C € |BACTERIAL ANTIGENS
Bacterials Antigens

Slide and tube agglutination

q3

BAKTEPIANbHI AHTUTEHU
AHTUreHun 6akTepin

ArnioTuHaLUis Ha NpeaMeTHUX CKenbLsaX | B Npobipkax

Qualitative determination of febrile antibodies IVD

Store at 2-8°C.

PRINCIPLE OF THE METHOD o - . o .

The Bacterial Antigens is a slide and tube agglutination test for the qualitative and semi-quantitative detection of
antibodies anti-Salmonella, Brucella and certain Rickettsias in human serum. The reagents, standardized suspensions
of killed and stained bacteria, agglutinate when mixed with samples containing the homologous antibody.

CLINICAL SIGNIFICANCE ) . T .

Febrile diseases diagnostic may be assessed either by microorganism isolation in blood, stools or urine, or by
titration of specific antibodies, somatic (O) and flagellar (H). The detection of these antibodies forms the basis
for the long-established Widal test. This test dictates that a serum with high levels of aggiutinating antibodies to
0 and H>1/100 is indicative of the infection with these microorganism.

SlkicHe su3HayeHHs ghe6punbHuUx aHmumin IVD

36epiratn npu Temnepatypi 2-8°C.

NPUHUMN METOQY . ) o

TecT Ha arnioTUHaLLiIo DakTepianbHIX aHTUEHIB Ha MPEAMETHUX CkenbLsX Ans AKICHOrO Ta HaniBKiNbKICHOrO BUSBNEHHS
aHTUTIN JO canbMoHen, GpyLien Ta Jesikiux PUKETCIil y CUpoBaTLi KpoBi NtoavHYM. PeareHTu, cTaHaapTH3oBaHi cycneHsii
BOWUTMX | 3a6apBneHux GakTepilt, NPOSBNSIOTL arMioTHALLiIO NPy 3MiLLyBaHHi 3i 3paskamu, siki MICTSTb TOMOMOriYHI aHTUTINa.
KNMIHIYHE 3HAYEHHA ) ) ) . .

[liarHocTvka debpunbHIX 3axBopoBaHb Moxe 6yTy oiHeHa abo LWNAXOM BUAINEHHs MIKpOOPraHiaMiB Y KpOBi, BUNOPOXHEHHSX
abo ceui, abo WAAXOM TUTPYBaHHS CreLmMdiuHnX aHTuTin, comatnykmx (O) i pkryTikoBuX (H). BuSBnerHs uux aHTuTin nexurs
B OCHOBI TecTy Binans. Leit Tect nokasye, LU0 c1poBaTKa 3 BUCOKM PIBHEM armitoTuHytoumx aHTuTin Ao O i H >1/100 csigunte
PO iHEikyBaHHS LIMMI MikpOOpraHiamantyt.

REAGENTS PEAKTUBU
REAGENT Antigen Ref. Size PEAKTUB AHTUrEeH KaTt.Homep ®dacyBaHHs

Salmonella paratyphi AH a flagellar 1205011 Salmonella paratyphi AH a [DKTYTUKOBUN 1205011

Salmonella paratyphi AO ,2,12, somatic 1205021 Salmonella paratyphi AO 1,2,12, comaTuyHnii 1205021

Salmonella para typhl BH b flagellar 1205031 Salmonella para typhl BH b [pKryTukosummn 1205031

Salmonella paratyphi BO 1,4,5,12 somatic 1205041 Salmonella paratyphi BO 1,4,5,12 comaTnyHuit 1205041

Salmonella para typh/: CH c flagellar 1205051 Salmonella para fyphl: CH C [DKryTUKOBUIA 1205051

Salmonella paratyphi CO 6,7 somatic 1205061 Salmonella paratyphi CO 6,7 comatuyHNin 1205061

Salmonella typhi'H d flagellar 1205071 5mL Salmonella typhi'H d pxryTykoBumin 1205071 Swmn

