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Enzyme-linked immunosorbent assay
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Human serum
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Signal was detected in positive control

sample and not in negative control sample.
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Full Methods

Primary Antibody

* Antigen: Human Tissue Factor Pathway Inhibitor (Lipoprotein-Associated Coagulation Inhibitor) (TFPI)
o Catalog number: ABIN367608

o Supplier: Cusabio

e Supplier catalog number: CSB-E08260h

e Lot number: U20095902

Controls

o Positive control: Serum from normal adult human (specimen known to contain the target protein).

o Negative control: Serum from normal goat (specimens known to not contain the target protein).

e Standard curve: Serial two-fold dilutions from 50 ng/ml [50, 25, 12.5, 6.25, 3.12, 1.56, 0.78, 0] were generated
from the standard provided in the kit using standard/sample diluent buffer.

e Spike control: Standard diluted in standard/PBS diluent buffer [6.25 and 0].

Protocol

* All reagents in the ELISA kit were brought up to room temperature (RT) before use.

» 100 pL of standard or sample were added to wells in ELISA plate pre-coated with capture antibody. All samples
and standards were assayed in triplicate.

» The plate was covered with sealer (provided in kit) and incubated for 2 hours at 37°C. Unbound material was
aspirated but the wells were NOT Washed.

* 100 pL of Biotin-Antibody (diluted 1:100 in “Biotin-Antibody Diluent”) was added to each well. Plate was covered
with sealer (provided in kit) and incubated for 1 hour at 37°C. Unbound Biotin-Antibody was removed from each well
and plate was washed three times with 350 uL of wash buffer (provided in the kit). After the last wash the plate was
inverted against clean absorbent paper to remove any remaining liquid.

e 100 pL of HRP-Avidin Conjugate (diluted 1:100 in “HRP-Avidin Diluent”) was added to each well. Plate was
covered with sealer (provided in kit) and incubated for 1 hour at 37°C.

* Unbound HRP-Avidin was removed by washing five times with 350 uL of wash buffer (provided in the kit). After
the last wash the plate was inverted and blotted against clean absorbent paper to remove any remaining liquid.

e 90 pL of TMB substrate was added to wells and the plate was covered with a new plate sealer. The plate was
gently tapped to ensure mixing and incubated for 30 min at 37°C in the dark.

» After 30 min, when an apparent gradient appeared in the standard wells, the reaction was terminated by adding 50
uL of Stop Solution to each well.

» The optical density (OD value) of each well was read using a microplate reader set to 450 nm.

o The triplicate readings for each sample were averaged and the average zero standard optical density subtracted to
yield ‘corrected absorbance at 450 nm’. A standard curve was generated by plotting the mean OD value for each
standard on the X-axis against the concentration on the Y-axis using Excel. Standard curve was generated by
regression analysis with four-parameter logistic.

* An equation (y = 117.46x4 - 69.349x3 + 1.2833x2 + 65.026x - 0.1027) was derived from the standard curve and
used to calculate TFPI concentrations in samples based on their Average Absorbance values.

Experimental Notes
None
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Figure 1: Graph of corrected OD 450 nm plotted for standard curve samples.
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1 2 3 ® |8 © 3
50 0.753 07871 0756 0.785| 0.696] 0.015] 50.00
25 0.493 0.403]  0438] 0474] 0405 0.027] 25.00
125 0.258 0.279] 0267 o0.268] 0.199] 0.009] 12,53
6.25 0.144 0176 0.179 0165  0.097] 0.016] 6.19
i T 0132 0118  0.107] 0.118] 0.049] 0.010] 3.10
156 0.093 o.008] o096 0096 o0.027] 0.002] 1.63
0.78 0.088 0.086 0.080 0.084] 0.015 0.003| 0.87
0 0.068 0.067] 0072 0069 0.000] 0.002] -0.10
Spike 6.25 0,186 0.173 0.136 0,165 0.096] 0.021] 6.10
Controls 0.00 0.088 o.0ss] o061l 0079 0.010 0.013] 057
Serum, Human 0,689 0686 0897 0691 0622 0.005 41.70
Test  |Serum, Human,
4
Samples |11 Diluted 0.432 0.474 0.433 0.446] 0377 0.020] 23.27
Serum, Goat 0,081 0083 0081 o008 0013 0001] 072

Conc of TFPlin Human Serum, 1:1 dilided (+ve Control): 23.27 x 2 (Dilu factor) = 46.54 ng/ml
Conc of TFPIl in Human Sewum, undiluted (+ve Conlral): 41.70 ng/ml
Conc of TFPI in Goat Serum (-ve Control): 0.72 ng/mi

Table 1: ELISA. TFPI is present in human serum and undetectable in goat serum. Spike controls indicate no
interference in absorbance readings from the diluent used to prepare standards and sera samples. Absorbance
readings (OD 450 nm) are shown for standard curve, spike controls and unknown samples. Value for Avg Reading is
derived from the average reading of three samples. Avg Reading for “0” amount of Standard was subtracted from all
Avg Readings to yield “Corrected OD450 nm" values for Standards, spike controls and unknown samples. Standard
deviation is included for all samples. Standard curve was generated by regression analysis with four-parameter



logistic. An equation (y = 117.46x4 - 69.349x3 + 1.2833x2 + 65.026x - 0.1027) was derived from the standard curve
and used to calculate TFPI concentrations shown in Table 1.



