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OcHoegol npu_npogedeHUU aHanusa sie/isiemcsi opuauHasn
UHCMPYKUUU Ha aHe/ulcKOM $i3blKe, 8/10keHHOU 8 Habop.
Homep u Qdama sepcuu opueuHana u nepesoda
UHCmMpyKuuu G0/mkHbI cogrnadame.

TonbKko Ansa uccrepoBaTeNnbCKUX Lenen
He ans ncnonb3oBaHus B AMAarHOCTUYECKUX UNKU TepaneBTUYECKUX

npoueaypax
1. HASHAYEHME UCMNOJIb3OBAHUA
OaHHbim  Habop Human TNF-a ELISA npegHasHaueH  ans
KONMYECTBEHHOrO  ornpefeneHuss  Yernoseveckoro TNF-a. HaGop

npegHasHavyeH TONMbKO ANA AWMArHOCTUKM in vitro u He ponxeH
MCNonb30BaTbCA B TepaneBTUYECKUX LensX.

2. BBEOEHME (Cm. opuauHan uHcmpyKkuuu).
3. NPUHUUN TECTA

AHTUTENa, cneunduyHble K TNF-q,
copbupoBaHbl B sueiikax nnaHweTa.

CopbupoBaHHbIe S4enkn

Y MOHOKNOHanbHbIe
. . aHTuTena
Yenoseyveckut TNF-a, NpUCyTCTBYIOLLMUIA MepBas uHKy6aums
B obpasue unu crtaHaapTe, CBA3bIBAETCH

C aHTuTenamu, ancopbupoBaHHbIMK Ha

NYyHKax. BvoTuHUNMpoBaHHble  aHTW-

yerioBeyeckme TNF-a aHTuTena

nobaenstoTcs " CBSA3bIBaOTCA c i
yenoBeyeckuMm  TNF-a, 3axBayeHHbIM Q-cTaHﬂapT unu oBpasel

nepBbIM aHTUTENOM.
- BMoTnHOBLIN KOHBIOraT

Mocne UHKy6aLmmn HeCBsi3aHHbIe Bropas uHkyGauus
BUOTUHNNMPOBAHHbBIE aHTU-YeroBeYeckne

5 o0 @
TNF-a aHTuTena ypansioTcs BO Bpems i

ctagun npombiBkM. CtpentaBuguH-HRP
nobaensietcs " CBsI3blIBAETCS [
BUOTUHUNMPOBAHHBIM aHTu-
yenoseyecknum TNF-a aHTUTENOM. 5'_‘
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- CtpentaBngmH-HPR

TpeTbs MHKYGauusa

Mocne MHKyGaLmm HECBSA3aHHbIN - -
ctpentaBmuanH-HRP ynansetca Bo Bpems e 'ﬂ\f’
cTagum NPOMBbIBKM n peareHT I ,g g
amnmucukaumm | (BuotuHun-tyramide) O é
nobaBnsieTcs B NyHKU. o L-E'I ?V

—I Biotinyl-Tyramide
Mocne VIHKyGaLI,I/IVI HECBA3aHHbIN peareHT YeTBepTas MHKy6aums

ycuneHust | yaansieTcs BO Bpemsi aTana - —
npombiBaHUs 1 JobaBnsieTcs peareHT o

ycunenus |l (ctpentaBugnH-HRP). gq giﬁb
&dhdin,
ghahahg

. streptavidin-HRP

Mocne uHKyBaLmmn HecBssaHHbIi  _ IATan MHkyGauna
peareHTOB ycuneHus Il yganseTtca BO — —
BpeMsi 3Tana MpOMbIBKA W PeaKTUBHbIN g9 2
pactBop cybctpata ¢ HRP nobaensietcs. 2 S_,DL;, —
HTRy

=1 Substrate

OkpalLleHHbIN NpoayKT obpasyeTtcs ] p——— M
nponopumnoHansHo KonuyecTsy FANCANEN
YeroBeyeckoro TNF-a ,

npucytcTBylowero B obpasue  unu $ ‘; Y
cTaHpapTe. Peakuuto npekpaLuatoT y
pobaBneHnem  KMUCNoTbl U U3MEpPSIOT 1 - Mpopearvposasuuii

nornotieHne npu 450 HM. CTaHZapTHyHO cy6eTpar

KpUBYIO nonyyvanu u3 7 CTaHOapTHbIX
pasBefeHun denoseveckoro TNF-a u
onpegenanu KOHLIEHTpauuo
yernoseyeckoro TNF-a B o6pasLe.

4. NIPUHLUMUN PEAKLUN YCUNEHUA

Peakunsa ycunenusi ocHoBaHa Ha TexHomnorum PerkinElmer Life Sciences
TSA (Tyramide Ycunenue curHana) (cm. 15, cebinku 1 u 2).

PeareHT ycunenus | copepxut GuotuHun-tyramide. HRP npeobpasyet
HEeCKomnbko OUOTUHMN-tyramide Morekyn B MPOU3BOAHbIE BbICOKOM
peakTuBHOCTM (cBOBOAHbIE paaukanbl). ATu cBobogHble paaukansl
KOBaIneHTHO COEAVHSIOTCA C NobbIM 6enkom B NyHKe.

Takum o6pa3om, KONMMYeCTBO MpopearvpoBaBluero GuoTuHun-tyramide
nponopunoHansHo cymme HRP B nyHke.

Mocne wHKybGaumm HecBs3aHHbIN OuOTMHWUN-tyramide ypanseTcsa BO
Bpemsi NpoMbiBkW. PeareHT ycunenus |l cogepxut ctpentaBuanH-HRP,
KOTOpbIN CBA3bIBAETCA CO CTOPOHaMM BUOTWMHA, CO3AaHHOIO B TeyeHue
6uoTuHun-tyramide peakumn, 4TO JenaeT BO3MOXHbLIM yBENWYEHWE
konunyectBa HRP monekyn Ha noBepxHOCTU Ans cyGCcTpaTHOW peakumu.

5. MNOCTABNAEMbIE PEATEHTbI

MukponnaHwIeT,  MOKPbITbIA  MOHOKIMOHanbHbIMM 1 MnaHweT
aHTUTEenamu K yenoseyeckomy TNF-a

KoHblorat MoHoknoHanbHbIXx aHTU—TNF-a aHtuten u 1 conakoH
6uoTunHa, 100 mMkn

KoHbloraT cTpentaBuanHa ¢ nepokcuaason xpeHa, 1 dnakoH
150 mkn

CrtaHpapT, nvModunuamMpoBaHHbIi, 1 Hr/mMn nocne 2 cdnakoHa
BOCCTaHOBIEHNS

KoHTponb BbICOKUI, NMOUIN3NPOBAHHbI 1 donakoH
KoHTponb HU3KUI, MMODUNN3MPOBaHHbIN 1 donakoH
Paz6aBuTtenb obpasuos, 12 mn 1 cbnakoH
KoHueHTpaT Pa6oyero Bydepa (20x) (PBS ¢ 1% 1 donakoH
Tween 20 1 10% BSA), 5 mn

