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Photograph 1 – Pond 1.   
 
 

 
Photograph 2 – Pond 2. 



 
Photograph 3 – Pond 3. 
 

 
Photograph 4 – Pond 4. 
 



Photograph 5 – Pond 6.  
 

 
Photograph 6 – Ditch 1. 
 
 



 
Photograph 7 – Ditch 2. 
 
 

 
Photograph 8 – Ditch 3. 
 
 



 
Photograph 9 – Pond 24. 
 

 
Photograph 10 – Pond 25. 



 

 
Photograph 11 – Ditch 7a present to the west of Pond 25, flowing east and connecting to 
Ditch 6. 

 
Photograph 12 – Pond 26. 



 

 
Photograph 13 – Pond 29. 
 

 
Photograph 14 – Pond 30. 



 
Photograph 15 – Pond 31. 
 

 
Photograph 16 – Pond 34. 
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TECHNICAL REPORT
ANALYSIS OF ENVIRONMENTAL DNA IN POND WATER FOR THE DETECTION OF GREAT

CRESTED NEWTS (TRITURUS CRISTATUS)

SUMMARY

When great crested newts (GCN), Triturus cristatus, inhabit a pond, they continuously release small
amounts of their DNA into the environment. By collecting and analysing water samples, we can detect
these small traces of environmental DNA (eDNA) to confirm GCN habitation or establish GCN absence.

RESULTS

Date sample received at Laboratory: 21/04/2022
Date Reported: 25/04/2022
Matters Affecting Results: None

Lab Sample
No.

Site Name O/S
Reference

SIC DC IC Result Positive
Replicates

1986 Ditch 8  SJ 39786
49980 

Pass Pass Pass Negative 0

1988 D 7A SJ 39757
49979 

Pass Pass Pass Negative 0

1989 Ditch 7B SJ 39669
50042 

Pass Pass Pass Negative 0

1990 Pond 25 SJ 39640
50008 

Pass Pass Pass Negative 0

1991 Pond 34 SJ 38954
49925 

Pass Pass Pass Positive 12

1992 Pond 2  SJ
3939150316 

Pass Pass Pass Negative 0

1993 D6 SJ 39762
50181 

Pass Pass Pass Negative 0
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1994 Ditch 1 SJ 39042
50490 

Pass Pass Pass Positive 1

1995 Pond 29 SJ 39317
49940 

Pass Pass Pass Negative 0

1996 68-69
Clywedog

Road 

SJ 37292
49566 

Pass Pass Pass Positive 1

1997 Pond 31 SJ 39104
50073 

Pass Pass Pass Negative 0

1998 Ditch 3 SJ 39115
50529 

Pass Pass Pass Negative 0

1999 Pond 30 SJ 39260
49935 

Pass Pass Pass Negative 0

2000 D2  Pass Pass Pass Negative 0

2001 Pond 1  SJ 39215
50299 

Pass Pass Pass Negative 0

If you have any questions regarding results, please contact us: ForensicEcology@surescreen.com

Reported by: Chris Troth Approved by: Esther Strafford

METHODOLOGY

The samples detailed above have been analysed for the presence of GCN eDNA following the protocol stated in DEFRA
WC1067 ‘Analytical and methodological development for improved surveillance of the Great Crested Newt, Appendix 5.’
(Biggs et al. 2014). Each of the 6 sub-sample tubes are first centrifuged and pooled together into a single sample which
then undergoes DNA extraction. The extracted sample is then analysed using real time PCR (qPCR), which uses species-
specific molecular markers to amplify GCN DNA within a sample. These markers are unique to GCN DNA, meaning that
there should be no detection of closely related species.

If GCN DNA is present, the DNA is amplified up to a detectable level, resulting in positive species detection. If GCN DNA is
not present then amplification does not occur, and a negative result is recorded.

Analysis of eDNA requires scrupulous attention to detail to prevent risk of contamination. True positive controls, negative
controls and spiked synthetic DNA are included in every analysis and these have to be correct before any result is declared
and reported. Stages of the DNA analysis are also conducted in different buildings at our premises for added security.

SureScreen Scientifics Ltd is ISO9001 accredited and participate in Natural England’s proficiency testing scheme for GCN
eDNA testing. We also carry out regular inter-laboratory checks on accuracy of results as part of our quality control
procedures.

INTERPRETATION OF RESULTS
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SIC: Sample Integrity Check [Pass/Fail]
When samples are received in the laboratory, they are inspected for any tube leakage, suitability of
sample (not too much mud or weed etc.) and absence of any factors that could potentially lead to
inconclusive results.

DC: Degradation Check [Pass/Fail]
Analysis of the spiked DNA marker to see if there has been degradation of the kit or sample between the
date it was made to the date of analysis. Degradation of the spiked DNA marker may lead indicate a risk
of false negative results.

IC: Inhibition Check [Pass/Fail]
The presence of inhibitors within a sample are assessed using a DNA marker. If inhibition is detected,
samples are purified and re-analysed. Inhibitors cannot always be removed, if the inhibition check fails,
the sample should be re-collected.

