Development and evaluation of a quantitative multiplex assay for the harmonization of BCR-ABL1
measurement on the international reporting scale
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SUMMARY

 The BCR/ABL1 Quant™ assay is a research tool designed and manufactured under cGMP
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Figure 3: Comparison to the international scale. (A) Bland and Altman analysis for the 20 samples tested with BCR/ABL1
Quant™ |ot 1 at Asuragen and by the reference method at an IS Reference Laboratory (SA Pathology, Adelaide). The graph
shows the difference between methods (log IS percent ratio minus log BCR/ABL1 Quant™ percent ratio) plotted against the
average of both log percent ratio values. The mean difference between methods (bias, solid line) and the 95% limit of
agreement between methods (95% LOA, dash lines) are shown. The conversion factor (CF) is the antilog of the mean bias
(0.017). Fourteen months later, a validation experiment was performed using an independent lot of BCR/ABL1 Quant™
reagents. The bias after conversion was close to O and the antilog of the bias (CF) was close to 1 (see Figure 3B), indicating
that there were no changes between reagent lots and methods. (B) Summary of results and assay performance during
establishment and validation of the CF and for the combined data (overall). (C) Correlation plot between the IS percent
ratios obtained with the BCR/ABL1 Quant™ assay and the reference method for samples within 3-fold to the MMR point (0.1%
IS) according to the reference method. The equality line (solid line) and the 5-fold limit of agreement between methods
(dash lines) are shown. The difference in IS % ratio measured by both methods for the 5 misclassified samples was
indistinguishable from the inherent within-assay variability of each method (95% limit of agreement of plus or minus
2.5-fold). TN=true MMR negative. TP=true MMR positive. FN=false MMR negative. FP=false MMR positive.

for reporting on the IS.

Copies per RT

Figure 1. (A) Assay Calibration and Control with Armored RNA® Quant™ (ARQ) Technology and Sample Processing
Workflow. The copy number of each target and the ratio of BCR/ABL1 to ABL1 copy number are calculated based
on 3 calibration curves generated. The external Calibrator Set consists of 4 vials only, each containing a blend of
precisely quantified BCR/ABL1, ABL1, and BCR/ABL1 Quant™ Norm ARQs mixed at different concentrations. In
addition, a known fixed copy number of BCR/ABL1T Quant™ Norm ARQ can be spiked into the specimen lysate prior
to or during RNA isolation (exogenous internal process control) for monitoring of process efficiency and absolute
quantification of BCR/ABL1 copy number (for example, normalized copy number of BCR/ABL1 per mL of blood). (B)
Representative examples of calibration curves. Following heat denaturation, the 4 ARQ calibrators were run in
triplicate to evaluate repeatability. The resulting Ct (left) were automatically processed through the software to
build 3 standard curves for BCR/ABL1, ABL1 and Norm (right) covering 5 Logs of copies per RT. R2 were all >0.99.
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**Preliminary research data. The performance characteristics of this assay have not yet been established.