KoHueHTpaTt Pa36aButens Amnnudukartopa (2x), 7 1 chnakoH
MI

PeareHT ycunenus |, 75 mkn 1 cpnakoH
PeareHT ycunenus |1, 90 mkn 1 donakoH
MpombiBatowWwmit pacTBOp, KOHUEHTpaT 20x (PBS ¢ 2 ByTbINKK
1% Tween 20), 50 mn

Cyb6cTpaTtHbi pacTtBop (TMB), 15 mn 1 donakoH
Cron-pactBop (1M docdopHas knucnota), 15 mn 1 donakoH
MnéHkn ana 3aknensBaHUsi CTPUNOB 8

6. MHCTPYKLUWUU NO XPAHEHUIO — HABOP N®DA

XpaHuTe KOMMOHeHTbl Habopa npu Temnepatype 2-8 °C,
KOHTpornewn. JlInounnsnmpoBaHHble KOHTPONM XpaHute npu -20 °C.
Cpasy nocrne MCcnofb3oBaHUsi BEpHWUTE peareHTbl B XonoaunbHuK (2-8
°C), koHTporim B -20 °C. XpaHuTe OO AaTbl, YKa3aHHOW Ha ynakoBke
peareHToB.

Tonbko Npy COOTBETCTBYIOLLEM XPaHEHUM M UCKIIOYEHUMN KOHTAMUHALMM
BO BpeMmsi TMpeapblayLllero ucnonb3oBaHWs Habopa rapaHTupyeTcs
KayecTBeHHas paboTa peareHToB.

Kpome

7. 3ABOP U XPAHEHME OBPA3LIA

CynepHaTaHT KynbTyp KIeTOK, 4eroBeyeckas CbIBOpOTKa M nnasma
(3OTK, renapuHoBasi, uuTpaTHas) MOryT ObiTb WCMOMb30BaHbl ANS
aHanu3a JaHHblM meTogom. [pyrne OGuomnornyeckme obpasubl Takke
MOryT ObITb ucnonb3oBaHbl. OTAenuWTe CbIBOPOTKY WNM nnasMmy oT
CrycTKa Unv apuTpoLMTOB Kak MOXHO BbicTpee.

OGpa3subl, codepxalwme BuOMMbIA  npeuunuTat,  HEOGXOAMMO
LUeHTpudyrmpoBaTe AN OTAENEHWs npeuunuTata Ao aHanusa. He
UCMOSb3YyNTE CUMBbHO rEMONM3NPOBAHHBIE I NIUNEMUYHbIE 06pasLb.

Ecnn obpa3ubl He 6yayT npoTecTupoBaHbl B [eHb cbopa, TO uX
HeobxoaMMO 3aMOpPO3UTb N XpaHUTb Npu Temnepatype -20 °C unu Huxe,
4yTobbl NpepoTBpaTUTL MoTepto GuoakTveHocTM TNF-a. Ecnn ananus
6yneT BbINOMHEH B brnivxaniumne 24 yaca, obpasLbl MOryT XpaHUTLCS Npu
2-8 °C.

M3berainTe NOBTOPHBLIX LMKIIOB  3aMOPaXMBAHUS-Pa3MOpaXmMBaHUS
obpasuoB. [lepen aHanu3oM 3amOpOXeHHbIi obpasel, npuBecTn K
KOMHaTHOW TemnepaType MeAfeHHO 1 OCTOPOXHO Npemeluath.

8. TPEBYEMBbIE, HO HE MOCTABJIAEMbIE MATEPUAIbI
. KanmbpoBaHHble nuneTk Ha 5 mn u 10 mn



. KanubpoBaHHble NUNeTkn ofHOKaHarbHbIE NepeMeHHoro obbema ¢
O[lHOPa30BbIMM HaKOHEeYHUKamn Ha 5 — 1000 mkn

. MHorokaHanbHble NMNETKM C OQHOPa30BbIMU HAaKOHEeYHUKamu Ha 50
— 300 mkn

e  BaHHOuka gnsi peareHTOB Ansi UCMONb30BaHUS C MHOrOKaHarbHOW
nunNeTkown

. KanubpoBaHHble cTakaHbl U
NPUroTOBMEHUS] peaKTUBOB

. Py4Hoe nnu aBTomaTnyeckoe npomMbiBatoLlee yCTPOUCTBO

. MuKponnaHLEeTHbIV LIenkep

. MukponnaHweTHbIn  pugep ¢ GunbTpoM Ha 450 HM wu, no
BO3MOXHOCTU, (PUNbTPOM CpaBHEHNs = 620 HM

e [vcTunnupoBaHHas UNM 4EVOHU3MPOBaHHas Boda

. MunnumeTtpoBas ©Oymara wnu nporpammHoe obecnedveHve Ans
06paboTkn pe3ynbTaToB (NMUHEeHas perpeccus)

UMNUHApPLl, Heobxogumble  Ans

9. NPEOOCTEPEXEHWUSA NO UCMONb30OBAHUIO

—  Bce xvmukaTbl cumTaTh NoTeHUMansHoO onacHbIMU. PekomeHpyeTcs
Mcnonb3oBaHNe AaHHbIX peareHToB TOMbKo KBanMuumpoBaHHbIM
nepcoHanom B nabopaTopHbIx ycnosusix. icnonb3oBaTb 3aluTHYt0
odexay, o4ku 1 nepyaTku. N3beratb KOHTaKTa C rnasamm u KOXen.
B cniyyae koHTakTa, NPOMbITb C 6OMLLIMM KONMYECTBOM BOAbI.

—  Habop npegHasHayeH Tonbko ANs uccneaoBaTenbCKUX Lenen n He
OOIKEH  WCMOMb30BaTbCsl B PYTWMHHBIX  AWArHOCTUYECKUX
npoueaypax.

—  He cmewwmBaliTe pasHble NOThl U peareHTbl U3 pa3HbiX NOTOB.

—  He ncnonb3yiite peareHTbl C UCTEKLUMM CPOKOM XpPaHeHUsI.

—  V3beraiite 06ny4yeHuss peareHTOB CUIbHLIM UCTOYHUKOM CBeTa BO
BpeMSsi XpaHEHUs 1 MHKyGaLmm.

—  He nunetupyite ptom.

— Henb3a ectb wnu kypuTb B MecTe, FAe XpaHATCS peareHTbl U
obpa3sLbl Unn B MecTe, rae NpoBOAUTCA aHanms.

—  WN3beraviTe kKOHTaKTa peareHTOB C KOXXeN U CIN3UCTbIMU.

- [Mpn pyyHoMm MeTOde aHanu3a MOMb3yWTeCb NaTEKCHLIMU
nepyaTkamy Ans 3aluThbl pyK.

—  Wisberaiite KkoHTakTa cybcTpaTHOro pacTBopa C MeTannamu u
oKMCnMTENAMM.

—  Vi3beraitTe pa3bpbi3rmBaHns 1 06pa3oBaHUsi a3po3onen.

—  Yr006bl wM3bexaTb MUKPOOHOrO 3arpsA3HeHVUs unuM  3arpsasHeHus
peakTMBaMu UK MONy4YeHWss B pesynbTate HeaoCTOBEPHbIX
pe3ynbTaToB, NOMb3yNTECh OQHOPA30BLIMU HAKOHEYHUKAMW.

