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EUROPEANEUROPEAN COMMISSIONCOMMISSION 
DIRECTORATE DIRECTORATE GENERAL GENERAL JRCJAC� 
JOINT JOINT RESEARCH RESEARCH CENTRE� CENTRE
IInsUtute nstltute lor tor Health Health and and ConsumeConsumer r Protection� Protection
European European Centre Centre for for the the Validation Validation ofof AttemativeAttemative Methods Methods (ECVAM)� (ECVAM)

ESAC ESAC Statement Statement on on the the Reduced Reduced LocaJ LocaJ Lymph Lymph NodeNode AssayAssay (rLLNA) (rLLNA)

AtAt itsits 2626th� th Meeting,Meeting, heldheld onon 26-2726·27 AprilApril 20072007 at at the the EuropeanEuropean CentreCentre for for thethe Validation Validation
of of AlternativeAlternative MethodsMethods (BCV(BCVAM),AM), Ispra,Ispra, Italy,Italy, the the non-Commissionnon-Commission membersmembers ofof thethe 
BCVBCVAM AM ScientificScientific AdvisoryAdvisory CommitteeCommittee (ESAC)1CESAC)I unanimously unanimously endorsed endorsed the the following following
statement: statement

Skin Skin sensitisation sensitisation isis anan importantimportant toxicologicaltoxicological endpointendpoint withwith respectrespect toto humanhuman safety.safety. 

Having Having reviewed reviewed thethe final final reportreport of of thethe independentindependent peer peer review review evaluation evaluation co-ordinated co-ordinated
by by ICCVICCVAM AM and and NICEATMNlCEATM 2 2

, , thethe report report by by the the EMEAEMEA33
, , the the pre-report pre-report of of thethe

sccNFP",sccNFP", and and evidenceevidence mademade availableavailable sincesince thethe original original submissionssubmissions toto ICCVICCVAM,AM, inin 
March March 20002000 thethe 14th14th meetingmeeting ofESAC ofESAC stated:stated: 

"Following"Following aa reviewreview of of the the scientificscientific reportreport andand pUblicationspUblications onon the the Jocallymph local lymph
node node assay assay (LLNA) (LLNA) itit isis concludedconcluded that that thethe LLNALLNA isis aa scientificallyscientifically validatedvalidated 
test test whichwhich cancan bebe usedused toto assessassess the the skinskin sensitisationsensitisation potentialpotential ofof chemicals.chemicals. TheThe 
LLNA LLNA shouldshould bebe thethe preferred preferred method,method, asas it it uses uses fewer fewer animals animals andand causescauses less less
painpain andand distressdistress thanthan thethe conventionalconventional guinea-pig guinea-pig methods.methods. InIn somesome instancesinstances 
andand forfor scientific scientific reasons,reasons, thethe conventionalconventional methodsmethods cancan bebe used." used."

SinceSince its its acceptanceacceptance for for regulatoryregulatory purposes,purposes, thethe LLNA LLNA has has proved proved suitablesuitable for for the the
s spurposespurposes of of satisfyingsatisfying aa rangerange of of EU ED andand otherother regulatoryregulatory requirementsrequirements ..

The The developersdevelopers ofof thethe LLNALLNA havehave nownow undertaken undertaken aa retrospectiveretrospective analysisanalysis ofof publishedpublished 
data data obtained obtained with with the the LLNALLNA6. 6.

TheyThey concludeconclude that that withinwithin aa tieredtiered testingtesting strategystrategy inin the the contextcontext ofof REACHREACH aa "reduced""reduced" 
versionversion of of thethe LLNALLNA (rLLNA),(rLLNA), usingusing onlyonly aa negative negative controlcontrol groupgroup andand thethe equivalentequivalent 
ofof the the high-dosehigh-dose groupgroup from from thethe fullfull LLNA,LLNA, cancan bebe usedused as as a a screeningscreening test test toto 
distinguishdistinguish betweenbetween sensitiserssensitisers andand non-sensitisers.non-sensitisers. 

ESAC ESAC establishedestablished aa peerpeer reviewreview panelpanel toto evaluate evaluate ifif therethere waswas thethe potentialpotential toto minimise minimise
animalanimal useuse byby employingemploying thethe rLLNA rLLNA asas aa screeningscreening testtest as as part part of of a a tiered-testing tiered-testing
strategystrategy forfor chemicals.chemicals. 