Salmonella typhi O 1,9,12 somatic 1205081 Salmonella typhi O 1,9,12 comaTtnyHumn 1205081

Brucella abortus (*) somatic 1205091 Brucella abortus * CcomaTU4HUn 1205091

Brucella melitensis somatic 1205097 Brucella melitensis coMaTn4HUi 1205097

Proteus OX2 somatic 1205101 Proteus OX2 COMaTUYHUIN 1205101

Proteus OX19 somatic 1205111 Proteus OX19 comMaTU4HUn 1205111

Proteus OXK somatic 1205121 Proteus OXK coMaTUYHUI 1205121

Control + 1205201 1mL Control + 1205201 1 mn

Control - 1205211 Control - 1205211

Bacterial Antigens Kit 1582888 8x 5‘r‘n)l(_5 5“)%1 ml Habip 6akmepianbHux aHmuzeHie 1%82888 8x s‘m _52“")’("1 i
1205010 6x5mL-2x1mL 1205010 6x5mn-2x1mn

(*): Useful also for Brucella suis antibodies.
Different correlative letters to the reference correspond to different variables of presentation.

REAGENTS COMPOSITION ) _ .

- Bacterial Antigens: Suspensions of Salmonellas, Brucellas and Proteus in glycine buffer, pH 8.2. Preservative.

- Controls: Animal serum. Preservative

CALIBRATION

There is not any International Reference for the sensitivity standardization of these reagents. For this reason

Spinreact uses an internal control that contains animal sérum with antibodies anti-Salmonellas, Brucellas and

Proteus, and titered with commercial reagents of certified quality.

PREPARATION AND STABILITY

Anm};en suspensions: Ready to use.

Controls: Ready to use. Mix reagents gently before use.

Reagents deterioration: Presence of particles and clumps.

All the components of the kit are stable until the expiration date on the label when stored at 2-8°C, protected from

light and contaminations. Do not freeze.

ADDITIONAL EQUIPMENT ) :

- Mechanical rotator adjustable to 80-100 r.p.m. - Heater at 37°C. - Vortex mixer. - Pippetes 50 yL.

SAMPLES

Fresh serum. Stable 8 days at 2-8°C or 3 months at —20°C. . . . o

The samples with presence of fibrin should be centrifuged before testing. Do not use highly hemolized or lipemic samples.

PROCEDURE

A. Slide agglutination method (qualitative test)l_ .

1. Bring the reagents and samples to room temperature. The sensitivity of the test may be reduced at low temperatures.

2. Place 50 L of the sample to be tested (Note 1 and 2) and 1 drop of each control into separate circles on the slide test.

3. Mix the antigen vial vigorously or on a vortex mixer before using. Add 1 drop (50 L) of antigen to each circle next to the
sample to be tested. ~ . .

4. Mix with a disposable stirrer and spread over the entire area enclosed by the circle.

5. Place the slide on a mechanical rotator at 80-100 r.p.m., for 1 minute.

B. Slide agglutination method (titration ) . . )

1. Using a microj |gette, deliver 80, 40, 20, 10 and 5 piL of undiluted serum into separate circles of the slide test.

2. Place 1 drop @ uLf of the anngen to each circle next to the sample to be tested.

3. Mix with a disposable stirrer and spread over the entire area enclosed by the circle.

4. Place the slide on a mechanical rotator at 80-100 r.p.m., for 1 minute.

C. Tube agglutination method

1. Prepare a row of tube test for each sample as follows:

Dilutions [_1/20 | 1/40 | 1/80 | 1/160 | 1/320 | 1/640
Sample (uL) | 100 - - - - -
NaCl9 g/l (mL) | 1.9 1 1 1 1 1
AmL | AmL | tmL | AmL | AmL | AmL | gkmE,

2. PreJ)are 2 tubes for Positive and Negative control: 0.1 mL Control + 0.9 mL NaCl 9 g/L.
3. Add a drop (50pL) of antigen suspension to each tube.
4. Mix thoroughly and incubate tube test at 37°C for 24 h (Note 3).