—  Vcnonb3yinte uucTylo, cneumanbHO BblAeneHHyl nocydy Ans
KOHBIOraToB U CybCTpaTHOro pacTeopa.

—  3arpsi3HeHve KUCINOTON MHAKTUBUPYET KOHbIoraT.

—  [Ans npurotoBneHUs peakTUBOB WCMOSb3YiTe AUCTUMNUPOBAHHYO
U OEVOHU3NPOBaHHYO BOAY.

—  CybeTpaTHbIl pacTBOp [OMMKEH MMETb KOMHATHYI0 TemnepaTypy
nepes Mcnonb3oBaHUeEM

—  Obe33apaxwuBainte nocrne paboTbl 06pasubl, Tak Kak OHU MOryT
ObITb MHMULMPOBaHbLI, NPEANOYTUTENBHO aBTOKNABUPOBAHWEM He
MeHee 1 yaca npu 121.5°C.

—  Xupkvne oTxoapl, He copepxaluye KUCMOTY, N HerTpanM3oBaHHbIe
HeobXxoAMMO CMmellaTb C PacTBOPOM TUMOXIOPUTa HaTpUs TakuMm
obpa3om, 4Tobbl monyuyunca B utore 1% pacTBop runoxmopura.
OcTaBbTe nomny4yeHHyio cMecb Ha 30 MUHYT Ansa addekTnBHOro
obessapaxvBaHus. Kuakve OTXoAbl, coaepXalume  KUCMoTYy,
HeobxoaMMo HelTpanusoBaTb [0 06e33apaxuBaHUsi PacTBOPOM
rMnoxnoputa HaTpusi.

10. NOArOTOBKA PEAFEHTOB

BydepHble KOHLUEHTpaTbl MPVMBECTU K KOMHaTHOW TemnepaType U
pa3BecTu nepej Ha4yanom aHanusa.

Ecnn B BydepHbix KoHUeHTpaTax ob6pa3oBanucb
aKKypaTHO nodorpeTh UX A0 NOMHOrO PacTBOPEHWS.

Kpuctannbl,

10.1 MNpombiBatowmm pacteop (1x)

PasbaBbte 50 Mm KOHUEHTpaTa  AMCTWINIMPOBAHHOM  Unmn
[EeVOHU3NPOBaHHON BOAOW B MEPHOM LUMNWUHAPE A0 KOHeYyHoro obbéma
1.0 n. MNepemewwanTte, nsderas BCNeHNBaHMS.

XpanwuTe MNpombiBatowmii pacteop npu 2-25 °C. MpombiBatoLLmii pacTBop
crabunen 30 gHen.

MpombiBatowmii pacteop (1x) Takke MOXeT ObITb MPUrOTOBIEH COMMAacHO
cnegytowien Tabnuue:

Xpanute Pabounin 6ycdep npu 2-8 °C. Pabouuni bydep ctabunern 30
OHen.

Pabounin 6ycdep (1 x) Takwke MOXeT ObiTb MPUrOTOBMIEH COMMACHO
cnegywlulen Tabnuue:

KonuyectBo KoHueHTpat Pa6oyero OuctunnupoBaHHas
MCMoJb3yeMbIX CTPUNOB Oydepa (20x), mn BoAa, (mn)
1-6 2.5 475
1-12 5.0 95.0

10.3 BWOTUHOBLIN KOHbIOFaT

3ameTbTe, UTo BuoTnHOBLIN KOHBbIOraT 4omkeH 6bITb UCNONb30BaH
B TeyeHue 30 MUHYT nocrne pa3BeaeHuUs.

MpurotoBbTe HeobXxoaMMoe KONMMYECTBO OMOTMHOBOrO KOHbBbHOraTa,
pa3Bedsi KOHUeHTpaT 6uoTuHoBOro KoHbtorata 1:100 Pas6aButenem
o6pas3LoB B YNCTOW NIACTMKOBOW Nocyae, CornacHo Tabnuue:

KonuyecTtBo ucnonb3yembix BuotuHoBLIN Pas6aButenn

CTpunoB KOHbIOrar, Mn o6pasuos, (mn)
1-6 0.03 2.97
1-12 0.06 5.94

10.4 CtpentaBngunH-HRP

3ameTtbTe, YTo CTpentaBUANH-HRP pomkeH ObiTb MCnonb3oBaH B
TeyeHue 30 MUMHYT nocne pa3BefeHus.

MpurotoBbTe Heobxoammoe konuyectso CTpentaBuanH-HRP passens
ero 1:400 Pabouum 6ycdepom B YMCTON NNacTUKOBOWM NOCyAe, COrnacHo
Tabnuue:

Komuuecteo ucnons- | Kommemtpar Ilpomer- | JucTHnnapoBaHHas
3VeMBIX CTPHIIOB EAIIIETO pacTBOpa, MI BOIA, MIT

1-6 25 475

1-12 50 950

10.2 Pa6ouun 6ydep (1x)

Xopoulo nepemeluante koHueHTpaT Pa6oyero 6ycepa. PasbasbTe 5.0
MM KOHLEHTpaTa OUCTUNMPOBAHHOW BOAOW B MEPHOM UMNUHApPE OO0
KoHeyHoro obvéma 100.0 mn. lNMepemewante, n3berass BCNeHUBAHMS.

KonuyecTtBo ucnonb3yembix CrtpentaBugunH-HRP, Pa6ouuii 6ydep(1x)
CTpuUnos MR (mn)
1-6 0.015 5.985
1-12 0.030 11.970
10.5 CraHpapTt yenoBe4veckoro TNF-a
PactBopute CtaHpapt TNF-a B  AMCTMNNMPOBaHHOM  BoAe.

Heobxoammbln 06bem ANst pacTBOPEHWS ykasaH Ha 3TMKeTke dnakoHa,
cogepxallero craHgapT. OCTOpPOXHO nNepemelLUBaiiTe OO MNOSHOIO
pacTBopeHusi. KoHeuyHasi KOHUEHTpauusi MoflydeHHOro  pacTeopa
coctaBuT 1000 nr/mn. OctaButb Ha 10-30 MUHYT.

Mocne MCNonb3oBaHUsi OCTABLUMIACS CTaHAAPT HE MOXET XPaHWUTbCA U
OOMKeH ObITb BbIOPOLLEH.

KoHueHTpupoBaHHbI CTaHaapT 4YenoBevyeckoro TNF-a formkeH ObiTb
pa3baBneH 1:25 ¢ PasbaButenem obpasua HenocpeacTBEHHO nepef,
UCMOmMb30BaHMEM B YMCTOW MNacTUKOBOW MpobupKe B COOTBETCTBMM CO
cnepyolen cxemon pasbaBneHus:

20 Mk KoHuUeHTpupoBaHHoro CtaHaapTa YyenoBevyeckoro TNF-a + 960
mkn PacTtBopa ans pa3BegeHusi o6pasuoB. BCTpsixHyTb OCTOPOXHO
ONnsi nepemeLurBaHns (KOHUEeHTpaums ctaHgapta = 40 nr/mn).
PasBegeHus ctaHpapTa MOryT Mpov3BOAMTBCH HEMOCPEACTBEHHO Ha
nnaHwerte (cM. nyHKT 10Cc) nnn anbTepHaTVBHO B Npobupkax (cMm. MyHKT
10.5.1)

10.5.1 BHewHee pa3BegeHue CtaHpgapTa

MomeTuTtb 7 NpobupoK, OaHY ANS KaXaow Touku cTaHgapTa. S1, S2, S3,
S4, S5, S6, S7.

