Droplet digital polymerase chain reaction (ddPCR)

A ddPCR assay was conducted using the QX200 AutoDG Droplet Digital PCR System (Bio-Rad). For the mutation analysis, ddPCR Mutation Detection assays (Bio-Rad) were employed, namely CXCR4 p.T322fs*26 (Assay ID dHsaMDS736661010, Bio-Rad) for the detection of the T318 frameshift (FS) mutation, CXCR4 p.S342* c.1025C>A (Assay ID dHsaMDS858629821, Bio-Rad) and CXCR4 p.S342* c.1025C>G (Assay ID dHsaMDS130738061, Bio-Rad) for the S338 nonsense (NS) mutation, CXCR4 p.S342fs*6 (Assay ID dHsaMDS190756596, Bio-Rad) for S338 FS, and MYD88 p.L265P (Assay ID dHsaMDS2516944, Bio-Rad). Genomic DNA was extracted from archived BM smears using the QIAamp DNA Micro Kit (QIAGEN), and the DNA concentration was determined using a Qubit 4.0 Fluorometer (Thermo Fisher Scientific) and Qubit dsDNA Assay kit (Thermo Fisher Scientific). The droplet generation was executed using an Automated Droplet Generator (Bio-Rad) according to the manufacturer’s instructions. After PCR, the droplets were examined using a QX200™ Droplet reader (Bio-Rad). Data analysis was performed utilizing QuantaSoft™ Analysis Pro software (Bio-Rad) to distinguish positive and negative droplets and provide an absolute quantification of the target DNA (expressed in copies/µL of reaction, representing the target allele concentration). The data were presented as a percentage of the mutant allele concentration relative to the total concentration of both the mutant and wild-type alleles in each sample; a mutation was considered positive if the lower limit of the 95% confidence interval for the percentage in the Poisson distribution was greater than 0.

