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RS-HEMO H63D 

code RQ-41 
 

Kit for detection and genotyping of 
mutation H63D in the human HFE gene 

 by Real-Time PCR 
 

 

INTRODUCTION 
Hemochromatosis (HH) is characterized by an excessive 
accumulation of iron in the body, which is caused by an 
increased absorption of dietary iron by the intestinal 
mucosa. 
The most evident effect of hemochromatosis is damage to 
the liver. The excess iron is first deposited in the liver 
tissue, causing the organ to swell and over time leading to 
irreversible damage, like liver cirrhosis. 
Other organs where the excess iron is stored are the heart, 
the pancreas (significantly increased risk of diabetes), the 
endocrine organs (particularly the pituitary gland and 
testicles), and the joints. 
Since the need for iron reduces in the adult age, clinical 
manifestations of hemochromatosis usually appear in the 
4th or 5th decade of life. 
If genetically determined hemochromatosis is diagnosed 
early – before irreversible and potentially fatal alterations, 
like liver cirrhosis, have developed – and is treated 
appropriately, predisposed individuals may never develop 
any symptoms. For this reason an early diagnosis of a 
genetic predisposition, which would be followed by an iron 
depletion therapy, is extremely important. 
In 1996, it has been shown that certain mutations in the 
HFE gene cause hemochromatosis of type 1. These HFE 
mutations lead to the synthesis of an altered protein that 
facilitates transport of iron through the intestinal mucosa. 
The two most frequent mutations are C282Y and H63D. A 
third type, S65C, is found in significantly fewer patients. 
 
For laboratory diagnosis of hemochromatosis blood 
saturation with transferrin is assessed. Blood transferrin 
levels above 50 % or 60 % in women or men, respectively, 
strongly indicate hemochromatosis.  
However, this test is not specific for genetically determined 
hemochromatosis, since other conditions (e.g. diseases of 
the blood and diseases of the liver, often of toxic origin) 
may also cause iron overload. Although, very high ferritin 
levels in the absence of liver disease, cancer, etc. usually 
indicate hemochromatosis, they are no means to 
unequivocally diagnose the disease. 
To confirm the diagnosis, molecular analysis of blood 
samples by methods of DNA amplification and/or 
sequencing is required. Fortunately, a plain sample of 
venous blood is sufficient for the genetic analysis. 

Using Real-Time PCR these transforming mutations can be 
quickly detected with high specificity and sensitivity. 

TECHNICAL CHARACTERISTICS 
Number of tests: 48 or 96 
Shelf life: 12 months 
Sample material: DNA extract from whole peripheral blood 
Positive controls: contain target (DNA) sequences 
corresponding to following genotypes regarding mutation 
HFE H63D: homozygous wild-type (WT), homozygous 
mutated (MUT) and heterozygous (HET) 
Compatible platforms: Validated on 
! Applied Biosystems 7500 Fast / Fast Dx, 7300 and 

StepOnePlus / StepOne Real-Time PCR System 
! Dx Real-Time System and CFX96 Real-Time PCR 

Detection System (Bio-Rad) 
The kit can be used on instruments that allow a reaction 
volume of 25 µL and read the FAM and CAL Fluor® Orange 
560 fluorescence (detection channels FAM and JOE/HEX). 
Analytical specificity: No non-specific pairing of primers 
and probes 
Analytical sensitivity: 2 ng / reaction of DNA 
Diagnostic sensitivity and specificity: 100 % 

 

Fig. 1:  Scatter plot on Applied Biosystems 7500 Fast Dx Real-
Time PCR System using SDS software. 
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REALQUALITY 
RS-HEMO H63D 48/96 tests 
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