3aTeM noOAroToBUTL CepwuiiHble pasBefenns 1:2 ansg crtaHgapTHOW
KPUBOW KaK yKa3aHO HIKe:

MunetuposaTb 225 mkn Pa3basutens O6pasLoB B Kaxayr Npobupky.
MuneTupoBaTb 225 MK BOCCTAaHOBMEHHOrO CTaHAapTa (KOHUeHTpauus
ctaHgapta = 40 nr/mn) B nepBytd nNpobupky, MomeuveHHyo S1, wu
nepemellath (KOHUeHTpauusi ctaHgapTa 1 = 20 nr/mn).

MunetupoBaTe 225 MKN 3TOro pacTBopa BO BTOPYK MPOGMPKY,
nomMeyeHHylo S2, M TwaTenbHO nepemMellatb nepes Ccrneaylwmm
nepemMeLleHnem.

[MoBTOpUTL CepuiiHble pas3BefeHus euwe 5 pa3, Takum obpasom
hopmMUpyst TOUKM CTaHOAPTHOW KpBOM (CM. PUCYHOK HIDXE).
PasbaBuTtensb 0bpasLoB cnyxuT B kayecTBe brnaHka.

MepeHocuTb No 225 mkn
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S1 S2 S3 S4 - S7
1:25 Pa3baBneHHbIn PasbaButensb Ynanutb 225 mkn
CraHpapTt YenoBeyeckoro obpasuos
TNF-a 225 mkn

10.6 KoHtponb

Passectn nytem pob6aeneHusi 800 MKk AMCTURNUPOBAHHOW BOAbl K
nMounnMaMpoBaHHoMy KoHTpomnt (10-30 MuHyT). [lokpyTuTb wmm
akKypaTHO nepemellaTb, 4TOObl ObGecrneynTb MONHOEe pacTBOpPEeHue U




opHopoaHocTb.  [peaBaputenbHO  pasBecTu
KOHTponb 1:20 pa36aButenem obpasua:

50 mMkn koHTpons + 950 Mk pacTBopa AnsA pa3BefeHUs o6pasLoB.

B panbHeiwem obpawatbCAa C KOHTPOMsSAMW, kKak Cc obpasuamyn B
aHanuse. 3a JaHHbIMU MO KOHTPOMbHOMY AMana3oHy CM. cepTudmkat
aHanusa unu aTukeTke dnakoHa. XpaHUTb BOCCTAHOBMEHHBIN KOHTPOIb
B anukeoTax npu -20 °C. M3beraTb MOBTOPHOrO 3aMOpPaXUBaHUA W
oTTauBaHus.

COMNBUNN3NPOBaHHIN

10.7 Pa3baButenb PeareHTa Ycunenus (1x)
MoarotoBka PasbaButenss PeareHTta YcuneHnuss (1x) gomkHa ObiTb
npoBefeHa HenocpeacTBeHHO nepen Ucnonb3oBaHueM. NoaroToBUTbL

1:2 pasbaBneHve KoHUeHTpupoBaHHoro Pas6aButens PeareHTa
YcuneHus (2x) B COOTBETCTBMM CO CrieAyoLeN Tabnuuen:
Konuyectso Pas6aButenb Pearenta | [uctunnmpoBaHHas
MCNONb3yeMbIX CTPUNOB Ycunenus (2x), mn BoAa, (Mn)
1-6 3 3
1-12 6 6

10.8 PactBop PeareHTa Ycunenums |

MoarotoBka PacTBopa PeareHTa YcuneHnus | gomxHa 6biTb NpoBeaeHa
HenocpeACTBEHHO nepen HaHECEHWEM Ha NilaHLueT.
LlenTpudpyrmpoBatb (prnakoH B TeYEeHWEe HECKOMbKUX CeKyHO B
MUKpOLeHTpudyre nepen  OTKpbITMeM  Ans cbopa  XUAKOCTW,
3aXBa4YE€HHOMN B KPbILLKE.

MpurotoButh pa3seaeHve 1:300 PeareHTta Ycunenus | B PasbaButene
PeareHTa YcuneHus (1x) B COOTBETCTBMU CO CreayoLen Tabnuuen:

Pa3BegeHve cTtaHgapTa Ha  nnaHwete (anbTepHaTUBHO
pa3baBneHve cTaHdapTa MOXET ObiTb MPUrOTOBIEHO B Npobupkax):
[o6asutb 100 mkn PasbaButens ans obpasuoB B Ayb6nsax Ko BceM
cTaHAaapTam. MpurotoBbTe cTaHgapTHble pa3BefeHus
pobaenennem no 100 mkn pasbasneHHoro CrtaHgapTta (pasgen
10.5) B auenkn A1 n A2 B pybnsx (Cm. tabn. 1). Nepemelsaiite
cogepxmmoe ayeek A1 n A2 n nepeHecute no 100 mkn pacTeopa 13
a4yeek A1 n A2 B avenkn B1 n B2 cootBeTCTBEHHO. BO Bpems aTux
MaHuUMynsumMin  noctapanTecb He nouapanatb  BHYTPEHHIO
NMOBEpXHOCTb  sYeek. [loBTOpuMTe MepeHoc U  pasBefeHve
cTaHgapToB 5 pa3, nonyuss B wutore 2 psiga pasBedeHui
CrtaHpapTa TNF-a B gnanasoHe ot 20.00 go 0.31 nr/mn. Yganute n
BblbpocuTe 100 MK XUAKOCTU M3 nocrnegHux syeek (G1, G2).

MepeHocuTb no 100 mkn

N N N N
' J _| _II_I
] =

S1 S2 S3 S4 - S7

1:25 Pa3BeaeHHbIn Pasz6asutens Yaanute 100 mkn
CraHpapT YenoBe4veckoro obpasuoB
TNF-a 100 mkn

Mpv BHelWwHeM pa3BeAeHUM cTaHAapTa nunetuposatb 100 MK 3TMX
pa3BeaeHun ctaHgapToB (S1-S7) B NyHKM ANs CTaH4apTOB COrnacHo