READING AND INTERPRETATION (Note 4)

Slide agglutination method L . . X

Examine macroscopically the presence or absence of clumps within 1 minute after removing the slide from the
rotator comparing test results with control serums.

The reactions obtained in the slide titration method,are roughl¥ e(iuivalent to those which would occur in tube test
with serum dilutions of 1/20, 1/40, 1/80, 1/160 and 1/320 respectively. If a reaction is found it is advisable to confirm
the reaction and establish the titer by a tube test.

Tube agglutination test L . .

Examine macroscopically the pattern of agglutination (Note 5) and compare the results with those given by all control
tubes. Positive control should give partial or complete a?glutlnatlon. Negative Control should not give visible clumping.
Partial or complete agglutination with variable degree of clearing of the Supernatant fluid is recorded as a positive. The
serum titer is defined as the highest dilution showing a positive result.

QUALITY CONTROL ) )
Positive and Negative controls are recommended to monitor the performance of the procedure, as well as a comparative
pattern for a betfer result interpretation. All result different from the negative control result, will be considered as a positive.

REFERENCE RANGES o o ) -
Salmonellas: Titers > 1/80 (O antibodies) and > 1/160 (H .antlbodles?) indicates recent infection. Brucellas: Titers > 1/80 indicate
infection. Proteus: A great number of false positive reactions have been reported in healthy individuals with Proteus antigens
especially in slide agglutination test. A titer of less than 1/160 should not be considered significant. The level of “normal
agglutinins to these organisms varies in different countries and different communities. It is recommended that each laboratory
esfablish its own refefence range.

PERFORMANCE CHARECTERISTICS . ) . .

All the performance characteristics of the Bacterial Antigensmay be found in the corresponding Technical Report and

they are available on request.

INTERFERENCES ) - ) )

Bilirubin (20 mg/dL), hemoglobin (10 g/L), lipids (10 g/L) and rheumatoid factors (300 IU/mL), do not interfere.

LIMITATIONS OF PROCEDURE . . ) ) -

- False ne?anveres.ults can be obtained in early disease, immune-unresponsiveness, prozone (Brucelosis), and antibiotic
treatment. ;somanc). . . . o o .

- Serological cross-reactions with Brucella have been reported in cases of infection or vaccination with some strains of
Vibrio cholerae, Pasteurella, Proteus OX19 and Y. enterocolitica (serotype 9).

NOTES

1. When testing for Brucella antibodies it is recommended to reduce sample volume to 20 L in order to avoid prozone.

2. In some ﬂ?ographlcal areas with a high prevalence of febrile antibodies, it is recommended to dilute the sample % en
NaCl 9 g/l before to perform the assay. . .

3. The incubation procedure may be accelerated incubating as follows:

-Somatic (0) and Proteus antigens: 48-50°C for 4 h. -Flagellar (H) antigens: 48-50°C for2h. = )

4.A slnrgle positive result has less significance than the demonstration of a rising or falling antibodies titer as evidence
of infection. A clinical diagnosis should not be made on findings of a single test result, but should integrate both
clinical and Iabqratog data. . o . - ) .

5. A somatic reaction ﬁq ) is characterized by coarse, comFact.agqutmatlon, which tends to be difficult to disperse, while
flagellar (H) has a characteristic loose, flocculant agglutination.
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(*): BacTocoByeTbCS TAKOX [N15 BUSIBNEHHs! aHTUTIN Ao Brucella suis.

Pi3Hi kopensTuBHI NiTepn NocunaHHs BiANOBIAAIOTb Pi3HUM 3MIHHIM Npe3eHTaLlii.

CKNAQL PEATEHTIB

- bakmepiasnbHi aHmueeru: Cycnenaii canbMoHen, 6pyLien Ta npoTeto B riuuHoBoMy 6ycepi, pH 8,2. KoHcepsaHT.

