APPENDIX S - Great Crested Newt EDNA Results

Pond 2 The Old Brickyard Farm South-West Pond
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Sampie 1D ADAS-O870 Condition on ReCkpt Low Seckment Volume Patsed
Chant idertiSer 2 saw mall Dacriphon pond water SEMEies i preser athve
Date of Recept: 27/04/2021 Matensl Tested eDNA from pond water samples
Deter manant Bl Mot Pcud Date of Anabysis
infwbetion Control’ 2o0f2 Rea Time PCR L0 001
Degradaton Control® Withn Lirmets Peal Tirme PCR HN/o42021
Great Crested Newt* 0 of 12 (GCN negatrve) PEeal T PCR 2042001
MNegatre PCR Control
[ Nuset Free Water] oofa Peal Teme PCR a3 aborve for GCN
Postrve PCR Control [GOMN
DMA 107 ng/iaL P dof4 Real Time PCR A above for GCN
Beport Prepared by D Felen Boss ReporT 1 sued by Or Ban MtRdChsOnN

-- -
Powhon Dwrector Beotechnoiogy POLITON MO Batechnoiofy
Diate of greparation 04/05/2021 Date of e 04052021

#0NA anoiyss was comad ouT i ccordiance with the mpulated methodoiogy found i the Techrecol Advce Note [WC 1087
Appendx 5 Techncol Adwee Note| published by DEFRA ond odopted by Notural England

* if all PCR controis and extrochon Hanks gree the expectad resuits 0 sompie i3 considened. Negotve for preat crested newt if
ol of the repicates ane negotrae, positree flor great crested newt if one or more of the replicates ore posithve

* Recorded o3 the number of positres rephcote reactions ot expected C. value If the expected C, volue i3 not ocheeved, the
sompie is consdered miwbited ond is diluted a3 per the techrrcal odwoe note prior to ompdificobon with great crestied Newt
primer ond prodes.

¥ ric degrodonion o expected within Bme frome of ot preporotion, somple colechon and orolysis
*Additionsl positive controls (10°, 107, 107 ng/lL) ore ciso routinely run, resslts not shown here
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Pond 3 Old Dairy Farm
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Lample 1D ADAL-DESS Condion on RBeceipt Low Sedmant Volume Pasied

Chent identrfier 3 long cople Desscnphion pond water SAmMpies n preseratrne

Date of Recespt 17/04/2021 Matenal Tested DML from pond water ampies
DEtEr TR Rt It o Date of Analysio
Intubxtion Control” 2ol Pea Time PLR MO0/ 2021
Deegradation Contro Wirthen Limuts Real Tiere PCR 30/04/2021
Great Crested Faewt® Oolf 12 (GCN regatrve) Eeal Torss PCR 000/ 2021
Heapatras PCR Control

I iy ) ool 4 P Terred PR a5 above for GON
Posatres PCR Controd |GOM
Dl 557 . aofa Real Tirre PCR &3 above for GCN
Raport Prepared by Cir Phelan Eeds Beport Hiued by Or Ben Maddiion
Powhon Dwrecior Bectechnoiogy Poumon MO Beotechnology
Date of preparaton 005,/ 2021 Cte of 3w OL/05/ 2021

¢ONA onolyas wos Cormed 0uT i occordionce with the Sipuloted methodoiogy found i the Techrecol Advoe Note [WCI08T
Appendts § Techmacal Adwee Hote ) published by DEFRA and adopted by Noturd! England

* if all AR controds and extrochon bignis gree the expected resulls 0 somple o consdered negotwe for great crésted newt
oil of the replicotes are negotive; positive for great crested newt if one or mone of the repicotes ore positve

' Recorded a3 the number of postnee replicote reactxons of expected C vaive [f the expacted C, volug i ne? ochseved, the
sompie is considered mfiated ond 15 dilutied o3 per the technical odvice note prcr to omplificobon with great crested newe
primer ong prodes

! ne degrodotion i expected wethin Sma frome of ot preparction, sompie colecton ond crolyss.
*aAddtional positiee controls (107, 107, 107 ng/sd) ore also routinely run, results not shown here
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Pond 4 Colman's Copse
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sampie I ADAS-1511 Condiion On Recept Low Sedhment volume Passed

Chent identrfier 4 Colmans DescnpOon pond water Shmpies In preservitne

Date of Recspt- 14052021 Matenal Temed &DNA from pond water sampies

Deterrmenant Result Method Date of Analyss

inhibmion Control” oof2 Real Time PCR 19/05/2021

Degradation Control’ Withe Lamets Beal Time PCR 19/05/ 7021

Great Crested Newt® 0 of 12 (GCN negatrve) Feal T PCR 19,037 1021

Negatree PCR Control

Mo Pree Water] Dofd Feal T PCR As abowe for GON

Posstree POR Control [ON

DMA 10 ng/ja P 4ocfa Real Time PCR A3 above for GON

Reporn Prepared by D Helen Rees Report ssued by D Ben Mackcion

Poution Dwrector  BeoteChnoiofy POLMON WD BaoteChnology

Date of preparation 20/08./2021 Date of dsue 20/05/2021

eDNA anolyss was cormed out N SccorEionce wmith the hpuicted methodology found i the Technecol Adwce Note (WICL087
Appencis § Techncol Adwee Note) published by DEFRA ond odopted by Natural England

* i all AOR controls ond extrochon bignis gree the expected resulls 0 sompie i consdered negotnee for great crested newt f
oil of the repicates ore neQotrwe, positive for great crestied newt if one or mone of the repixcotes are posite

" Recorded 03 the number of POTITivE Nephcote reochons ot Bxpected G volue If the &xpected O volul 15 ROt ocheved, the
sample o consdered indebted ond is déuted o3 per the techrical advece note prior to omplficotion with greot crested rewt
prirmer ongd probes.

! No degrodoton i expected wethan e frome of ot preparobon, sompie colechon ond onolysis.
*additonal positive controls (100, 107, 107 ng/ul) ore oiso routinely run, fesults not shown here.
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