Konuyectso PeareHT Yeunenus |, PasbaButenn Tabnvue 1.
Ucnonb3yembIX CTPUNOB mn PeareHTa Ycunenus
(1x), (mn) Tabnuua 1: Cxema pacronoxenust 06pa3sLioB, 6naHka 1 CTaHAapTOB
1-6 0.02 5.98 Ha nnaHwere.
1-12 0.04 11.96 1 2 3 4
A ||[CT#1 Ct#1 o1 o1
Mocne ucnonb3oBaHus HemeasieHHo U3baBUTLCS OT ocTaTkoB PacTBopa (20.00 nr/mn) (20.00 nr/mn)
PeareHTa Ycunenus |. B [[CT#2 CT#2 02 02
(10.00 nr/mn) (10.00 nr/mn)
10.9 PacTtBop PeareHTa YcuneHnus Il C ||CT#3 CT#3 03 03
Moarotoska PacTBopa PeareHta Ycunenus |l gonxHa 6biTb nposeaeHa (5.00 nr/mn) (5.00 nr/mn)
HEMoCpeACTBEHHO Nepesi HAHECEHWEM Ha MaHLLeT. D [[Cr#4 Cr#4 04 04
LienTpucbyrmpoeaTe brniakoH B TeYEHUe HECKOMbKUX CeKyHa B (2.50 nr/wn) (2.50 nr/mn)
MUKPOLEHTPUGDYre  nepen  OTKpbITMEM  Ans  cbopa  XUAKOCTU, E %Tzf y ClT2#55 y 05 05
3axBa4YeHHOMN B KPbILLKE. = éT #Gnr ) 537 #Gnr ) 06 06
MpurotoButh passegeHne 1:200 PeareHTa YcuneHus || B Pabouyem (0.63 nirfun) (0.63 nr/mn)
6ydepe (1x) B COOTBETCTBMU CO CrieayroLen Tabnuuen: G crer Cr#7 07 07
Konuuecteo PeareHt Ycunenus |l Pa6ouuit 6ydep (1x), (0.31 nr/mn) (0.31 nr/mn)
Mcnonb3yeMbIX CTPMNOB mn (mn) H || BnaHk BnaHk 08 08
16 0.03 5.97 Ct — Cranpapt, O — o6paseL
1-12 0.06 11.94

Mocne ncnonb3oBaHusa HemeaneHHo n3baBuUTLCS OT ocTaTkoB PacTBopa
PeareHTa Ycunexus Il.

11. NPOTOKOI AHAITU3A

Tak kak MDA siBnsieTcA BbICOKOYYBCTBUTENBHON CMCTEMOW, OYEHb
BaXHO MNpUAEpPXKUMBATbLCA WHCTPYKUMU (npoueaypa MPOMbIBKM;
XpOHOMoOrMs/M  NPUroTOoBNEHUss  PacTBOPOB;  MHKYOALMOHHbIN
nepuoa), 4YTo6bl NOMY4YUMTb ONTUMANbHYH NPOU3BOAUTENLHOCTL
Tectal 3amauMmBaHuUs  peKOMeHAYeTCA  NpPOBOAUTL  MeXAay
NPOMbIBKaMM, 4YToObl MONMYy4YUTb XOPOLUYHD MNPOU3BOAUTENBLHOCTb
TecTta!

O6patute BHuMaHue: PactBopbl PeareHToB YcuneHusi OOMXKHbI
ObITb NMOAroTOBIIeHbl HENOCPeACTBEHHO MNepes HaHeceHMeM Ha
nnaHweT! KpaiiHe BaxHO, 4TOGbl NpOMbIBaHMe NYHOK NPOBOAMUNOCH
[OMKHbIM 06pa3omM Ans Nony4YeHUs xopolluen NPOU3BOAUTENIbHOCTH
TecTta!

a. [octaHbTe Tpebyemoe pAns npoBeAeHUs aHanu3a 4ucno 8-
NYHOYHBIX cTpunoBs. Momectute Tpebyemoe KONMYECTBO CTPUMOB B
Aepxatenb (K Heobxogumomy umcny syeek ana  O6pasuos
nobaebTe suerikn ans bnaHka, CrtaHpapToB). Bce CranpapThbl,
BnaHk un O6Gpa3ubl HeobxoAMMO aHanusupoBaTb B Oybnsx.
Heucnonb3oBaHHble cTpunbl cpasy Yybepute B nakeT ¢
OCyLLUMTENEeM U XpaHWUTe NIIOTHO 3aKpbITbiM npu 2-8 °C.

b. TNpomonte syerikn 2 pasa 400 mkn lMpombiBoyHOro Bydepa,
MONMHOCTBIO yAansAs >XWAKOCTb Mexay npombiBkamu. OcTaBuTb Ha
10-15 cekyHa. W3berante uUapanuH Ha MOBEPXHOCTU SIYEEK.
CTpsixHMTe nnaHweT Ha dwunbTpoBansbHoW Oymare nocne
nocriegHer MpombiBkU. Mcnonb3yiiTe CTpunbl HEMEANEHHO nocne
CTPSXUBAHUST UMW MaKCUMyM yepe3 15 MUHYT npu ycrnoBuu, 4TO
CTPUMbI  YMOXEHbl Ha BNaXHylo unbTpoBaneHylo Oymary B
nepesépHyTom Buae. He no3BonsiTe A4enkam BbiCbIXaTb!

j. CHumute

c. Bnecute mo 100 mkn PasbaButensi obpasuoB B Oybnukate B
auerikn «bnaHk».

d. Brecute no 50 wmkn Pa3b6aBuTenss o6pasuoB B SYENKU,
npefHasHayYeHHble Ans o6pasLoB.
e. BHecute no 50 wmkn «kaxgoro o6pasuya B aybnsx B

COOTBETCTBYIOLLNE AYENKN.

f.  TMpurotoBbTe BuotTMHOBLIN KoHblorar (pasgen 10.3).

g. [Oo6asbTe no 50 mkn BuotuHoBoro KoHblorara Bo Bce SHENKM.

h. 3akpoiTe nnaHwWeT NNEHKOW W WHKYOUpYNTE MpU KOMHAaTHOWM
Temnepatype (18-25 °C) B TeueHMe 2 4acoB Ha MNnaHweTe.
(LUlenknpoBaHue snBnNsieTc o6sA3aTeNbHbLIM ANsl MNONy4YeHUs
onTUManbHou paboTkl TecTa).

i. MpurotoBbTe CTpentaBuauH-HRP (pasgen 10.4).

nreHky. [onHOCTbIO yoanuTe COOEPXUMOE  SYEeKk.
lMpomoviTe syerkm 6 pa3 Kak ykasaHo B lare «b.» HacTosLero
npoTokona. MNepexoanTe HEMeANEHHO K CreaytoLemy Luary.

k. BHecute no 100 mkn pasbaBneHHoro CtpentaBuamH-HRP BO BCe
AYelnku, BKNoYas bnaHk.

l. 3akponTe MnaHwWeT NIEHKOM U NHKYOupyiiTe 1 Yac npyv KOMHaTHON
Temnepartype (18-25 °C) Ha nnaHweTe, Mcronb3ys opbuTanbHbIn
Lweikep, YCTaHOBMeHHbIi Ha 400 o6/mMuH. (LLenkupoBaHue
fABNsAeTcA ob6A3aTenbHbLIM AN NOMyYeHUss ONTMMarbHOM
paboThl TecTa).

m. [ogrotoBbTe PacTBOop PeareHTa Ycunewus |, pasbaBneHHbili B
Pas6aBurene PeareHta  YcuneHus (1x) (cm. 10.8)
HenocpeacTBEHHO Nnepep UCNONMb30BaHUEM.

n. CHumnTe nneHky. [onHOCTbIO yAanuTE COOEPXKUMOE  SYEek.
[MpomoviTe sivenkn 6 pa3 kak ykasaHo B ware «b.» HacTosLiero
npotokona. MNepexognTte HeMeOsIEHHO K CrieAytoLeMy Liary.

