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—H 4B FMBHEEIERRRERE;

—%8 5 WA ARSI B R
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— 11 H4a . 25FHER;

— % 2R . HAEFES5SREMHE;

—H BB - REYRER=YHELESER;

—8 U HEERZYNELESER;

—H BT EREAGEERTYNERLESER;

—% 16 o BEEY SHRY RS A EHR R

—8 17 W4 - THEY ARFRBROET;

——%5 18 F4 A BHLERE

—55 19 ¥4 AP ELE BB EMRER R

— & 20 B B ARARTEEERRFEN M.

A H4rH GB/T 16886 K% 5 #h4> .

A4 GB/T 1.1—2009 4 H MR B,

A4 GB/T 16886.5—2003( EIF B3 MAE YW ¥ WM 5 VLo KA FHREFEAR). 5
GB/T 16886.5—2003 # I, EFEEARZEALIT -

—BRTHHBRENHE RS R ERIIMNFAXART, AHTHREEERNER

FEM AR (R 4,258 8 A 10 #,2003 kR AY 4.2.58 8 AL 10 F);

— i T A HEB(NRU 48 B R LR A);

— T REE AR MR B);
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22T 43 I B vk % R R A 1SO 10993-5: 2009¢ BE 7 28 WAL Y1 VR4 58 5 34 ARSI B
KK,

SR HRAEHT|HOER XA B X RORESTHMT
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FHoEERM . ARXREAGEEEERFEETSREREEREY O BEXRAGHUEE
BERIRETTHBRAREERE DO LREETREEREN . LAY R R L.
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FE o BT ARB IR HE R T R IR R A 1 LA «

——GB/T 16886.5—1997;

—GB/T 16886.5—2003,
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5l &

HormREE KB RAERYE, 28 “ WA Y. B, GB/T 16886 H 4
BAHHEMARAE N E—HRERFE MEAE—MRRTR, FEE—RIZELS R AW, U
BHEEENZR.

RERAR=XK . BREBARE HEZMER . mEEMKE.

A8 VT R 5 B R G P R A G P A i X SR R B — R ERUL K

RRMERRE T HREASMR T E ERERNHEURARSELIRABREZMB T,

SRR R, 3R B A BB ERTIFH. GB/T 16886 KA MIT T X M5
RBEH, X — R BT U—RFIRR TSR, RRT A ZRBEIMEYFREAE AR .

440 i 2 0 5 e BT €5 R O R B O AR A S T R T A R A T PR AT R AL

—RIBEFIT R E ARG

— MR E 5

— A KW E ;

— AR E .
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BE 7 83t & 4 R
£ 5y KM AMEBERE
/G8dlf88N
| % ( 2018.03.28 |
GB/T 16886 B ¥4k Ti%@W&gmﬁm
AFAHE T SR/ B R S B A OB T B 7 2 5 L Ak

A4 B TEE M EY S50k 530 52 v 2L 30 Y0 40 M B9 4 W 2 R0

2 MuEMSIAXHE

THIXEXN T ARICERNARLAT N, LD BRGSO, AU B R4 E R T 43
. REAREHREOGIAXH, HEFRA (BFEFANBBCRER TR X,

ISO 10993-1 EfrFasMAEY #8180 N E BB+ K 5% (Biological evalua-
tion of medical devices—Part 1:Evaluation and testing within a risk management process)

ISO 10993-12 EFFaSBAEYFIFM 8 12 4 . HEHH {52 BEE 5 (Biological evaluation of

medical devices—Part 12;Sample preparation and reference materials)
3 REMEX

ISO 10993-1 F & LA B T FU AR SGEF FA .
3.1
EFERRM culture vessels
BTSN, SFEH LRI R FRR BB A SRR ER E SR,
i EXSRBRAER, XURMAEFSHAERARIOER,FEHTFHIASI Y AMERE, T ERMEH.
3.2
PEYE X} R 448l positive control material
e B8 A< 3 4K I B T - B 4 B 1 B B B Kk .
i AN BOENEBREARREENEN, AMAANSEREANRER" CAEREMNMBREENHE
HX R, ARORBRRATRRENHENR., BT -/ B R R RIEHRXRRGENHEEE.
3.3
28 blank
AERRESHBENE. BRPNETESARESHRMNBROL S, HEZ5AREMMERB

A
E: ZAMBRERTIFNBER M. BRAN TR ETER K TRIEA.

) FzE_MAEEPRY(ZDECOM - Z X MR KK P Bk (ZDBO) M R E M7 A Hatano IR IR MH
522 4 w0 (Ochiai 729-5, Hadanoshi, Kanagawa 257, Japan) kM., SHKFELERNITEHN AR LNERE A
RF|FEREA Z AT X85, HEN =R NBE = EERMERETUMER.
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3.4
BAiE S A8  negative control material
B RA MR AR 7= A 4R RN R
. B EOENREBRARNGT RN, ANEEERZEY UMEN SRR WPk R, f o m e en
FAVEZF BB R B R
35
RISREM test sample
AT EYERR ERB RPN AR SR SR — 34 Al BRERE 8.
3.6
ifiC&  subconfluency

FESTHUE KRR, 4 80N M HIRIC & .

