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Whole genome sequencing has recently discovered a gain of function mutation in MYD88 
(L265P) in 90% of patients with Waldenstrom’s macroglobulinemia (WM). We aimed to 
validate and implement a qualitative MYD88 L265P for clinical diagnostic use in patients 
with WM and related disorders. A high resolution melting (HRM) curve analysis assay 
was set up with primers targeting the c.794 T&gt; C mutation.  Both peripheral blood (PB) 
samples and bone marrow aspirate (BM) samples were used. During validation, magnetic 
activated cell sorting (MACS) by CD19 was implemented on PB to improve sensitivity. 
After satisfactory validation, the assay was implemented into clinical diagnostic use. To 
date, a total of 30 samples have been analysed (20 PB and 10 BM). 25 samples were from 
patients with a diagnosis of WM. 5 patients had the MYD88 assay performed as part of 
the  characterisation of an IgM paraprotein. On PB, the mutation was detected in 7 
patients (median lymphocyte count 2.1 x 109/L (range 1 – 9.32)). Of the 13 patients where 
the mutation was not detected, 10 patients had an established diagnosis of WM and 3 
were performed as part of a work up of a lymphoproliferative disorder.  On BM samples, 
the mutation was detected in 7/10 patients – all of whom had a diagnosis of WM 
(morphological aspirate disease burden 17-90%). Of the negative BM samples, two 
patients had IgM myeloma and one was from a haemodilute aspirate from a patient with 
WM. All aspirate samples were performed without enrichment. All positive samples by 
HRM had the L265P mutation confirmed on subsequent sequencing. The HRM assay for 
the detection of the MYD88 L265P mutation performs well on BM samples with a 
sensitivity of approximately 10% mutant allele burden. Moreover, using CD19 enrichment, 
the mutation was also detectable in PB. We have found this assay to have significant 
clinical utility and a useful diagnostic tool in patients with WM and related disorders. 
 
 