0. Bnecute no 100 mkn PactBopa PeareHTta Ycunenus |
AYenku, BKMoYasa GnaHxk.

p. 3akpoiTe nNnaHWeT NAEHKON N MHKYOMpyliTe TOYHO 15 MUHYT npu
KOMHaTHoM Temnepatype (18-25 °C) Ha nnaHweTe, WUCMOMb3ys
opbutanbHbIi  LIekep, ycTaHoBneHHbIn Ha 400  06/MuH.

BO BCe



<

(WWeiknpoBaHue ABNAETCA o06A3aTeNnbHbIM ANA MNONy4YeHUs
onTUmanbHou paboTbl TecTa).

MoarotoBbTe PacTBOp PeareHTa YcuneHus |l, pasbaBneHHbili B
Paboyem Oydepe (cMm. 10.9) HenocpeACTBeHHO nepen
ncnonb3oBaHueM.

CHumuTe nneHky. [onmHOCTbIO yganuTe COAEpPXUMOE  SYEek.
MpomoiiTe A4erkn 6 pas Kak ykasaHo B wware «b.» HacToswero
npotokona. MNepexoanTe HeMeANEHHO K cneayloLlemy Luary.
BHecute no 100 mkn PactBopa PeareHTa Ycunenus I
AYeriku, BKnYasa bnaHk.

3akponTe nraHweT NNEHKOW 1 NHKYoupyinte ToyHo 30 MUHYT npu
KOMHaTHOW Temnepatype (18-25 °C) Ha nnaHweTe, MCMOMb3ys
opbuTanbHbI  WIenkep, ycTaHoBneHHbin Ha 400  o6/MuH.
(LUeiknpoBaHne sBnsieTcs obs3aTenbHbLIM ANA  NONy4YeHUs
onTUmanbHou paboTbl TecTa).

CHumnTe nneHky. [onmHOCTbIO ydanuTe COAEpPXUMOE  SYEek.
lMpomoniTe svenkn 6 pa3 kak ykasaHO B ware «b.» HacTosiero
npoTokona. MNepexoauTe HeMeANEHHO K crneayoLlemy Luary.
BHecute 100 mkn pacTBopa cybctpata TMB Bo Bce nyHku.
WHkyOupyiiTe cTpunbl npu komHaTHoW Temnepatype (18-25 °C) B
TeueHue npumepHo 10-20 mMuH. W3beranTe npsiMmoro BO3OeNCTBUS
MHTEHCUBHOIO CBeTa.

BO BCe

Pa3BuTue uBeTa Ha NnaHWeTe AOMKHO NPOBEPATLCA U peakums
cy6cTpaTa oOcCTaHoBrieHa (CM. cChegylolWmii NYHKT 3TOro
NpoOTOKONa) A0 TOro, Kak NONOXUTENbHbIE JIYHKN 6onbLue 4eTKO
He NpocrexXnBaloTCs.

OnpepeneHue naeansLHOro nepuoaa BpemMeHu Arnsi NPosiBreHust
uBeTa [OMKHO 6GbITb CAENaHO MHAMBMAYANbLHO ANl KaXaoro
aHanusa.

PekomeHpyeTcs [06aBuTb CTOM-pacTBoOp, Korga Camblii BbICOKUMA
cTaHAapT npvobpen cuHWiA LBeT. AnbTepHaTVBHO pa3BuTve LBeTa
MOXHO KOHTPONMpOBaTb C nomoLubio cunTbiBaTens ELISA npu 620
HM. CybcTpaTtHas peakumst 4OMMKHa OblTb OCTAHOBMEHA, KaK TONbKO
ctangapt 1 goctur OD 0.9 — 0.95.

OcTaHoBUTb epMEHTATUBHYHO peakuuo BbICTPbIM
nunetupoBaHnem 100 MKn cTon-pacTBOpa B KaXayl MYHKY.
BaxHo, 4ToObI cTOM-pacTBop AobaBnancsa GbICTPO M paBHOMEPHO
no BCEM NyHKaMm A51si NMOSHOWM MHaKTMBaummn depmeHTa. PesynbTaTthl
OOIMKHBI ObITb CHMTaHbI HeMocpeACcTBEHHO nocne AobasneHus cTon-
pacTBopa uUnu B Te4EHME OJHOTO Yaca, eCnu CTpUnbl XPaHAT npu 2 -
8 °C B TemMHoTE.

M3mepuTb ONTMYECKYH MNIIOTHOCTb  KaXOOW MUKPOMYHKU  Ha
CnekTpooTOMETPE C MCNOMb30BaHMEM ANWHbI BOMHbI 450 HM B
Ka4yecTBe OCHOBHOW (OMUMOHanbHO UCMoNb30BaTh ANUHY BOMHbI 620
HM B KayecTBe KOHTpomnbHOW; 610-650 HM Takke npuemnemsl).
OBHyNUTL MNMaHWweT-pyaep B COOTBETCTBUM C  MHCTPYKUUSMU
npou3BoaMTENS C MOMOLWbBI MNycTbiX fyHok. Onpegenutb
nornolueHns oboux o6pasLoB 1 cTaHAAPTOB.

MNpumeuanue: B cnyvyae uHKybGauum 6e3 BCTPSIXMBaHUA 3Ha4YeHUs
nonyyeHHoro OD moryT ObITb HWXe yKasaHHbIX. TeM He MeHee,
pe3ynbTaTbl OCTAlOTCA B CUIe.

12. PACYET PE3YJIbTATOB

PaccunTtante pesyneTtathl. [ns STOro paccuvTtante cpegHee
3HayeHne MOrMoweHnss ANs Kawgoro cTaHgapta u  obpasua.
OTKIMOHEHME OT CpeaHero He JOMKHO ObiTh 6onee 20%.

Wcnonb3ya rpadumyeckyto Oymary, OTMETbTE TOYKM CUUTaHHbIX
3Ha4YeHWN MOrMOLLEHUsI CTaHOAPTOB Ha BepTUKarnbHyl ocb Y, a
COOTBETCTBYIOLUME KOHLUEeHTpaumn TNF-a . Ha ropyM3oHTanbHyo ocb
X. MNpoBeanTe oNTUManbHy KpUBYHO MO TOYKaM.

Onpepenute koHueHTpauun TNF-a . B obpasuax M3 ctaHgapTHON
KpuBoW. [nsa atoro HamguTe 3HayeHne Ha ocu opguHat (Y)
COOTBETCTBYIOLLIEE CPeAHeMYy 3HAYEHWUIO MOSyYeHHOW AN KaXaoro
obpasua Ol u npoBeauTe rOPU3OHTAmNbHYD MUHWIO [0
nepeceyeHnss Co CTaHOapTHOM KpuBOW. 3aTeM U3  TOYKU
nepeceyvyeHns NpoBeAUTE BEPTUKANbHYIO NNHUIO A0 NepeceyeHns c
ocblo abecuuce (X). 3HaueHMe Ha ocu X B TOUKE NepeceyveHust 1
Oynet COOTBETCTBOBATb KOHLeHTpaumm TNF-a . B
COOTBETCTBYIOLLEN npobe.

