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Methods: 

 

Antibody generation 

A rabbit anti-LOXL2 polyclonal antibody (“pAb-A”) was raised via immunization with 

full-length recombinant human LOXL2 protein produced in mammalian cells (R&D 

Systems, Minneapolis, MN).  Serum samples collected from multiple bleeds of three 

rabbits were pooled and IgG species were purified by Protein A-agarose affinity column, 

followed by additional purification over a column with agarose resin conjugated to full-

length LOXL2 protein.  To generate monoclonal antibodies, mice were immunized with 

the recombinant C-terminal catalytic domain of human LOXL2 expressed in mammalian 

cells (Gilead Sciences, Foster City, CA).  The anti-LOXL2 antibody AB0030 was 

identified by screening the resulting hybridoma cell supernatants for binding to LOXL2 

protein.  Immunizations and hybridoma production were conducted by Antibody 

Solutions (Sunnyvale, CA). 

 

LOXL2 immunoassay procedure 

A sandwich immunoassay using an electrochemiluminescent platform (Meso Scale 

Discovery (“MSD”), Rockville, MD) was developed using the two anti-LOXL2 

antibodies described above.  Blank 96-well microtiter plates were coated overnight in a 

solution of 3 µg/mL pAb-A in phosphate-buffered saline (PBS) at 4°C, followed by a 

two-hour incubation in 5% (w/v) Blocker A (MSD) in PBS.  All incubations were 

performed at room temperature with rotary shaking at 400-600 rpm.  After blocking, 

plates were washed three times in Wash Buffer (PBS + 0.01% Tween-20, pH 7.4).  
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Serum samples were thawed on ice, clarified by a brief spin, then diluted 1:4 in PBS,  

added to the assay plates, incubated for 2-3 hours, then washed as previously described.  

A solution of 1 µg/mL AB0030 in 2% (w/v) Blocker A/PBS was then added to the plates 

and incubated for 1 hour and washed, and plates further incubated for 1 hour with 1 

µg/mL of secondary goat anti-mouse IgG SulfoTag ™ antibody (MSD).  After a final 

wash cycle, plates were developed by adding 1x Read Buffer T with Surfactants (MSD) 

and immediately read on a Sector Imager 2400 instrument (MSD).  A 10-point standard 

curve was generated by serial dilution of recombinant purified LOXL2 protein added to 

human serum collected from healthy donors (Bioreclamation, Hicksville, NY); the 

concentration range of the calibrators was 20 pg/mL – 132,118 pg/mL.  Curve fitting was 

performed using SoftMax Pro v5.2 (Molecular Devices, Sunnyvale, CA) by applying a 4-

parameter logistic fit.  All serum samples were measured in triplicate. 

 

LOXL2 immunoassay validation 

Pooled serum from adult donors was used as the calibrator diluent in the LOXL2 

immunoassay: serum from a minimum of 3 female and 3 male donors was pooled at the 

time of collection and then aliquoted for storage at -80°C.  Quality control (QC) samples 

were generated with serum from patients with chronic hepatitis C infection that had 

previously tested positive for sLOXL2: individual serum samples were selected and 

pooled to generate final samples representing a wide range of sLOXL2 levels, and small-

volume aliquots were then frozen at -80°C.  These QC samples were included on all test 

plates run over the course of one year: 15 independent assay runs (total of >70 assay 
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plates).  The resulting data were used to generate the following validation measurements 

according to fit-for-purpose biomarker assay guidelines (30): 

1. Intra- and inter-assay precision: Values for the QC samples were compared within and 

between assay runs, for all runs using the same reagent lots. 

2. Accuracy: Observed values of spike-in calibrator controls were compared to expected 

values to calculate the relative error. 

3. Lower Limit of Detection (LLOD): On each plate, 6-9 determinations were made of 

the zero standards (blanks). For each plate, raw LLOD was calculated as the mean +/- 

2.5*standard deviation, which was translated to a relative LOXL2 concentration using the 

4-parameter-fit calibrator curve equation.  Based on cumulative assay data, overall assay 

LLOD was set such that >90% of individual plate LLOD values fell at or below this 

threshold. 

4. Lower Limit of Quantitation (LLOQ): On each plate, the lowest calibrator standard 

with relative error < 30% and coefficient of variation < 30% was defined as the LLOQ.  

From cumulative assay data, overall LLOQ was defined as the LLOQ observed on >90% 

of all plates. 

 

 


