Appendix 10.8 GCN DNA results

Client: Ttepharse Green,

Ethens Erveironmeental Planning

Sampée ID: ADAS-I58T

Client Identifier: Wilson's
Pearce's Farmi

Date of Receipt: 05,/05/2022

Caondition on Receipt: Good

Description: pond water samples in preseratse

Material Tested: eDNA from pond water samples

ADAS

ADAL
Sprnng Lodge
U2 Charibar Raad
Pk ey

WAL D&R

Tak 01159 Z2E040
Email: Habm. Berulia s oo ok

A ki i

Viodumes: Passed

Determirant Result Method Date of Analysis

Inhibition Control* 1of2 Read Time PCR 0%,/05/ 1022

Degradation Contral® Within Limits Real Time PCR 1= T L edu ek

Great Crested Newt* Dof 12 (GON negatiee| Read Time PCR 0%,/05/ 1022

Megative PCR Contral

. Free Water} Dofa Real Time PCR As aborwe for GEN

Positive PCR Control |GON

DNA 10 ngjful)® 4ofa Real Time PCR A5 above for GEN

Resport Prepared by DOr Helen Rees Report Issued by: Dr Ben Maddeson
rai

sanes Moncber > soms E Ml dioe_

Positsan: Director: Biotechnology Poesitsan: MOc Biotechnology

Date of preparation:

10/05/1022

Date of msue:

10,0500 2

eOfA omalysis was camrked out in oocorcance with the stipulmted methodolagy found in the Technical Adwice Note [WC1067

Anpendiy § Techmicol Adwioe Note) published by DEFRA ond odopted by Notwn! Englowd.

* If ol ACR comirois and extroction blanks give the expected results o somple 5 considered: negative for grest crested newt (f
oif off tie replicotes ore negative; pasitive for greot orested mewt (f ane or mare of the repiicates are posihive.

" Aecorded os the rumber of posithe repiicate reections o expected Cr valve. if s expected Cr value is not echieved, the
sompie is considered ishibited ond is dilited oz per the technical advice rote prior to emplificotion with grect crested newt

primer mnd probes.

f Mo degradotion (s expected within Hme frome of kit preporotion, sample callection ond orakysis

*additiano! pasitive cangrods (107, 107, 10 pgu | ore olso routinedy run, reswlts not shown here.



Appendix 10.8 GCN DNA results eih® s

Environmental Planning

An

Client: Stephanve Green, ADAS

Ethos Environmental Planning
ADAS
Spring Lodge
172 Chunter Road
Fabby
WAL CAR

Tek 01150 229249
Emat: Men. ReesiPadin ook

W sk
Sample ID: ADAS-3608 Condition on Recelpt: Medium Sediment Volume: Passed
Clent Identifier: Pearce’s Farm Description: pond water samples In preservative

Date of Recelpt: 05/05/2022 Material Tested: eONA from pond water samples

Determinant Result Method Date of Analysis
Inhibition Controf' 20f2 Real Time PCR 0s/05/2022
Degradation Controf® Within Uimits Real Time PCR 058/05/2022
Great Crested Newt* 0 of 12 (GCN negative) Read Time PCR 09/05/2022
:‘mﬁf““:::’ 0of4 Real Time PCR As above for GEN
;:‘;”;;,’Cn:!:g:"“ 00N ks Real Time FCR As above for GEN
Report Prepared by: Dr Helen Rees Report Issued by: Dr Ben Maddison

- ,u.zu«( e > Sgned: BH. AL -

Position: Director: Biotechnology Position: MD: Biotechnology

Date of preparation: 10/05/2022 Date of issue: 10/05/2022

eDNA analysis was carried out in accordance with the stipulated methodology found in the Technical Advice Note (WC1067
Appendix 5 Technical Advice Note) published by DEFRA ond adopted by Notwal England.

* If ol PCR controfs and extroction blanks give the expected results o somple (s considered: negative for great crested newt (f
alf of the replicates ore negative; positive for great crested newt if one or mare of the repiicates are positive.

" Recarded as the number of positive repiicate recctions at expected Cr value. if the expected Cr value is not achieved, the
somple is cansidered inhibited and is diluted as per the technical advice note prior to ampiification with grect crested newt
primer ond probes.

