APPENDIX S - Great Crested Newt EDNA Results

Pond 2 The Old Brickyard Farm South-West Pond
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Sampie ID° ADAS-0870 Condition on Recpt Low Sediment Volume Paited
Clhent identifier 2 tyw mall Descniphon pond water samples in preservatie
Date of Recspt: 27/04/2021 Matenal Tested eDNA from pond water samples
Deterrmanant et Mt hod Date of Analyss
inhetetion Control’ 2of2 Pl Tt PCR 28042021
Dagradaton Control Within Lirmits Real Time PCR 19/04/2021
Graat Crested MNewt* Oof 12 (GCN negatrve) Beal Tire PCR 290472021
Megatrve PCR Control
e eari ) oofd Real Tome PCR As abowe for GON
Postree PCR Controd |GON
Pl . aola Peal Time PCR &g above for GCMN
Beport Prepared by Dr Melen Fees Report isued by Dr B Ktaddizon
- f-
Powthon Durector Biotechnoiogy Posibon MO Bsotechnology
Date of preparation 04,05/2021 Date of msue OS5/ 2021

e0NA anoiyss was comied out in accordonce with the hpulated methodoiogy found in the Techmcol Advice Note [WC L1067
Appencis 5 Technicol Adwcr Note| published by DEFRA ond odopted by Notural England.

* if ol PCR controls ond &xTrochon Sonks grae the Expected resulls 0 J0Mpie i consdened negaTve for great crested newt if
oll of the repliicotes are negotre. positve for great crested newt if one or more of the replicotes ore positve.

' Mecorded a3 the number of postrve replicote reactions of expected C value I the expected G, volur i not ochwved, the
sompile is conzidered infibited ond is diluted a3 per the technicol odwice note prior fo ampiificotion with great crestied newt
primar and probes.

’ No degrodation i expected weliun Sme frome of ot preporotion, sompie codecton ond onolyss

*Additional positive controls [10°, 107, 107 ng/l) ore oiso routinely run, results not shown here
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Pond 3 Old Dairy Farm
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Sample 1D ADAS-0BES Condmon on Becspt Low Sedment Volume Pasied
Chent identifier 3 long copse Descnphon pond walel Simles i preservatie

Cate of Recespt 27/04/2021 Matenal Tested eONA from pond wiater @mples

Determanant Maethod Date of anabysis
Irfubtson Control” Feal Torre PCR 5004 2021
Cregradateon Contro Real Time PCR S0/04/2021
Great Crested Mewt® Oof 12 (GCN negatrve) Beal Tere PCR 005 2021
HNegatroe PCR Contros

i iy ) Pl Torree PCR A3 abowe for GON
Posative PCR Control (GON

DNA 307 ne/ia P Baal Time PCR Az above for GON
Beport Prepared by Beport iued by Or Ben Maddison
Postion Derector Bectechnolopy Poriimon MO Beotechnology
Date of preparaton Dt of 3w L0 I021

0N anolyss wos comed ouT i occordonce wath the Sipuloted methodology found i the Technecol Advice Note [WCI087

Appendia 5 Techmcol Adwoe Hote) published by DEFRA ond odopted by Noturd! England

* if ol ACR condrods and extrochion bianis gree the expectind neswlts 0 somple i considensd negotive for greal crisied newt if
il of the replicotes ore negotive; positive for grect crested newt if one or more of the repiicotes ore positive.

* Recorded of the number of posiive replicote reactions of expected G vaive. [f the expected C, volue i not octeeved, the
sompie i considered nbibited ond s diluted o3 per the technical ochvice mote prior to omplificobon with greot crested newt

primer ond probes.

! no degrodotion is expected within Sme frome of ot preporotion, sompie cofiection ond onalysis.
*additional positive controls (107, 107, 107 ng/ia) ore olso routingly run, results net shown here
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Pond 4 Colman’s Copse
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Sampie ID: ADAS-1511 Condition on Recespt Low Sediment volume Passed
Chent identrfier. £ Colmans Descnphon pond watesr Shmpies i preservatne

Date of Receipt- 14052021 Material Tested DA from pond water sampies

Determanant Result Method Date of Anabyss
Inkabition Control” oof2 Feal Time PCR 19/05/2021
Degradation Control’ Withen Lirmits Real Time PCR 19/05/2001
Great Crested Mewt* Oof 12 (GCN negative) Beal Tire PCR 190572021
Negatree PCR Control

houch Pove ) oofa Rueal T PCR As above for GON
Posstree PCR Controd |GON

DMA 10° ng/LP docfa EBeal Time PCR A5 abowe for GON
Report Prepared by D¢ Helen Rees Report ssued by O Ben Mackdion
Postion Derector Bectechnaoiogy Posrtion KD Baotechnology
Date of preparabon 20/05/2021 Cate of msue 20/05/2021

eDNA onolyss was comied out in acoordance with the shipuloted methodbiogy found in the Technicol Adwce Note (WCI08T
Appendix 5 Techrecol Adwee Note | published by DEFRA ond odopted by Natural England

* i all ACR controds and extroction bionks grae the expected nesulls 0 somple o consdered negotive for great crested newt if
oil of the repicotes ore nepative, positive for great crested newt if one or more of the replicotes ore positive

* Recorded o3 the number of positive replicote reoctions of expected G value. If the expected G volue 5 not ochieved, the
sample i5 considered nfebited ond is diuted o5 per the technical advice note prior to omplficoton with grect crested newt
prirmer ond probes.

¥ Ne degrodoton i expected withe tim frome of bt preporobon, sompie colecbon ond onolysis.
*agdditonal positive controis (10, 107, 107 ng/ju) ore aliso routingly fan, resufts not shown here
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