MindfulMindful that that withwith thethe rLLNA:rLLNA: 
•	•� WhenWhen comparedcompared with with thethe full full LLNALLNA the the rLLNA rLLNA cannot cannot andand will will notnot result result inin 

additionaladditional false false positives.positives. 
•	•� WhenWhen comparedcompared withwith thethe full full LLNALLNA thethe rLLNArLLNA maymay produceproduce aa few few falsefalse 

negatinegati vesyes (3:(3: 169 169 inin thethe referencereference document, document, reducingreducing toto 2:2: 169 169 whenwhen negatinegative ve
results results obtained obtained with with concemrations concentrations of of <10%<10% areare considered considered invalid) invalid)

•� •	 The The test test results results provided provided by by the the rLLNA rLLNA do do not not allow allow the the determination determination of of thethe 
potencypotency of of aa sensitisingsensitising chemical.chemical. 

ESACESAC statesstates that that thethe peer peer reviewed reviewed and and published pubJished information information is is ofof aa quality quality andand naturenature 
toto support support thethe useuse of of thethe rLLNArLLNA withinwithin tiered-testing tiered-testing strategiesstrategies toto reliablyreliably distinguishdistinguish 
betweenbetween chemicalschemicals that that areare skinskin sensitiserssensitisers andand non-sensitisers,non-sensitisers, andand that that animalanimal useuse cancan 
bebe minimisedminimised providing: providing:
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EUROPEANEUROPEAN COMMISSIONCOMMISSION 
DIRECTORATEDIRECTORATE GENERALGENERAL JRCJRC 
JOINTJOINT RESEARCHRESEARCH CENTRECENTRE 
IInstltuienstltuie lorlor HealthHealth andand ConsuConsumemerr ProtectionProtection 
EuropeanEuropean CentreCentre for for thethe ValidationValida~on ofof Akematlva Akematlva MethodsMethods (ECV(ECVAM) AM)

•• TheThe concentrationconcentration usedused toto evaluateevaluate sensitisationsensitisation potentialpotential isis thethe maximummaximum 
consistentconsistent withwith solubilitysolubility andand thethe needneed toto avoidavoid locallocal andand otherother systemicsystemic adverseadverse 
effects,effects, andand thatthat thisthis principleprinciple ratherrather thanthan strictstrict adherenceadherence toto thethe specificspecific 
recommendedrecommended absoluteabsolute concentrationsconcentrations asas inin OECDOECD TOTO 429429 shouldshould bebe used.used. 

•• NegativeNegative testtest resultsresults associatedassociated with with testingtesting using using concentrationsconcentrations ofof lessless than than
10%,10%, should should undergo undergo further further evaluation. evaluation.

•• Positive Positive and and negative negative (vehicle) (vehicle) control control groups groups areare used,used, asas appropriate,appropriate, per per
OECDOECD TGTG 429.429. 

•• TheThe full full LLNA LLNA should should be be perfonned perfonned when when it it isis knownknown thatthat anan assessmentassessment ofof 
sensitisationsensitisation potency potency isis required.required. 

ESAC ESAC recommends recommends thatthat furtherfurther workwork shouldshould bebe undertakenundertaken toto detenninedetennine ifif thethe 10%10% 
concentrationconcentration thresholdthreshold referencedreferenced aboveabove isis optimal.optimal. 

ThomasThomas HartungHartung 
HeadHead ofof UnitUnit 
ECVAMECVAM 
InstituteInstitute forfor Health Health && ConsumerConsumer ProtectionProtection 
JointJoint ResearchResearch CentreCentre 
EuropeanEuropean CommissionCommission 
IspraIspra 

2727 AprilApril 20072007 
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I.I.	I.� TheTheThe ESACESACESAC waswaswas establishedestablished established bybyby thethe the EuropeanEuropean European Commission,Commission,Commission, andand and isis is composedcomposed composed ofof of
nomineesnomineesnominees fromfrom from thethe the EDED ED MembersMembers Members States,States, States, industry, industry,industry, academiaacademiaacademia andandand animalanimal animal welfare,welfare, welfare,
togethertogether together withwith with representativesrepresentatives representatives ofof of the thethe relevant relevantrelevant CommissionCommissionCommission services.services. services.

