
Our ref: 11119/ MJ

Beth Evans
Freeths Ltd
Cumberland Court
80 Mount Street,
Nottingham
NG1 6HH

6th July 2023

Dear Beath,

Re: Land off Coupals Way, Woodlands Hotel, Haverhill: Great Crested Newt eDNA Survey

This letter provides the results of the environmental DNA (eDNA) survey to determine GCN
presence/absence undertaken on four off-site ponds (P1, P2, P4 and P5) which are located within
the confines of the adjacent golf club (Haverhill Golf Club) access was not permitted for the offsite
pond P3. Works are required at the above site affecting both potential terrestrial and aquatic GCN
habitat.

Water sampling/analysis at P1, P2, P4 and P5 was undertaken in accordance with the guidance as
set out in the Analytical and Methodological Development for Improved Surveillance of Great Crested
Newt; WC1067; Appendix 5; Technical advice note for field and laboratory sampling of great crested
newt (Triturus cristatus) environmental DNA1. This methodology has been approved by Natural
England for the determination of GCN presence/ absence.

Sampling was undertaken on 14th June 2023 during the recommended survey season (15th April –
30th June inclusive) by appropriately licenced ecologists who collected a sample of water from the
pond. Sampling was undertaken using kits obtained from ADAS. This comprised taking samples of
agitated water from 20 locations around each of the ponds and mixing thoroughly. Fifteen millilitres
of this water was then placed into each of the 6 sterile sample tubes containing preservative,
precipitates and a DNA sequence that was used for degradation control. All samples were stored in
accordance with the protocols provided by the laboratory. The samples were then transported under
suitable conditions to ADAS’s laboratory for analysis. Following analysis, results provided by the
laboratory could have one of three outcomes which are described in Table 1 below.

1 http://randd.defra.gov.uk/Document.aspx?Document=11976_WC1067_Appendix_5_TechnicalAdviceNote.pdf
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Appendix 1: Interpretation of results

Sample Condition

Upon sample receipt we score your samples according to quality: good, low sediment, medium sediment, high
sediment, white precipitate, and presence of algae.

There are three reasons as to why sediment should be avoided:
1. It is possible for DNA to persist within the sediment for longer than it would if it was floating in the water

which could lead to a false positive result i.e. in this case GCN not recently present but present a long time ago
2. In some cases sediment can cause inhibition of the PCR analysis used to detect GCN eDNA within samples

which could lead to an indeterminate result.
3. In some cases sediment can interfere with the DNA extraction procedure resulting in poor recovery of the

eDNA which in turn can lead to an indeterminate result.

Algae can make the DNA extraction more difficult to perform so if it can be avoided then this is helpful.

Sometimes samples contain a white precipitate which we have found makes the recovery of eDNA very difficult. This
precipitate can be present in such high amounts that it interferes with the eDNA extraction process meaning that we
cannot recover the degradation control (nor most likely the eDNA itself) at sufficient levels for the control to be
within the acceptable limits for the assay, therefore we have to classify these type of samples as indeterminate.

What do my results mean?

A positive result means that great crested newts are present in the water or have been present in the water in the
recent past (eDNA degrades over around 7-21 days).

A negative result means that DNA from the great crested newt has not been detected in your sample.

On occasion an inconclusive result will be issued. This occurs where the DNA from the great crested newt has not been
detected but the controls have indicated that either: the sample has been degraded and/or the eDNA was not fully
extracted (poor recovery); or the PCR inhibited in some way. This may be due to the water chemistry or may be due
to the presence of high levels of sediment in samples which can interfere with the DNA extraction process. A re-test
could be performed but a fresh sample would need to be obtained. We have successfully performed re-tests on
samples which have had high sediment content on the first collection and low sediment content (through improved
sample collection) on the re-test. If water chemistry was the cause of the indeterminate then a re-test would most
likely also return an inconclusive result.

The results will be recorded as indeterminate if the GCN result is negative and the degradation result is recorded as:
1. evidence of decay - meaning that the degradation control was outside of accepted limits
2. evidence of degradation or residual inhibition - meaning that the degradation control was outside of accepted

limits but that this could have been due to inhibitors not being removed sufficiently by the dilution of inhibited
samples (according to the technical advice note)