Result: Presence of GCN eDNA [Positive/Negative/Inconclusive]
Positive: GCN DNA was identified within the sample, indicative of GCN presence within the sampling
location at the time the sample was taken or within the recent past at the sampling location.
Positive Replicates: Number of positive qPCR replicates out of a series of 12. If one or more of these
are found to be positive the pond is declared positive for GCN presence. It may be assumed that small
fractions  of  positive  analyses  suggest  low  level  presence,  but  this  cannot  currently  be  used  for
population studies. In accordance with Natural England protocol,  even a score of 1/12 is declared
positive. 0/12 indicates negative GCN presence.
Negative: GCN eDNA was not detected or is below the threshold detection level and the test result
should be considered as evidence of GCN absence, however, does not exclude the potential for GCN
presence below the limit of detection.





 
STATUTORY AND PLANNING CONTEXT  
     
Ecological assessments 
 

 Ecological assessments play an important part within the planning context; they include an 
initial assessment which highlights any specific interests of a site.  From the initial site 
assessment, the surveyor assesses the suitability of habitats within the site to support 
protected species and makes recommendations for further survey works if required. The 
following paragraphs provide a brief interpretation of the legislative protection that is relevant 
to the findings of this report. 
 
 
Habitats  
 
Section 7 of the Environment Act (Wales) places a duty on Welsh Ministers to publish, 
review and revise lists of types of habitats and species in Wales which they consider are of 
key significance to sustain and improve biodiversity. The Welsh Ministers must also take all 
reasonable steps to maintain and enhance the habitats published in these lists, and 
encourage others to take such steps.  
 
 
Amphibians 
 
Great crested newts 
 
Great crested newts (GCN) Triturus cristatus and their habitat (aquatic and terrestrial) are 
afforded full protection by the Wildlife and Countryside Act 1981 (as amended) and the 
Conservation of Habitats and Species Regulations 2017. If both national and international 
legislation are taken together, it is an offence to: 
   

 Deliberately, intentionally or recklessly kill, injure or capture GCN 

 Deliberately, intentionally or recklessly disturb GCN in such a way to be likely to 
significantly affect: 

 their ability to survive, breed, reproduce, rear or nurture their young  

 their ability to hibernate or migrate 

 their local distribution or abundance 

 Deliberately, intentionally or recklessly take or destroy the eggs of GCN 

 Damage or destroy breeding sites or resting places of GCN 

 Intentionally or recklessly disturb sheltering GCN, or obstruct access to their resting 
place 

 Keep, transport, sell or exchange, or offer for sale or exchange any live or dead 
GCN, any part of GCN or anything derived from GCN 

 
Penalties for offences include fines of up to £5000, plus up to six months imprisonment, for 
each offence committed. 
 
GCN are also protected by the Protection of Animals Act 1911, which prohibits cruelty and 
mistreatment. Releasing a GCN in such a way as to cause undue suffering may be an 
offence under the Abandonment of Animals Act 1960.   
 
In addition to the above, there are various statutory provisions relating to the transport of 
animals, designed to ensure their welfare. GCN are also listed under Section 7 of the 
Environment (Wales) Act 2016. 



 
It is important to identify the presence of GCN individuals and also to identify suitable habitat 
on sites so that legal obligations regarding this species can be observed. If a survey 
identifies the presence of GCN on the site, an assessment of the population size class is 
required. This can then inform a mitigation scheme, which would need to be developed in 
liaison with the local Natural Resources Wales (NRW) team, and which minimises direct 
threats to newts and compensates for any loss of habitat. A licence issued by NRW is 
required for the legal implementation of a mitigation scheme. 
 
An NRW mitigation licence application requires a Mitigation Method Statement and a 
Reasoned Statement of Application. The Mitigation Method Statement contains details of the 
proposed mitigation works. The Reasoned Statement needs to provide a rational and 
reasoned justification as to why the proposed development meets the requirements of the 
Conservation (National Habitats & c.) regulations 1994, namely Regulations 44(2)(e), (f) or 
(g), and 44(3)(a).  
 
Other amphibians 
 
More common British amphibians, such as common frog Rana temporaria, common toad 
Bufo bufo, smooth newt Triturus vulgaris and palmate newt Triturus helveticus are protected 
only by Section 9(5) of the Wildlife and Countryside Act 1981 (as amended). This section 
prohibits sale, barter, exchange, transporting for sale and advertising to sell or to buy. 
 
The above named species are also listed as UK Species of Conservation Concern.  Due to 
general declines in most British amphibian species in recent years, many local authorities 
require amphibian surveys as a planning condition, or as part of environmental information 
submitted as part of a planning application, even where the presence of GCN is ruled out.  
 
Natterjack toad Bufo calamita and pool frog Pelophylax lessonae are also offered the same 
level of protection as GCN, through the Wildlife and Countryside Act 1981 (as amended) and 
the Conservation of Habitats and Species Regulations 2017. 
 
Natterjack and common toad are also listed under Section 7 of the Environment (Wales) Act 
2016. 
 
Water bodies that support all five (more common) species of British amphibians in high 
numbers, may be afforded protection in local plans, as Sites of Importance for Nature 
Conservation (SINC), or a similar equivalent, for sites of local importance. A site may require 
statutory protection as a Site of Special Scientific Interest (SSSI). 
 
 
Planning Policy 
 
National planning guidance is issued in the form of Planning Policy Wales (PPW - 2018). 
The most relevant sections are included in Chapter 6: Distinctive and Natural Places. This 
chapter details the policies on issues such as the protection of trees, woodlands, species, 
and designated sites. The document is free and available to view online 
 
  