- KoHTponb: CupoBaTka kpoBi TBapuH. KoHcepBaHT

KAnNI PyBAi-PHSl

He icHye %0[HOro MiXHapoaHOro CTaHAApTy Ans CTaHAapTU3aLlii YyTNMBOCTI LUX peareHTiB. 3 Liei npuinHm

Spinreact BUKOPUCTOBYE BHYTPILLHII KOHTPOIb, SKWIA MICTUTL CUPOBATKY TBAPUH 3 aHTUTINaMN NpoTK

canbMoHen, 6pyLien i npoTes, | TUTPYeTbCS KOMEPLiiHUMM peareHTammn cepTUdiKoBaHOI SKOCT.

MIArOTOBKA TA CTABIILHICTb

CycneHsii aHTureHis: FOTOBI 10 BUKOPUCTAHHS.

KoHTponi: FoToBuiA 40 BUKOPUCTaHHS. Mepes BUKOPUCTaHHSM 06epexHO nepemiluaTin peareHTy.

MNcyBaHHs peareHTiB: HasBHICTL 4aCTUHOK | 3rycTKiB.

Bci komnoHeHTH Habopy cTabinbHi A0 3akiHYeHHs TEPMIHY NPUAATHOCTI, 3a3HAYEHOTO Ha ETUKETLY, Npu 3GepiranHi npu

Temn?awgi 2-8°C, B 3axMLeHOMY Bif CBiTNa Ta 3abpyaHeHs MicLyi. He 3amopoxysatu.

LOOOATKOBE OBNAOHAHHS

- MexaHiyHui poTartop, Lo perymnioeTbesi Ha 80-100 06/xB. - Harpisau Ha 37°C. -Boptexc. - MineTku 50 mkr.

3PA3KHK

Csixa cupoBatka. CtabinbHa 8 gHiB npu 2-8°C a6o 3 micsaui npu -20°C.

3paskyt 3 HasiBHICTIO ibpHY CrIify LeHTPUdyTyBaTM NIEpez TecTyBaHHsM. He BUKOpUCTOBYITE CHbHO remoniaoBaki abo ninemivki apasku.

MPOLIEAYPA

A. MeTop arnioTvHauii Ha NpeaMEeTHUX CTeKnax (AKICHUA TecT)

1. [loBeAiTb peareHTy Ta 3paskin 40 KIMHATHOI TeMnepaTypu. %nnmmcm TECTY MOXe BYTi 3HIKeHa NPU HI3bKIX TeMnepaTypax.

2. Hanecitb 50 mkn gocnimpkysaHoro 3paska (Mpumitka 1i2) i no 1 kpanmi KOXHOTO KOHTPOMIO B OKPEMi Kona Ha Mpeam. CKIo.

3. Mepep BUKOpUCTAHHAM fiepemiluaiiTe (hnakoH 3 aHTUrEHOM eHepriliHo abo Mikcepi. flopaiite no 1 kpanni (50 mkn)
aHTUreHy B KOXXHE KOMO MOpyY 3i 3pa3koM, kil TECTYETHCS,

4. MNepemilliaT 0fHOPA30BOK NONATKOM | PO3NOAINMUTY MO BCil NITOLL, OXONMEHil KOMOM.

5. [MoMicTiTb NpeMETHE CKMO Ha MexaHiyHuit poTaTop 3i wauakicTio 80-100 06/xB Ha 1 XBUNMHY.

B. MeTop arntoTuHauii Ha npeaMeTHOMY cKli 1(1'v,|'r yBaHHS) . .

1. 3a gonowmoroto mikponineTku BHeciTb 80, 40, 20, 10 i 5 MK Hepo3BeAEHOT CUPOBATKY B OKpEMi Korla NpeaMm. ckia.

