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Annex E: GCN eDNA Results 



DNA Analysis Report - Commercial in Confidence

Customer: AECOM

Leeds

Address: 2 City Walk

Contact: Jo Atkinson

Email: jo.atkinson@aecom.com

Tel:

Samples:

Analysis requested: Detec"on of Great Crested Newt eDNA from pond water.

Thank you for submitting your samples for analysis with the Fera eDNA testing service. The details of the analysis

are as follows:

Report date:

07881511261

15-Jun-2018

Method:

The method detects pond occupancy from great crested newts (GCN) using traces of DNA shed into the pond

environment (eDNA).  The detection of GCN eDNA is carried out using real time PCR to amplify part of the

cytochrome 1 gene found in mitochondrial DNA. The method followed is detailed in Biggs J., et al, (2014).

Analytical and methodological development for improved surveillance of the Great Crested Newt. Appendix 5.

Technical advice note for field and laboratory sampling of great crested newt (Triturus cristatus) environmental

DNA. Freshwater Habitats Trust, Oxford.

The limits of this method are as follows: 1) the results are based on analyses of the samples supplied by the client

and as received by the laboratory, 2) any variation between the characteristics of this sample and a batch will

depend on the sampling procedure used. 3) the method is qualitative and therefore the levels given in the score

are for information only, they do not constitute the quantification of GCN DNA against a calibration curve, 4)  a

‘not detected’ result does not exclude presence at levels below the limit of detection.

The results are defined as follows:
Positive:

eDNA Score:

DNA from the species was detected.

Negative:

Inconclusive: Controls indicate degradation or inhibition of the sample, therefore the lack of detection of GCN

DNA is not conclusive evidence for determining the absence of the species in the sample provided.

Pond Water

Order Number:

LS11 9AR

GCN18-0909

DNA from the species was not detected; in the case of negative samples the DNA extract is further

tested for PCR inhibitors and degradation of the sample.

Number of positive replicates from a series of twelve.

This test report may not be reproduced except in full, without the written approval of Fera. Fera hereby excludes all liability for any claim, loss, demands or damages of any kind
whatsoever (whether such claims, loss, demands or damages were foreseeable, known or otherwise) arising out of or in connection with the preparation of any technical or scientific
report , including without limitation, indirect or consequential loss or damage; loss of actual or anticipated profits (including loss of profits on contracts); loss of revenue; loss of
business; loss of opportunity; loss of anticipated savings; loss of goodwill; loss of reputation; loss of damage to or corruption of data; loss of use of money or otherwise, and whether
or not advised of the possibility of such claim, loss demand or damages and whether arising in tort (including negligence), contract or otherwise. This statement does not affect your
statutory rights.  Nothing in this  disclaimer excludes or limits Fera  liability for: (a) death or personal injury caused by Fera’s negligence (or that of its employees, agents or directors);
or (b) the tort of deceit; [or (c) any breach of the obligations implied by Sale of Goods Act 1979 or Supply of Goods and Services Act 1982 (including those relating to the title, fitness
for purpose and satisfactory quality of goods);] or (d) any liability which may not be limited or excluded by law (e) fraud or fraudulent misrepresentation. The parties agree that any
matters are governed by English law and irrevocably submit to the non-exclusive jurisdiction of the English courts.
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DNA Analysis Report - Commercial in Confidence

Issuing officer: Steven Bryce

Tel: 01904 462 070

Email: e-dna@fera.co.uk

Degrada0onInhibi0oneDNA ScoreGCN Detec0onFera ReferenceCustomerReference

NoNo0Nega"veS18-015120-

The results indicate that eDNA for great crested newts was not detected in the sample submitted. Analysis was

conducted in the presence of the following controls: 1) extraction blank, 2) appropriate positive and negative PCR

controls for each of the TaqMan assays (GCN, Inhibition, and Degradation). All controls performed as expected.

This test procedure was developed using research funded by the Department of Environment, Food and Rural

Affairs.