ThisThis This statementstatement statement waswaswas endorsedendorsed endorsed bybyby thethe the followingfollowing following membersmembers members ofof of thethe the ESAC:ESAC: ESAC:

Ms MsMs Sonja SonjaSonja Beken BekenBeken (Belgium)(Belgium)
(Belgium)� 
MsMs Ms DagmarDagmar Dagmar Hrova HrovaHrova (Czech (Czech(Czech Republic)Republic)� Republic)

MrMr Mr TonuTonu Tonu PUssa PUssaPUssa (Estonia)
(Estonia)(Estonia)� 
MrMrMr LionelLionelLionel LarueLarueLarue (France)(France)� (France)

MrMr Mr ManfredManfred Manfred LiebschLiebsch Liebsch (Germany)
(Germany)� (Germany)
MsMs Ms AnnalauraAnnalaura Annalaura StammatiStammati Stammati (Italy)(Italy)� (Italy)

Mr MrMr JanJanJan vanvanvan derderder ValkValk Valk (The (The(The Netherlands)
Netherlands)� Netherlands)
MrMr Mr ConstantinConstantin Constantin MircioiuMircioiuMircioiu (Romania)
(Romania)� (Romania)
MrMr Mr AlbertAlbert Albert BreierBreierBreier (Slovakia)
(Slovakia)� (Slovakia)
MsMs Ms ArgeliaArgelia Argelia CastanoCastano Castano (Spain)� (Spain)
(Spain)
MrMrMr PatriePatricPatric AmcoffAmcoffAmcoff (Sweden)(Sweden)
(Sweden)� 
MrMrMr JonJon Jon RichmondRichmond Richmond (UK)
(UK)� (UK)
MrMrMr CarlCarlCarl WestmorelandWestmorelandWestmoreland (COLIPA)(COLIPA)
(COLIPA)� 
MsMs Ms VeraVera Vera RogiersRogiersRogiers (ECOPA)
(ECOPA)� (ECOPA)
MsMsMs NathalieNathalieNathalie AlepeeAlepeeAlepee (EFPIA)(EFPIA)
(EFPIA)� 
MrMrMr RobertRobertRobert CombesCombes Combes (ESTIV)
(ESTIV)(ESTIV)� 
MrMr Mr HassoHasso Hasso Seibert SeibertSeibert (European(European(European ScienceScience Science Foundation)
Foundation)� Foundation)

TheThe The followingfollowing following CommissionCommissionCommission ServicesServices Services andand and ObserverObserver Observer OrganisationsOrganisations Organisations werewere were involved involvedinvolved ininin thethe the
consultationconsultation consultation process, process,process, but butbut not notnot inin in thethe the endorsementendorsement endorsement processprocess process itself. itself.itself.

MrMrMr ThomasThomas Thomas HartungHartung Hartung (ECV(ECV(ECVAM;AM;AM; chairman)chairman)
chairman)� 
MrMrMr JensJensJens UngeUnge Unge (ECV(ECV(ECVAM;AM; AM; ESACESAC ESAC secretary)
secretary)� secretary)
MsMsMs EIkeEIke EIke AnklamAnklamAnklam (Director(Director (Director of ofof IHCP)� IHCP)
IHCP)
MsMsMs Susanna SusannaSusanna Louhimies LouhimiesLouhimies (DG(DG (DG Environment)Environment)� Environment)

Ms MsMs BarbaraBarbaraBarbara MentreMentreMentre (DG(DG(DG ENTR)ENTR)
ENTR)� 
MsMsMs GraceGraceGrace PatlewiczPatlewicz Patlewicz (ECB, (ECB,(ECB, DGDG DG JRC)
JRC)� JRC)
MrMr Mr ChristianChristian Christian WimmerWimmer Wimmer (DG (DG(DG Research)Research)
Research)� 
MrMrMr HajimeHajimeHajime KojimaKojimaKojima (JACY(JACY(JACYAM)AM)
AM)� 
MsMsMs LaurenceLaurenceLaurence MussetMussetMusset (OBCD)� (OBCD)
(OBCD)
MrMr Mr Barry BarryBarry PhilipsPhilips Philips (Eurogroup (Eurogroup(Eurogroup forfor for AnimalAnimal Animal Welfare)Welfare)� Welfare)

MrMrMr WilliamWilliamWilliam StokesStokesStokes (NICEA(NICEA(NICEATM,TM, TM, USA)USA)
USA)� 

