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LAND AT CHICHELE ROAD, OXTED: AMPHIBIAN SURVEY

1 INTRODUCTION

1.1 During previous surveys, a small ephemeral pond in the ancient woodland has been
repeatedly dry during the survey window for great crested newts and therefore no
surveys for GCN were undertaken. However, in 2024 the wet weather has meant the
pond did contain water in spring and therefore an eDNA survey could be undertaken.
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2 METHODOLOGY

2.1 The woodland pond on site was subject to eDNA surveys on 22" May 2024. The survey
comprised the collection of 40ml samples from 20 locations around the edge of the
pond. Samples were mixed together in a bag and six 15ml samples then extracted and
stored within preserving fluid. These samples were then sent to ADAS, who analyse the
samples for GCN DNA. This technique has been tested by DEFRA and found to have a
reliability of 99.3%. Sampling methodology followed best practice guidance within
Analytical and Methodological Development for Improved Surveillance of the Great
Crested Newt (Freshwater Habitats Trust, 2014).

3 RESULTS

3.1 The results of the eDNA survey confirmed likely absence of GCN with 12 out of 12 tests
negative for presence of GCN DNA. The test results are provided overleaf.

4 CONCLUSION

4.1 The absence of GCN in the ephemeral pond in the woodland in the north of the site
provides additional evidence to confirm the previous assessment that GCN are likely
absent from site.
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Ethos Environmental Flanning
ADAS
Spring Lodge
172 Chester Road
Halshy
WA QAR

Ted- 01159 229349
Email: Helen Repsadas ook

. A uk

Sample ID: ADAS-5295 Condition on Receipt: Medium Sediment Volume: Passed
client Identifier: Cxted 1 Description: pond water samples in preservative

Date of Receipt: 28/05/2024 Material Tested: eDMNA from pond water samples

Determinant Result Method Date of Analysis
Inhibition Control” oof2 Real Time PCR 31/05/2024
Degradation Control® Within Limits R=al Time PCR 31/05/2024
Great Crasted Newt® 0 of 12 [GCM negative) Real Time PCR 31/05/2024

Negative PCR Cantrol

oofa Rzal Time PCR 2z gbove for GCN
[Mucleaze Free Water]
Positive PCR Control [GCN
aofa Rzal Time PCR A&z ghowe for GCN
DMA 107 ng/pL)*
Report Prepared by: DT Helen Reas Report Issued by: Or Ben Maddison
. m ' . = a A
Signed: | k{.(_ AP TRt {8 = signed: f} HM&E—‘-— -
Position: Diractor: Biotechnology Position: M Bictachnology
Date of preparation: 31/05/2024 Date of issue: 31/05/2024

eDMNA analysis wos carned out in eccordance with the stipuloted methodology found in the Technical Adwice Note (WC1067
Appendix 5 Technical Adwice Note] published by DEFRA and adopted by Notural England.

* if all PCR controds and extraction blanks give the expected results a sample is considered: negative for great crested newt if
all of the replicates are negative; positive for great crested newt if one or more of the replicates are positive.

" Recorded as the number of positive replicate reactions ot expected Co volue. if the expected C: value is not achisved, the
sample is considered inhibited and is diluted as per the technical odvice note prior to emplification with great crested newt

primer and probes.
¥ No degradation is expected within time frame of kit preparation, sample collection and analysis.

*additional positive controls (107, 107, 107 ng/uL) are also routinely run, results not shown here.

ADAS eDNA Results Sheet: 1040068-Ethos Oxted (01) Page |1 Edition: 01
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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 DMA 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 recenthy present but present a long time ago
2. In some cases sediment can cause inhibition of the PCR analysis used to detect GCN eDMNA within samples
which could lead to an indeterminate result.
3. In zome cases sediment can interfere with the DMNA extraction procedure rezulting in poor recovery of the
elNA which in turn can lead to an indeterminate result.

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

Sometimes samples contain a white precipitate which we have found makes the recovery of eDMA very difficult. This
precipitate can be present in such high amounts that it interferes with the eDMNA extraction process meaning that we
cannot recover the degradation control (nor most likely the eDMA 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 indaterminate.

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 DMNA from the great crested newt has not been detected in your sample.

O zocasion an inconclusive result will be issued. This coours where the DMNA from the great crested newt has not been
detected but the controls have indicated that either: the sample has been degraded andjor 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 perfformed re-tests on
samples which have had high sediment content on the first collection and low sediment centent (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 rezults 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 comtrol was outside of accepted limits
2. evidence of degradation or residual inhibition - meaning that the degradation control was cutside of accepted
limits but that this could have been due to inhibiters not being removed sufficiently by the dilution of inhibited
samples [according to the technical advice note)
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