatment initiation and the first positive samples was
identified prior to the 2" infusion at week 2. The incidence of ADA increased until the 6" infusion at
week 30, but patients with newly positive samples were detected until the 9™ infusion week 54. The
cumulative prevalence of ADA increased up to the 6" infusion at week 30. ADA = anti-drug

antibodies
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Figure S8. EULAR response in relation to anti-drug antibody reactivity (relative ECL; RECL) in the
prospective cohort. Patients were stratified based on EULAR response categories as good, moderate
or non-responder. A higher mean ADA value was found in the group with EULAR non-responders.
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Figure S9. Level of ADA (relative ECL; RECL) variability over different time points. Overall the
non-responders had a higher ADA level than the good responders (week 6-62) in prospective cohort.
Patients were divided on good-, moderate- and non-responders based on EULAR criteria. The dots
represent each individual patient. The dotted line represents a clinical threshold value of 3.25 for
ADA. W, week
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Figure S10. Receiver operating characteristic curve (ROC) for setting clinical threshold value of
ADA. ADA levels for ROC curve were taken at week 14 after treatment initiation from the
prospective cohort. Black line with quadrates shows the curve based on Remission criteria. Grey
dotted line represents the curve build taking into account EULAR criteria (good and non-responders).
A clinical threshold value of 3.25 (AUC 0.9, p=0.028) were set based on EULAR criteria. When the
remission state was taken as an outcome the clinical threshold value was 1.48 (AUC 1.0, p=0.01).
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Figure S11. Higher levels of ADA were detected in samples (n=114) from seropositive (CCP and/or
RF positive) patients compared to the samples (n=43) from seronegative (CCP and RF negative)
patients. Data was retrieved from prospective cohort. ADA levels presented as median (red lines)
and interquartile range (whickers).
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Figure S12. Higher levels of ADA over time (relative ECL; RECL) were detected in seropositive
(CCP and/or RF positive) RA patients compare to seronegative (CCP and RF negative) patients in
the prospective cohort. The dots represent each individual patient. The dotted line represents the
confirmed a clinical threshold value of 3.25 for ADA. W, week
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Figure S13. Higher levels of ADA over time (relative ECL; RECL) were detected in RA patients
with rheumatoid factor (RF) compare to the patients who were negative for RF in the prospective
cohort. The dots represent each individual patient. The dotted line represents a clinical threshold
value of 3.25 for ADA. W, week
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Figure S14. Higher levels of ADA over time (relative ECL; RECL) were detected in ever smokers
compare to the patients who had never smoked. The data was retrieved from the prospective cohort.
The dots represent each individual patient. The dotted line represents a clinical threshold value of
3.25 for ADA. The ADA levels presented as median (red lines) and interquartile range (whickers).
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Figure S15. Graph demonstrating the correlation between PandA RECL values and iLite (RLU)
results in a subset of ADA positive samples from the cross sectional cohort (n = 29). The dot plot is
showing the spread of TNF alpha activity (CPS) in a subset of ADA positive samples from the cross-

sectional cohort.
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