B xope aHanusa, cornmacHo AaHHOW WHCTPYKUuM, obGpasubl
ObinuM pasBedeHbl 1:2 M koHTponu 1:40, cnepoBaTenbHO
KOHLIEHTpauun, mnony4YeHHble U3 KanMGpPOBOYHOW KPUBOW,
AOIMKHbI ObITb YMHOXeHbl Ha ko3chduumeHT pa3sepeHus (x2
Ans obpasuos, x40 Ansi KOHTPONEN).

PacueT 06pa3uoB ¢ KOHLEHTpaLuen, npeBbllarollen cTaHgapT
1, MOXeT npUBECTU K JIOKHbIM, HMU3KUM YPOBHSAM
yenoBeyeckoro TNF-a . Takue o6pasubl TpeGylOT AanbHenLero
BHELLUHEro npeaBapuTenbLHOro pasBeAeHUsi B COOTBETCTBUM C
oXupaaeMmbiMUM  3HaYeHUAMM  venoBe4veckoro TNF-a ansa
pasbaBneHua nNpo6 AN TOYHOrO  KONMUYECTBEHHOro
onpeaeneHus peanbHoro Yyenose4veckoro TNF-a .

PucyHok.

MopgpasymeBaeTcs, YTO B KaXdyl0 CEpuio aHanmusa BKMIOYaeTcs
KOHTPOnbHbIN 06pa3sel, ¢ n3BecTHol koHueHTpauven TNF-a . Ecnu
3HaYeHNs KOHTPOMNS He YKNaAblBalTCH B OXWAAEMbI AManasoH,
pe3ynbTaTbl aHanu3a MoryT 6blTb HEJOCTOBEPHBI.

lMpumep cTaHgapTHOW KpMBOM MokasaH Ha PucyHke Huxe. He
UCronb3ynTe 3Ty CTaHOAPTHYIO KPYBYKD [ANS pacyéra Balux
obpasuoB. CTaHAapTHas KpyuBas JOMKHA ObiTb BKITHOYEHA B KaXayHo
NOCTaHOBKY.

Mpumep crangapTHon kpuBon pans TNF-a. TNF-a  6bin

pa3baBneH B cepuu ABYKpaTHbIX NOCnefoBaTenbHbIX LIaroB TUTPOBaHUS
Pasbasutenem obpasuos. 34ecb npeacTaBneHbl CpedHne 3HayeHus us
Tpex napannernbHbIX TUTPOBAHWN.

He wucnonb3yiTe 9Ty CcTaHOapTHYO KpMBYIO AN pacyéta Bawmx
obpasuoB. CtaHaapTHas KpuBasi AOMKHa ObITb BKMOYEHA B Kaxayio
NOCTaHOBKY.

Tabnuua: TunuyHble pesynbTaThl,

Absouption 450 nm

—

Cancentration [pg/ml}

noJjlydeHHble C UCnosb3oBaHUEM

[aHHoro Habopa.
M3mepeHue Ha 450 HM, AnNnHa BONHbI cpaBHEHUst 620 HM.

Cramapr | TNFa.nn | 45‘;'1M) cpg;?l;ee CV, %
! 2000 rae | 2% 42
: o | e |
:
: 280 0% | 03 09
° 125 010 | 0158 06
° 083 o1 | 0149 29
: o [0 o |
Bran 0 o008 0.081 28

Ofl, nonyyeHHble ANS CTaHAAPTOB, MOTYT MEHSTLCS B 3aBUCUMOCTU OT YCIIOBUI
BbINOMHEHUS aHanu3a (HanpuMep, TeMNePaTypPHbIA PEXUM).

Kpome Toro, Ha NpoTsKeHUM Cpoka rogHOCTU Habopa dH3MMaTHYecKast akTUBHOCTb,
W, CrefoBaTEnbHO, UHTEHCUMBHOCTL OKPALUMBaHWS, MOTYT U3MeHSTbCs. Mpu 3ToM
pesynbTaTbl TECTUPOBAHKS OCTATCS [JOCTOBEPHBLIMU.

13.

14.

OrPAHNYEHUA

Tak Kak ycrnoBuss MOryT MeEHATbCA OT aHanmMsa K aHanmay,
CTaHdapTHas KpuBas [OMMKHA ObiTb BKMIOYEHA B KaXaylo Cepuio
aHanuaa.

BaktepnanbHoe unu rpubkoBoe 3arpsisHeHue 06pasLoB MK
peakTUBOB MOXET NPUBECTU K HEAOCTOBEPHbLIM pe3ynbTaTam.
Mcnonb3ynte ogHOpa3oBble HakoHeuYHukn. CTeknsiHHas nocyaa
AOMKHa ObITb TLWATENBHO BbIMbITA.

HenonHas npombiBKka HeraTMBHO BIUSIET HA TOYHOCTb PE3YrbTaTOB.
MonHocTblo ypansnte [NpombiBoYHbIA Bycdep U3 sueek mexay
UMKnamMu npomblBKA. He nosBomsiiTe f4erkam BbiCbIXaTb Mexay
LiaraMmu aHanmaa.

Mcnonb3oBaHve pagvoMMmyHOTEpPanuu 3HaYUTENbHO YBENMUYMIO
YMCMO NaLUMEHTOB C YeroBEYECKUMM aHTUMbILWUHBIMK IgG (HAMA).
HAMA wmoryT wuHTepdepvpoBaTb B aHanuse, MWCMONb3yoLEM
MbILUVMHbIE  MOHOKIOHANbHbIE aHTUTena, npuBOAS K  JIOXHO
MONOXMTENBHBIM U NIOXHO OTpULATENbHBIM pe3ynbTaraMm.

O6pa3subl  CbIBOPOTKW, COAEpXalumMe aHTuTena K  MbIWVHbBIM
UMMyHornobynmHam, MoryT ObiTb NpoaHanM3vpoBaHbl B Cryyae,
Korda MbIWWHbIE  MMMYHOrNIOOYNuHbI  (CbIBOPOTKA,  acuuTHas
XXMOKOCTb N MOHOKITOHANbHbIE aHTUTena ApYro cneuudunyHoCTm)
pobaensioTcs k Pazbasutento o6pasLos.

PABOYUE XAPAKTEPUCTUKU

14.1 YyBcTBUTENbLHOCTb
MuHumanbHO onpepensiemas koHueHTpaumsa TNF-a , onpegeneHHas kak
KOHUEHTpauusa aHanuta, gatowasa Ofl 3HaunTenbHO Bbiwe yYem Bydep




AnA  passedeHuss (cpegHee MG 2 CTaHAAPTHbIX  OTKIOHEHMS),
coctasuna 0.13 nr/mn (cpegHee 6 He3aBUCUMbIX OnpeaeneHnii).