This test report may not be reproduced except in full, without the written approval of Fera. Fera hereby excludes all liability for any claim, loss, demands or damages of any kind
whatsoever (whether such claims, loss, demands or damages were foreseeable, known or otherwise) arising out of or in connection with the preparation of any technical or scientific
report , including without limitation, indirect or consequential loss or damage; loss of actual or anticipated profits (including loss of profits on contracts); loss of revenue; loss of
business; loss of opportunity; loss of anticipated savings; loss of goodwill; loss of reputation; loss of damage to or corruption of data; loss of use of money or otherwise, and whether
or not advised of the possibility of such claim, loss demand or damages and whether arising in tort (including negligence), contract or otherwise. This statement does not affect your
statutory rights.  Nothing in this  disclaimer excludes or limits Fera  liability for: (a) death or personal injury caused by Fera’s negligence (or that of its employees, agents or directors);
or (b) the tort of deceit; [or (c) any breach of the obligations implied by Sale of Goods Act 1979 or Supply of Goods and Services Act 1982 (including those relating to the title, fitness
for purpose and satisfactory quality of goods);] or (d) any liability which may not be limited or excluded by law (e) fraud or fraudulent misrepresentation. The parties agree that any
matters are governed by English law and irrevocably submit to the non-exclusive jurisdiction of the English courts.
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18186-AE-AJ-1  Order number: AEC-17-AJ 

 

Great Crested Newt eDNA Results 
 
Company:  AECOM 
Address:  2 City Walk, Leeds LS11 9AR 
Contact:  Jo Atkinson 
Project code|Task code:  TBC 
Date of Report:  29 May 2018 
Number of samples:  1 
 
Thank you for sending your sample for analysis by NatureMetrics. Your sample has been 
processed in accordance with the protocol set out in Appendix 5 of Biggs et al. (2014). 
 
DNA was precipitated via centrifugation at 14,000 x g and then extracted using Qiagen 
Blood and Tissue extraction kits. 
 
qPCR amplification was carried out in 12 replicates per sample, using the primers and 
probe described by Biggs et al. (2014), in the presence of both positive and negative 
controls. 

 
Results indicate GCN absence in your sample. No degradation or inhibition was 
detected, and all controls performed as expected. Conclusive results are therefore 
presented. 

Results are based on the samples as supplied by the client to the laboratory. Incorrect 
sampling methodology may affect the results. Note that a negative result does not preclude 
the presence of Great Crested Newts at a level below the limits of detection. 
 

Sample  Pond ID  Date arrived  Inhibition  Degradation  eDNA 
score  GCN status 

GCN18-1058  'Pond 2'  22-May-18  No  No  0  Negative 
 

End of report 

 

Report issued by: Dr. Cuong Tang 

Contact: ct@naturemetrics.co.uk | 01491 829042 

 

NatureMetrics Ltd, CABI site, Bakeham Lane, Egham, Surrey, TW20 9TY 



 

Understanding your results 

Positive: GCN DNA has been detected in this sample, meaning that at least one of the 
12 replicates has amplified. Remember that this is not a quantitative test, so 
you should not interpret a high eDNA score (e.g. 12/12) as necessarily 
indicating a larger population of GCN than a low eDNA score (e.g. 1/12). 

Negative: No GCN DNA has been detected in this sample, and the internal and external 
controls worked as expected. This tells us that if there had been GCN DNA in 
the sample, we would have detected it, so we can be confident in its absence 
from the sample provided.  

Inconclusive: No GCN DNA was detected in the sample, but the internal controls failed to 
amplify as expected. This means that any GCN DNA in the sample might also 
have failed to amplify properly, so we cannot have confidence in this negative 
result. Inconclusive results can be caused by degradation of the DNA (when 
the DNA marker contained in the ethanol in the kits fails to amplify) or by 
inhibition of the reaction (when the marker added in the lab fails to amplify) 
caused by certain chemicals or organic compounds that may be present in 
the water sample.  

