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HEKTOEN ENTERIC AGAR 
Powdered and ready to use medium 

 for the isolation and differentiation of enteric pathogens. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Typical formula (g/l) 
Tryptose  12.000 
Yeast Extract  3.000 
Bile Salts Bios N.3  9.000 
Lactose  12.000 
Sucrose  12.000 
Salicin  2.000 
Sodium Chloride  5.000 
Sodium Thiosulphate  5.000 
Fe-Ammonium Citrate  1.500 
Brom Thymol Blue  0.065 
Acid Fuchsin  0.100 
Agar  15.000 
 
Directions for powdered medium  
Suspend 76.6 g in 1000 ml of cold distilled water, heat to boiling and pour into sterile plates. Do not 
autoclave this medium. 
Final pH 7.6 ± 0.2 
Directions for ready to use medium in flasks  
Dissolve the  contents of the bottle in a temperature controlled water batch (100°C). Cool to 45-50°C, 
mix well and distribute into sterile Petri dishes 
Final pH 7.6 ± 0.2 

Description 
Hektoen Enteric Agar (HEA) is a selective medium for the isolation and differentiation of Gram 
negative enteric pathogens. King and Metzger developed HEA in an effort to increase the recovery of 
Salmonella and Shigella spp. over the previously formulated SS Agar. This medium, is particularly 
useful in the isolation of Shigella spp.  In addition to a large amount of peptones, the medium 
contains the follows: 
Carbohydrates: lactose, sucrose and salicin 
pH indicators: bromothymol blue and acid fuchsin 
Selective agents: bile salts n° 3 
H2S indicators: sodium thiosulphate and ferric ammonium citrate 
The medium makes it easy to distinguish microorganisms that ferment lactose, sucrose and salicin 
from those which do not ferment these carbohydrates. The use of Hektoen Enteric Agar also permits 
a presumptive differentiation between Salmonella and Shigella. HEA is currently recommended as 
one of several plating media for the culture of Enterobacteriaceae from stool specimens.  

HEA: Salmonella (black colonies) and  E.coli (salmon coloured colonies) 
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Hektoen Enteric Agar prepared by Biolife has been tested by Silvia King for the isolation of 
Salmonella and Shigella from faecal specimens with results comparable to the medium prepared in 
the laboratory. 
 
Technique 
If material is being cultured directly from swab, roll the swab over a small area of the surface edge. 
Sterak the inoculum to obtain isolated colonies. A non selective medium should also be inoculated. If 
an enriched culture is used, smear a loopful of incubated broth to the surface of HEA plate. 
Incubate plates for 18-24 hours at 35°C protected from light. If negative after 24 hours, reincubate for 
an additional 24 hours. 
The table below gives the culture characteristics of some microorganisms on HEA after incubation for 
24 hours at 35°C. 

Microorganisms  Culture characteristics 
Shigella, Providencia  light green colonies 
Salmonella  blue-green or blue colonies with or without black centre, the medium 

changes to dark blue 
Pseudomonas  green or brown colonies, the medium changes to dark blue 
Coliforms  poor growth, yellow-salmon colony, the medium changes to red end 

becomes opaque through precipitation of the bile salts 
 
Limitations 
The bile salts may crystallize over time. They appear as small spider-like puff-balls within the medium 
and do not affect the performance of the medium. Proteus colonies may resemble Salmonella and 
Shigella.  It is recommended that selective enrichment broths (GN Broth, Selenite Broth) be used in 
conjunction with selective plating media. 
 
User quality assurance   (37°C-24hrs) 
Productivity control  
S.typhimurium ATCC 14028*: growth, blue to green/blue colonies with black centres 
S.flexneri ATCC 12022*: growth, green to blue green colonies 
Selectivity control 
E.coli ATCC 25922*: poor growth, yellow to salmon colonies with precipitate 
E.faecalis ATCC 19433*: inhibited 
*NCCLS M22-A2 recommended strains. 
 
Storage 
Dehydrated media: 10-30°C 
User prepared plates: 7 days at 2-8°C 
Ready to use media: 2-8°C 
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Packaging 
4015412   Hecktoen Enteric Agar,   500 g (6.5 l )  
4015414  Hecktoen Enteric Agar,   5 kg (65 l) 
541541  Heckloen Enteric Agar,  20 ready to use plates 
5115412   Hecktoen Enteric Agar,  6 x 100 ml ready to use bottles 
5115413   Hecktoen Enteric Agar,  6 x 200 ml ready to use bottles 
 