2.2.	2.� NIHNIH NIH (1999). (1999).(1999). The TheThe murinemurinemurine locallocallocal lymph lymphlymph nodenodenode assay.assay. assay. TheTheThe resultsresults results ofof of anan an independentindependent independent peer peerpeer
review reviewreview evaluationevaluation evaluation coordinatedcoordinated coordinated byby by thethe the InteragencyInteragency Interagency CoordinatingCoordinating Coordinating CommicteeCommicteeCommictee onon on thethe the
ValidationValidation Validation ofof of AltemativeAlternative Altemative Methods MethodsMethods (lCCV(lCCV(lCCVAM)AM)AM) aDdaDd aDd thethethe NationalNationalNational ToxicologyToxicology Toxicology ProgramProgram Program
CenterCenter Center forfor for thethe the EvaluationEvaluationEvaluation ofof of AltematiAlternative Altemativeve ToxTox Tox icologicalicological icological MethodsMethods Methods (NICEA(NICEA(NICEATM).TM). TM). NIHNIH NIH
PublicationPublicationPublication n.99-4494.n.99-4494. n.99-4494.
(http://iccvam.niehs.nih.gov/methods/immunotoxli(http://iccvam.niehs.nih.gov/methods/immunotox/i(http://iccvam.niehs.nih.gov/methods/immunotoxlimmunotoxmmunotoxmmunotox .htm).htm).htm) 

3.	3.� 3. EMEAEMEAEMEA (2000).(2000). (2000). ReportReport Report fromfromfrom thethe the ad-hocad-hoc ad-hoc expertexpert expert meetingmeeting meeting on onon testing testingtesting for forfor
immunohypersensitivity immunohypersensitivityimmunohypersensitivity (11/01/2000).(11/01/2000).(11/01/2000). EuropeanEuropean European AgencyAgency Agency forfor for thethe the Evaluation EvaluationEvaluation ofofof 
MedicinalMedicinal Medicinal Products.Products.Products. 



ICCVAM Test Method Evaluation Report: Appendix E

44 4

E-6

4.4.	4.� SCCNFPSCCNFPSCCNFP (2000).(2000).(2000). OpinionOpinionOpinion adoptedadopted adopted bybyby thethe the SCCNFPSCCNFP SCCNFP duringduringduring thethe the 1111 11 lhlh lh plenaryplenary plenary meeting,meeting,meeting, 
1717 17 FebruaryFebruary February 2000.2000. 2000.
(http://ec.europa.eu/healthlph_riskicommittees/sccp/docshtml/sccp_outII4_en.htm)(http://ec.europa.eu/healthlph_riskicommittees/sccp/docshtml/sccp_outII4_en.htm) (http://ec.europa.eu/healthlph_risklcommittees/sccp/docshtml/sccp_outI14_en.htm)

5.5.� 5.	 AA A Cockshott, Cockshott,Cockshott, PP P Evans,Evans,Evans, CACACA Ryan,Ryan, Ryan, GF GFGF Gerberick,Gerberick, Gerberick, CJCJ CJ Betts,Betts, Betts, RJRJ RJ Dearman,Dearman, Dearman, II I KimberKimber Kimber and andand
DA DADA BasketterBasketterBasketter (2006).(2006).(2006). TheTheThe locallocallocal lymphlymphlymph nodenode node assayassayassay inin in practice:practice: practice: a aa currentcurrent current regulatoryregulatory regulatory
perspective. perspective.perspective. Human HumanHuman & && Experimental ExperimentalExperimental ToxicologyToxicologyToxicology 25,387-394.25,387-394.25,387-394. 

6.	6.6.� II I Kimber,Kimber,Kimber, RJRJRJ Dearman, Dearman,Dearman, 000 Betts,Betts,Betts, GFGFGF Gerberick,Gerberick,Gerberick, CACA CA Ryan,Ryan,Ryan, PSPS PS Kern, Kern,Kern, GYGY GY PatlewiczPatlewicz Patlewicz
andand and DADA DA Basketter BasketterBasketter (2006.)(2006.)(2006.) TheThe The local locallocal lymph lymphlymph nodenodenode assayassayassay andandand skinskin skin sensitisation:sensitisation: sensitisation: aa a cut­cut­cut­
downdown down screenscreenscreen toto to reducereduce reduce animalanimal animal requirements?requirements? requirements? Contact ContactContact DermatitisDermatitisDermatitis 54,54, 54, 181-185.181-185.181-185. 


