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LMH is part of an integrated pathology service at 
YƛƴƎΩǎ Haematological Malignancy Diagnostic Centre 

(HMDC) 

HMDC serves  population of >5 million 

Around 20,000 samples per annum 

> 8000 molecular diagnostic tests 
per annum 

KƛƴƎΩǎ Ia5/ 



MDS: a heterogeneous disease 
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Point Mutations in MDS 
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Haferlach et al., Leukemia. 2014 Feb;28(2):241-7 

Only 5 genes are 
mutated in >10% 
of patients 

Many mutations are very rare 

Target present on the KCH panel 



 
ÅTargets selected to aid in the diagnosis and 

prognosis of MDS and AML patients. 
 

ÅDNA sources mostly from BM aspirates and PB 
using the Qiagen mini blood kit with 200 ul blood. 
Also from bone marrow films or other sources 
provided. 
 

ÅDecided to use the Illumina Tru-Seq Custom 
Amplicon workflow, with the MiSeq. 

 

YƛƴƎΩǎ aȅŜƭƻƛŘ tŀƴŜƭ ŘŜǾŜƭƻǇƳŜƴǘ 



ÅQuantify DNA 

ÅPreparation of NGS sequencing libraries 
 (annealing primers, extension, indexing, PCR) 

ÅVerify, purify and normalise libraries using magnetic bead system 

ÅLoad onto MiSeq instrument 

Å2 days of data collection 

ÅData and variant analysis 

Myeloid NGS Panel Workflow 
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24 genes mutation panel: 

Designed to target 24 genes or *gene mutation hotspots 

KCH: Myeloid Gene Panel  (MGP) 



Each lane is a library from one individual 
(approx. 300 bp) 

 Quantity of DNA used = approx. 200 ng *  
Å24-32 samples per run * 

MGP library QC 
 



Å Magnetic bead clean-up and normalisation 
Å Pool 5 µl of each library into 1 tube 
Å Take 10-20 µl into loading buffer 
Å Denature and load into MiSeq cartridge 

MiSeq-Sequencing 


