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Fig. 1. GF immunoreactivity profiles of binary IC and cardiac ternary ITC.

(A), Immunoreactivity profiles of IC and ITC standards spiked into the heparin plasma samples of healthy individuals at the concentrations of
0.5 pgand 0.35 pg, respectively. The IC peak was detected by TnI84-TnI560 (-O-), and the ITC peak was detected by Tcom8-TnT7E7 (M-). The
recoveries were approximately 59% and 79%, respectively. The RVs of the standard proteins [ferritin molecular weight (MW) = 440 kDa,
aldolase MW = 158 kDa, conalbumin MW = 75 kDa, ovalbumin MW = 44 kDa, carbonic anhydrase MW = 29 kDa, ribonuclease MW = 13.7
kDa] are indicated by arrows. (B), Representative GF immunoreactivity profiles of IC and ITC from the AMI heparin plasma sample collected
9.5 h following the onset of symptoms (cTnl concentration, 54 ng/mL; cTnT, 34 ng/mL). The IC peak was detected by TnI84-Tnl560 (-O-), and
the ITC peak was detected by Tcom8-TnT7E7 (-l
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Fig. 2. WB analysis of cardiac troponins in GF immunoreac-
tivity peaks of the AMI patient heparin plasma sample.

(A), WB of a heparin plasma sample obtained 9.5 h after symptom
onset (cTnl concentration, 54 ng/mL; cTnT, 34 ng/mL). Proteins
were immunoextracted from the original plasma sample and
from pooled peaks on the mixture of anti-cTnl and anti-cTnT Sep-
haroses. Track 1, AMI plasma; track 2, GF fractions 59 to 65 mL of
peak 1 (Fig. 1B); track 3, GF fractions 74 to 80 mL of peak 2; track
4, GF fractions 83 to 87 mL of peak 3. cTnT was stained by TnT7E7
that was specific to the C terminus of cTnT. cTnl was stained by
Tnl560 that was specific to a midfragment epitope. To obtain a
clearer picture, different times of ECL exposure were used. (B), A
schematic representation of the interaction of the used mAbs with
cardiac troponin complex. The epitopes of mAbs are indicated
beneath the mAb names, along with the numbers of aar.
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Fig. 3. GFimmunoreactive peaks of ITC and LMW-ITC in AMI plasma samples.
(A), GFimmunoreactive peaks measured by different mixed assays in AMI heparin plasma samples obtained 8 h after symptom onset (Tnl,
37.2 ng/mL; TnT, 25.6 ng/mL). Tcom8-TnT7E7 (-O-) (TnT7E7 epitope, 223-242 aar) or Tcom8-TnT1C11 (-M-)(TnT1C11 epitope, 171-190 aar).
(B), Schematic representation of the form of cardiac ternary troponin complexes in each peak. Epitopes of mAbs are indicated beneath the mAb
names, along with the numbers of aar.
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Fig. 4. TnT GFimmunoreactivity profiles of AMI plasma samples before and after ITC and IC depletion.
(A), Immunoreactivity profiles of the heparin plasma sample obtained 6 h following AMl onset (cTnl, 39 ng/mL; cTnT, 23 ng/mL). GF peaks were
detected by the TnT329-TnT406 assay before () and after (-O-) ITC/IC depletion on anti-cTnl Sepharose. (B), WB analysis of the GF peaks
before and after ITC/IC depletion. cTnT was immunoextracted on anti-cTnT Sepharose and stained by either TnT313 to the central region or
TnT7E7 to the Cterminus. "before,” before ITC/IC depletion on anti-cTnl Sepharose; “after," after ITC/IC depletion on anti-cTnl Sepharose; peak
A, GF fractions 59 to 65 mL; peak B, GF fractions 74 to 80 mL; peak C, GF fractions 87 to 92 mL. To obtain a clearer picture, different times of ECL
exposure were used. (C), Schematic representation of the forms of cTnT in each peak detected by the mAbs to the central part of cTnT. The
epitopes of the mAbs are indicated beneath the mAb names, along with the numbers of aar.
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Fig. 5. Time-dependent changes in the GF immunoreactive peaks for a representative AMI patient.

(A), Immunoreactivity GF profile measured by the Tcom8-TnT7E7 assay for ITC. Heparin plasma samples were collected at 6 (8- and 30 (-O-)
h following AMI onset. Peak 1, ITC; peak 2, LMW-ITC. (B), Immunoreactivity GF profile measured by the Tcom8-TnC7B9 assay for ITCand IC.
Peak 1, ITC; peak 2, overlapped LMW-ITC and IC peaks. (C), Immunoreactive GF profile measured by the TnT329-TnT406 assay for cTnT. Peak
A, ITC; peak B, free cTnT fragment(s); peak C, free cTnT fragment(s).
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Fig. 6. Predicted scheme of troponin transformation from a full-size molecule to low molecular weight forms.
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