¥ No degradation is expected within time frame of kit preporction, sample collection ond analysis
*Additianal pasitive controis (10°, 107, 10” ng/ut) ore also routinely run, resukts not shown here.
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Client: Stephanie Green, Ams

Ethos Environmental Planning
ADAS
Spring Ledge
172 Chester Road
Helcby
WAE DAR

Tel: 0119 329249
Ernail: Helen_Rees@adas.co.uk

www . adas.uk

Sample ID: ADAS-3618 Condition on Receipt: Good Volume: Passed

Client |dentifier: Prior's Farm ) )
Description: pond water samples in preservative

Goldfish

Date of Receipt: 05/05/2022 Material Tested: eDMA from pond water samples

Determinant Result Method Date of Analysis
Inhibition Control* 20f2 Real Time PCR 09/05/2022
Degradation Control® Within Limits Real Time PCR 09/05/2022
Great Crested Newt® 0 of 12 (GCN negative) Real Time PCR 09/05/2022

Megative PCR Control

{Nuclease Free Water) Gof4 Real Time PCR As above for GCN
Positive PCR Control [GCN )

DNA 10 ng/ul)* 4 of 4 Real Time PCR As above for GCN
Report Prepared by: Dr Helen Rees Report Issued by: Dr Ben Maddison

Signed: k,{/_'g_{-\(’ (/5-.:33: o Signed: E_ H !E EE -

Position: Director: Biotechnology Position: MD: Biotechnology

Date of preparation: 10/05/2022 Date of issue: 10/05/2022

eDNA analysis was carried out in accordance with the stipuloted methodology found in the Technical Advice Note [WC1067
Appendix 5 Technical Advice Note) published by DEFRA and odopted by Notural England.

* If all PCR controls and extraction blonks give the expected results o sample is considered: negotive 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.

" Recarded as the number of positive replicate reactions at expected C: value. If the expected C; value Is not achieved, the
sample is considered inhibited and is diluted as per the technical odvice note prior to amplification with greot 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.



Appendix 10.8 GCN DNA results e'h @ s

Client: Stephanie Green, Ams

Ethos Enwironmental Planning
ADAS
Spring Lodge
172 Chester Road
Helsby
WAS DAR

Tel: 01155 329249
Email: Helen_Reas@adas. couk

i adas Lk

Sample ID: ADAS-3593 Condition on Receipt: Good Volume: Passed

Client |dentifier: Priors Farm, ) )
Description: pond water samples in preservative

Carp Pond

Date of Receipt: 05/05,/2022 Material Tested: eDNA from pond water samples

Determinant Result Method Date of Analysis
Inhibition Control” 20of2 Real Time PCR 09/05/2022
Degradation Control® Evidence of degradation Real Time PCR 09/05/2022
Great Crested Newt® Indeterminate Real Time PCR 09/05/2022
Negative PCR Control 0of4 Real Time PCR As above for GCN
{Muclease Free Water)

Pasitive PCR Control (GCN )

DNA 10 ng/uL)* 4 of 4 Real Time PCR As above for GCN
Report Prepared by: Dr Helen Rees Report Issued by: Dr Ben Maddison

Signed: -K‘(/-Qﬂ{ {/ff > Signed: "EH  d5 -

Pasition: Director: Biotechnology Paosition: MD: Biotechnology

Date of preparation: 10/05,/2022 Date of lssue: 10/05/2022

eDNA anolysis was carrled out in occordance with the stipuloted methodology found in the Technical Advice Note (WC1067
Appendix 5 Technical Advice Note) published by DEFRA and edopted by Notural Englond.

* If all PCR controls ond extroction blanks give the expected results a sample is considered: negotive for great crested newt if
oll of the replicates are negotive; positive for great crested newt If one or more of the replicates are positive.

" Recorded os the number of positive replicate reactions at expected C: volue. If the expected C; value is not achieved, the
sample is considered inhibited and Is diluted os per the technical edvice note prior to amplification with greot crested newt
primer ond probes.