14.2 Bocnpou3BoguMmocCTb

14.2.1 BocnpousBogumMocTb BHYTPU O4HOWN cepuun
BocnpousBogumocTb  BHYTpM OZHOW cepum onpegensnace B 3
HE3aBUCHMMbIX Cepusix aHanusa. B kaxgbii cepum aHanmsa 6bino
BbIMNOMNHEHO MO 6 onpefeneHuWin kaxzporo u3 6 obpasuoB CbIBOPOTOK,
cofepXawmx pasnuyHble koHueHTpauum TNF-a . B kaxabi nnaHwet
ObINn BKIOYEHbI MO [ABE CTaHAapTHble kpuBble. B Tabnuue npuBeaeHb!
cpegHue 3HadveHuss TNF-a 1 koadhdUUMEHT BapuauuMu Ans Kaxaoro
obpasua. KoadhdumumneHT Bapmaumm coctaBun B cpeaHem 8.5 %.

14.2.2 BocnpousBoauMOCTb MEXAY CepusiMmmn

BocnpousBogumocTe  Mexzay cepusiMM B OfHOW  nabopartopuu
onpepensanacb B 3-Xx HE3aBMCUMMbIX CEPUsiX aHanusa. B kaxabii cepum
aHanusa 6bIno BbINOMHEHO Mo 6 onpedeneHuii kaxaoro U3 6 obpasuos
CbIBOPOTKW, COAepXalunx pasnuyHble KoHueHTpaumun TNF-a . B kaxgbin
nnaHweT ObiNy BKIOYEHbI MO ABE CTaHAAPTHbIE KpuBble. KoaddpmumeHT
Bapuaumm coctasun B cpeaHem 9.8 %.

14.3 BoccTaHOBrEeHUe nocrie HacbilWweHns

BoccTtaHoBneHue oLeHuBanu HacblILLEeHem PEeKOMGUHaHTHbLIM
yenoseyeckum TNF-a o06pasuoB  CbIBOPOTKA  KPOBM  YerioBeka.
BoccTtaHoBneHue 6bin0 onpeaeneHo B 3 HE3aBUCHUMbIX 9KCMEPUMEHTAX C
8 oGpasuamu CbiIBOpOTKU. BoccTaHoBneHWe HaxoauTcs B AvanasoHe OT
84% no 97% npu obLiem cpeaHeM BoccTaHOBMEHUN 91%.

14.4 JluHeNHOCTb

4 obpasua CbiIBOPOTKM C pasnuyHbIMU ypoBHSIMU YernoBeyveckoro TNF-a
ObINMM NpoaHanu3npoBaHbl B 2 MOCMeAoBaTeNbHbIX pasBefeHnsx c 4
NnoBTOPaMu Kaxablw.

BocctaHoBneHne konebanacb ot 81% go
BOccTaHoBneHnn 95%.

101% npu obwem

14.5 CrabunbHOCTb O6pasuoB

14.5.1 CTabunbHOCTL NPU 3aMOpaXMBaHUU-pPa3MOpaAXUBaAHUN
AnukBoTbI cbiBOpOTKU (6e3 nobasneHHoro TNF-a 1 ¢ nobaeneHvem TNF-
a) XpaHunucb npu Temnepatype —20°C v pasMopaxusanucbe 5 pas,
nocne yero onpegenanuce  yposHn  TNF-a. Habnioganucb
He3Ha4yuTenbHble norepu UMMYHOPEaKTUBHOCTH TNF-a npwm
3aMOpaXuBaHUM W OTTaMBaHUW, KOTOPbIX, CriedoBaTenbHO, cnegyeT
nsberatb.

14.5.2 CTabunbHOCTb NPU XPaHEHUU

AnUKBOTBI CbIBOPOTKM U KINETOYHbIX KynbTyp (6e3 go6asnenHoro TNF-a n
¢ pnobasnexvem TNF-a ) xpaHunucb npu Temnepatype —20 °C, 2-8 °C,
KOMHaTHOM Temnepatype v npu 37 °C B TeyeHue 24 4acos, Nnocrne 4ero
onpegensanuck yposHn TNF-a. He Habntoganocb 3HauymTenbHbIX NOTePb
uMMyHopeakTusHocTM TNF-a npu xpaHeHun npu -20 °C v npu 2-8 °C.
3HauuTenbHble MNOTEPUM UMMYHOPEAKTUBHOCTU 4enoBeyeckoro TNF-a
ObInn obHapyxeHbl BO BpeMsi xpaHeHus npu KT n 37 °C B TeveHue 24
4acos, Yero, criefoBaTensHo, crneayeT u3beratb.

14.6 CpaBHeHMe CbIBOPOTKU U Nna3mMbl

OT HecKonbKNX PU3NYECKMX NULL B OAHO M TO Xe BpeMs Gblnv nonyyeHb!
ob6pasubl cbiBOpoTkM, a Tawke OMTA, uuTpaTHOM U renapuHOBOW
nnasvbel, W npoaHanusupoBaHbl. KoHueHTpauum TNF-a 4yenoseka
CYLLIECTBEHHO He OTNMYanucb W, criefoBaTenbHO, BCE 3TU XUAKOCTU
opraHvama npurogHel Ans aHanu3a. TeM He MeHee, pekoMeHayeTcs
obecneunTb eAMHOOOPa3ne nNpenapaToB KPOBU.

14.7 CneuncdmyHoCTb

NHTepdepeHUMa  UMPKyNupyloLWMX (akTopoB  MMMYHHOW  CUCTEMbI
oLeHuBanacb MyTemM HacblleHuss 3Tux 6enkoB B  (HMU3MONMOrNYECKM
3HaUMMbIX KOHLEHTpaumsix B 4enoBeyeckyto TNF-a MonoxutenbHyo
CbIBOPOTKY.

lMepekpecTHOM peakTMBHOCTW He Habnaanocsk.

14.8 OxupaemMble 3Ha4YEHUs

MaHenb 13 8 obpa3uoB CbIBOPOTKM OT CMy4YalHO BbIOPaHHbLIX 300POBbIX
[OHOPOB (MYXYMH W XeHWWMH) Obina umcnbiTaHa Ha TNF-a Yenoseka.
O6HapyxeHHble ypoBHM TNF-a 4ernoBeka nonanu B AuanasoH OT He
AeTektmpyemoro Ao 3.22 nr/mn co cpeaHumM yposHem 1.59 nr/mn.

14.9 KanubpoBka

OToT aHanmu3  kanubpyeTtcsi C  BbICOKOW  CTENEHbKD  YMCTOThI
pekoMbuHaHTHbIM TNF-a YenoBeka, KOTOpbI Gbln OLEHEH B CPaBHEHUM
¢ MexpgyHapogHbim PedepeHTHbiM CtaHgaptom NIBSC 87/650 u, kak
ObI1I0 NOKa3aHo, SABNSAETCS SKBUBANEHTHbIM.

NIBSC 87/650 KONMMYECTBEHHO BbIpaXaeTcs B  MeXAyHapOoAHbIX
egnHunuax (MEg), 11U cootsetctByeT 25 nr TNF-a Yenoseka.

15. INTEPATYPA (Cm. & opueuHane uHcmpyKyuu).

17. NOAroTOBKA PEAFEHTOB (KPATKOE W3NOXEHME) (Cm.
opuauHan UHCmpyKuyuu).

18. MPOTOKOI TECTA (KPATKOE WU3NOXEHWE) (Cm. opuauHan
UHCMpPYyKUUU).
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