2. Hanecitb no 1 kpanni (50 MK) aHTUreHy B KOXHE KOMO Nopyd 3i 3pa3kom, SV TECTYETbCS.

3. MepewmilwaTit 04HOPA30BOI IONATKO i PO3NOAINUTY MO BCil NNOLL, OXONNEHiit KOMOM.

4. TIoMICTiTb NPeAMETHE CKNO Ha MexaHiYHui poTaTop 3i WwanakicTio 80-100 06/x8 Ha 1 XBUNMHY.

C.MeTop arnioTuHauii B npobipkax

1. .NigroTyitte psa NpoGipoK ANst KOXHOTO 3pa3ka HaCTYMHUM YUHOM:

Possenennsn | 1/20 1/40 1/80 1/160 | 1/320 | 1/640
3pasok (Mkn1) | 100 - - - - -
NaCl 9 r/n (mn) 1,9 1 1 1 1 1
1mn imn | 1mn | 1wmn 1mn | 1wmn BM}(M"’IEIJ;TVI

2. MpuroTyitte 2 npo6ipkvt ANs NO3UTUBHOTO i HeraTUBHOrO koHTpomio: 0,1 M koHTponto + 0,9 Mn NaCl 9 r/n.
3. BHeciTb kpannto (50 MKn) CycneHsii aHTUreHy B KOXHY np06|pK¥. .
4. PeTenbHo nepemilanTe Ta iHKybyiTe npobipky 3 Tectom npu 37°C npotsrom 24 roauH (Mpumitka 3).

34YUTYBAHHS TA IHTEPMPETAL|ISA (MpumiTka 4)
MeTog arnioTuHauii Ha npeaMeTHOMY CKRi ) . ) )
TepeBipTe MaKpOCKONI4HMM METOLOM HARBHICTL @60 BiACYTHICTb 3ryCTKiB MPOTArOM 1 XBUMMHY Nicns
BUMMAaHHS NPEAMETHOrO CKNa 3 poTaTopa, NOPIBHIOK0YM PE3YNbTATU TECTY 3 KOHTPOMBHUMI CUpOBaTKaMMU.
Peakuii, 0TpuMaHi METOA0M TUTPYBAHHS Ha NPeAMETHOMY CKMli, IPUBNN3HO eKBIBANEHTHI peakLism, ki BibysatoTbCs
B npobipkax 3 po3seneHHam cupoatki 1/20, 1/40, 1/80, 1/160 i 1/320 signosigHo. fAKLO peakwis BUABNEHa,
PeKOMeHAy€ETLCA NiATBEepANTH 1i | BCTAHOBMTY TUTP 3a [ONOMOTOK TECTy B NpobipLi.

TecT Ha arntoTUHaLjo0 B npobipkax

MakpockoniyHo BUBMITb kapTuHY arntoTuHauii (MpumiTka 5) i nopiBHsIiTe pesynbTaTi 3 pesynbTatamu BCix
KOHTPOMNbHUX NPOBIpOK. MO3UTUBHMIA KOHTPOMb MOBWUHEH [ABATW YAcTKOBY abo NOBHY arnkoTUHaLH.
HeraTusHWin KOHTPONb HE NOBMHEH AaBaTi BUAMMUX rPyOYOK. YacTkosa abo nosHa arnTuHauia 3
Pi3HIM CTYNEeHeM OUMLLIEHHS Haj0Ca0BOI PIANHI PEECTPYETLCA AK NO3NTMBHA. TUTP CMPOBATKM
BW3HAYaETbCA SK HanbinbLLe PO3BEAEHHS, L0 A€ NO3UTUBHMI pesynbTar.