¥ No degrodation is expected within time frame of kit preporotion, sample collection and onalysis.

fAdditional positive contrals (10, 107, 107 ng/ul) are olso routinely run, results not shown here.
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Client: m
Prioirs Farm, Stephanie Green, Ethos Environmental Planning ,4"1

1040079-SG Ethos, Priors Farm, version 1 ADAS

RSK ADAS Ltd
Spring Lodge

172 Chester Road
Helsby

WA6 0AR

Tel: 01159 229249

Email: Helen.Rees@adas.co.uk

www.adas.uk

Sample ID: ADAS-9664

Client Identifier: P3 Grid references/coordinates: Not Supplied
Description: pond water samples in preservative Condition on Receipt: Low Sediment

Date of Receipt : 28/05/2025 Volume: Passed

Determinant Result Method Date of Analysis
Inhibition Control" 20f2 Real Time PCR 06/09/2025
Degradation Control® Within limits Real Time PCR 06/09/2025
Great Crested Newt* 1 of 12 (positive) Real Time PCR 06/09/2025
ReEniver R Conrol 0of4 Real Time PCR As above for GCN

(Nuclease Free Water)

Positive PCR Control (GCN

DNA 10° ng/uL)* 40f4 Real Time PCR As above for GCN

Report Prepared by: Dr Helen Rees Report Issued by: Dr Ben Maddison

Signed: \\\(_6{)/( e (/ &2 Signed: g Hoed 45T
Position: Director: Biotechnology Position: MD: Biotechnology

Date of preparation: 09/06/2025 Date of issue: 09/06/2025

eDNA analysis was carried out in accordance with the stipulated methodology found in the Technical Advice Note
(WC1067 Appendix 5 Technical Advice Note) published by DEFRA and adopted by Natural England.

* If all PCR controls and extraction blanks give the expected results a sample is considered: negative for GCN if all
of the replicates are negative; positive for GCN if one or more of the replicates are positive.

" Recorded as the number of positive replicate reactions at expected C; value. If the expected C. value is not

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

* Additional positive controls (10 210?107 ng/uL) are also routinely run, results not shown here.



Appendix 10.8 GCN DNA results e'l'h S

Client: m
Priors Farm, Stephanie Green, Ethos Environmental Planning ,4‘—1

1040079-SG-Ethos, Priors Farm, version 1 ADAS

RSK ADAS Ltd
Spring Lodge

172 Chester Road
Helsby

WA6 0AR

Tel: 01159 229249

Email: Helen.Rees@adas.co.uk

www.adas.uk

Sample ID: ADAS-9579

Client Identifier: P26 Grid references/coordinates: Not Supplied
Description: pond water samples in preservative Condition on Receipt: Good
Date of Receipt : 10/06/2025 Volume: Passed
Determinant Result Method Date of Analysis
Inhibition Control” 20f2 Real Time PCR 13/06/2025
Degradation Control® Within limits Real Time PCR 13/06/2025
Great Crested Newt* 0 of 12 (negative) Real Time PCR 13/06/2025
Hegatlve ECA Conol Oof4 Real Time PCR As above for GCN
(Nuclease Free Water)
Positive PCR Control (GCN .

4 a 40f4 Real Time PCR As above for GCN
DNA 10™ ng/pL)
Report Prepared by: Dr Helen Rees Report Issued by: Dr Ben Maddison
signed: \ \(_b@(\(? { e > sianed: E Haddsss
Position: Director: Biotechnology Position: MD: Biotechnology
Date of preparation: 13/06/2025 Date of issue: 13/06/2025

eDNA analysis was carried out in accordance with the stipulated methodology found in the Technical Advice Note
(WC1067 Appendix 5 Technical Advice Note) published by DEFRA and adopted by Natural England.

* If all PCR controls and extraction blanks give the expected results a sample is considered: negative for GCN if all
of the replicates are negative; positive for GCN if one or more of the replicates are positive.

" Recorded as the number of positive replicate reactions at expected C ; value. If the expected C, value is not
 No degradation is expected within time frame of kit preparation, sample collection and analysis.

* Additional positive controls (10 210?107 ng/uL) are also routinely run, results not shown here.