 

 

NatureMetrics Ltd, CABI site, Bakeham Lane, Egham, Surrey, TW20 9TY 



 

 
18186-AE-AJ-2  Order number: AEC-17-AJ 

 

Great Crested Newt eDNA Results 
 
Company:  AECOM 
Address:  2 City Walk, Leeds LS11 9AR 
Contact:  Jo Atkinson 
Project code|Task code:  TBC 
Date of Report:  30 May 2018 
Number of samples:  1 
 
Thank you for sending your sample for analysis by NatureMetrics. Your sample has been 
processed in accordance with the protocol set out in Appendix 5 of Biggs et al. (2014). 
 
DNA was precipitated via centrifugation at 14,000 x g and then extracted using Qiagen 
Blood and Tissue extraction kits. 
 
qPCR amplification was carried out in 12 replicates per sample, using the primers and 
probe described by Biggs et al. (2014), in the presence of both positive and negative 
controls. 

 

Results indicate GCN absence in your sample. Inhibition was detected, which could not 
be overcome with DNA dilution. An inconclusive result is therefore presented. 

Results are based on the samples as supplied by the client to the laboratory. Incorrect 
sampling methodology may affect the results. Note that a negative result does not preclude 
the presence of Great Crested Newts at a level below the limits of detection. 
 

Sample  Pond ID  Date arrived  Inhibition  Degradation  eDNA 
score  GCN status 

GCN18-1057  'pond 1'  22-May-18  Yes  No  0  Inconclusive 
 

End of report 

 

Report issued by: Dr. Cuong Tang 

Contact: ct@naturemetrics.co.uk | 01491 829042 

 

NatureMetrics Ltd, CABI site, Bakeham Lane, Egham, Surrey, TW20 9TY 



 

Understanding your results 

Positive: GCN DNA has been detected in this sample, meaning that at least one of the 
12 replicates has amplified. Remember that this is not a quantitative test, so 
you should not interpret a high eDNA score (e.g. 12/12) as necessarily 
indicating a larger population of GCN than a low eDNA score (e.g. 1/12). 

Negative: No GCN DNA has been detected in this sample, and the internal and external 
controls worked as expected. This tells us that if there had been GCN DNA in 
the sample, we would have detected it, so we can be confident in its absence 
from the sample provided.  

Inconclusive: No GCN DNA was detected in the sample, but the internal controls failed to 
amplify as expected. This means that any GCN DNA in the sample might also 
have failed to amplify properly, so we cannot have confidence in this negative 
result. Inconclusive results can be caused by degradation of the DNA (when 
the DNA marker contained in the ethanol in the kits fails to amplify) or by 
inhibition of the reaction (when the marker added in the lab fails to amplify) 
caused by certain chemicals or organic compounds that may be present in 
the water sample.  

 

 

NatureMetrics Ltd, CABI site, Bakeham Lane, Egham, Surrey, TW20 9TY 
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Figure 10C.1 Site Location Plan 
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Figure 10C.2 Statutory and Non-statutory Designations 
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Figure 10C.3 Phase 1 Habitat Map 
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Application Boundary
Main development area
(Indicative)

!H Target note

E G2.1 - Running water -
eutrophic
J2.1.2 - Intact hedge - species-
poor
A1.1.2 - Broadleaved
woodland - plantation
A2.1 - Scrub -
dense/continuous

IS B2.2 - Neutral grassland -
semi-improved
F1 - Swamp
G1 - Standing water

E E G1.1 - Standing water -
eutrophic

A A
A A J1.1 - Cultivated/disturbed land

- arable

A A J1.2 - Cultivated/disturbed land
- amenity grassland
J2.1.2 - Intact hedge - species-
poor
J3.6 - Buildings & Structures
J5 - Other Habitat - Hard
Standing

PHASE 1 HABITAT SURVEY
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