KOHTPOI1b AKOCTI )
T103UTUBHMIA | HeraTUBHYIA KOHTPONI PEKOMEHAYETLCA BUKOPVICTOBYBATY NSt MOHITOPHHTY BUKOHaHHS NPOLIEAYPY, a TaKOX Sk
nopiBHANbHYIA 3pa3ok AN KpaLLoi iTeprpeTaLlii pesynbraris. Bei pesynbTaty, BigMiHHi Bif HeraTMBHOrO KOHTPONIO, BBAXATUMYTHCA
NO3UTUBHUMM.
PE®EPEHTHI AIANA30HU o . e .
ik NpaBuno, BOHY BKA3YOTh Ha HeLHoanHe iHeikyBaHHs: CanbMoHenw: Tutpu 2 1/80 (comatiui aHTwrina) i 2 1/160 (mkryTukosi
anyTina). bpyuenu: Tpu 2 1/80. Proteus: Biucoka YacTka 30poBYX Noieit Mae NO3UTMBHM PE3ynbTar Ha anTureHm Proteus,
0c06n1BO B peakLii armioTuHaLlii Ha npeameTHOMY ckni. Tutp meHwe 1/160 y I'IpOﬁIBL[I He Cnif BBaXaTi 3Hauyluum. HopmanbHui
piBeHb AHTUTIN 710 MPOTEIO B Pi3HIX KpaiHax | rpomMaziax Bapliog B LWMPOKMX MexXaX. PekoMeHayeTbes, job koxHa nabopatopis
BCTAHOBMNA BNACHi PeHEpeHTHI 3HaYeHHS.
XAPAKTEPUCTUKU EPEKTUBHOCTI . . . y
Bci aiarHOCTU4HI XapakTepucTMkiA PisHINX peareHTiB ANns BUSIBNEHHs GakTepianbHiX aHTUreHiB MOXHa 3HalTL y
BiANOBIAHNX TEXHIYHIX 3BiTaX, AKi HAAAKTHCS 3 3aANUTOM.
®AKTOPU, AKI BINTIUBAIOTb HA AKICTb OOCNIMKEHHA L
Binipy6iH (20 mr/gn), remorno6in (10 r/n), ninigu (10 /n) Ta peBmatoiaHi daktopu (300 MO/mn)
OBMEXEHHSA NPOLEAYPU
- HewwopnagHi iHdbexuii, imyHocynpecis, edekT npo3oHu (6pyLensoa) Ta aHTubioTukoTepanis (coMaTuyHi 3axBopioBaHHsi)
MOXYTb CTIPUYUHUTI XUBHOHEraTUBHI pesynbTaTy.
- MNosinomnsinocs npo nepexpechi peakuii 3 Brucella y Bunaakax iHdikysaxHs abo BakuvHaLlii Aeskumm wramamm Vibrio
cholerae, Pasteurella, Proteus OX19 Ta Y. enterocolitica (cepotin 9).
NPUMITKN
1. Mpu TecTyBaHHi Ha anTuTINa A0 Brucella pexomMeHayeTbCA 3MeHLNTI 06'em 3paska A0 20 MK, W06 YHUKHYTU MPO3OHN.
2. Y peskunX reorgacblth perioHax 3 BUCOKOI0 MOLLMPEHICTI0 PeBPUNbHINX aHTUTIN PEKOMEHAYETLCA PO3BECTM 3pa3ok
Ha % en NaCl 9 r/n nepen I'I%OBeI:leHHHM aHaniay.
3. Mpouenypa iHkybaLii Moxe ByTn npmcxtgleua HACTYMHUM YYHOM:
ComartiyHi (O) Ta npoteesi aHTureny: 48-50°C npotarom 4 roauk; - dnarensapi (H) aHturenn; 48-50°C npotsrom 2 ropuH.
4. OfUHVYHIRA NO3UTVIBHIIA Pe3ynbTaT Mae MEHLLE 3HaYeHHs, HiX AEMOHCTPALs 3pOCTaHHs abo NaiHKS TUTPY aHTUTIN Sik AOKa3
|H§%ekuu. KniHiyHw¥ fjarHo3 He NOBUHEH CTABUTUCA Ha OCHOBI OHOTO Pe3yrbTaTy TECTY, a NOBUHEH IHTErpyBaTH KrikiuHi Ta
n1abopaTopHi AaHi. ; .
5. ComatinyHa peakuis g_iO) XapakTepuayeTbes rpy6oto, KOMNAKTHOK arnioTUHALE, fika, Sk NPaBumo, BaXKO PO3CIOETLCS,
TOAi SIKk AXryTMKoBa (H) Ma€ xapakTepHy puxny, (nokynsHTHY armoThHaL.
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