4 EmAXRSEE

4.1 BN

RN EA

a) REHEMBRE; M/

b RABHEMEE.

BE S & RLEF 4 1SO 10993-12,

B — 2 0 I 45, 955 B At % PR P A X PR

42 MEBRBAHE
421 BEFEM

Jo T WM B AL F R AR ZE WG PRAL A A B P R, B AR AR BRI T e R B R R
(BR SBOR B AT R AL B RAE S BESH B BN, BRKEMBRREEY
R RD AR BE B PR RAEAFFEWUE.

E: BRETETARERMBEEYRAEERREMRRAMRY BRI TAEER . BRER . pHAERRR

BEH R BBEE BH R N EABER.

Xt F B 7R 6 P IR A B ER B M 4L 40T B B R S B AR (BB K IR, AR RE R RATAE
WYt HURRRESTHELSBESREZRZBRENREY . WREARESEXHEAEFEA, H
RABXE N AL RREBEMLEAS .

422 BRMTR

R RBRE S LR BB RA T, AT RN R . WA YHRKR P NEHAT
3| — M BULA AR -

a) HMFEHFE;

b) AEILKEH

o HBEEHMNE.

A REEFR TR BRI B M, N BREARENERERMHA . SHEEFRERTENR

2) BEERZBTMNEEEASE RS (Rockville, MD, USA) #1 Hatano BF 3% Bf & & M1 25 & & £ > (Ochiai 729-
5,Hadanoshi, Kanagawa 257,Japan) 38l . QHNEER I TEAEB I NEAE  ARRBFERAH AT
=g SRS EE AR NG RB T,
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BAF-RABRATNEERERN TREE M THAA IRHHMRAE KU R B REEAERERHY R
MEEN . RTEmMEERE EVRERRBREYR BB FLEYW NEZBRALLEHERE,
HAEENN RAFEAKN —FEER(DMS0) . 7EFTERFEKILRL+,DMSO MEF 0.5% (EH
SEONAHREE. S MHFLFEBREML, BT DMSO BERH BRI K, 7T B 7Y 5 4 &
fuh Ve PE 2> LA

1 BT A8 SR AR R 26 A % il T (B an AR 4 L AR/ /D 4 i BT AE /D A LT L I T R AR R A R

i 5E
E2: FRIME/ BORCHERMEE LERAFHOETESRBEEN.

4.23 BRFH

4.23.1 BRMRAXEEAR, EXH FEHENHE AR PHT, RS 1SO 10993-12,
4232 MNIERTH—MEGFIERBPEEMEEEABEETRR BT ZEAHMHFRS.

a) (37+1)'C.(24+2)h;

b) (50%2)'C,(7242)h;

¢ (70%+2)'C.(24%2)h;

d) (121£2)C.(14+0.2)h,

ERBREGRETH SN, S ATRUEBRSIMMNAR A BERTNNE. AR D
A BmE 37 CHEKSHFERRHE , EUBKEAPTWEBRIBUBERAFTN —FE SO0
E BN #TRMEH BRI, MEH(RBREMNEAKRT 4 D SKRZHRERIFEREMIF BRI
AR )~ TG KET  BRE BRI /NF 24 h{HER/PMTF 4 h,

FMEEFEABER OMNENREEMS, BB RBEENT (3711) Caxt L& L2/ i 1§
BEHUREREPHMARIT=ERAREN.

X REYRBES B TRESUERRY R, BRI EAR TS S 3R E .
4233 BEBEMBRZAT, MEHTIRE . BLRALMITELE, BERE (LE 9 2) H XTI
TEAIE I3 X B 5 TR LA VA BA AR T X B4R WK pH WA B RN ZE RS P, EReNBEBHEST
b3, Blinxt pH A%, BAXSEHBARER.

43 HEEMERRBMROHE
43.1 RREREE

A RBERN T, £RBR R S BR S Bk BB B RS B4R R 28 8 B 7] 47
Wi,
A e e B R A S B AH — A, 4 6 T R4 R P

432 HBHRHTEYE

4.3.2.1 REEBIRBREMSKTE Y,
4.3.2.2 BHAXEHMEKERE RN RE 2B M EREREERET.
4.3.2.3 RN AEWETE G EEFERTKER R, R RN EREENTEXE IR
HEL g BN EERIELHET.

F TR R G0 2 A1, AL IR o 48 Ty 1k I 1L 1 2K O 9 K R X 8 R S
4.3.2.4 RBRFESMBAEEHAPATEXE KM, N AERNRETEH, ERRLEL B P& TE
BAERHAT. BT BAHMIEFROBAEY TSR, SRR AR T K S0F RS EE, EHE XA BA R
BRI A PR BR

i AR ERR S, ERERE G RER, EAXTRESFBBROARERETE.
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433 WBaRBER

X AR R T A A AT IR IR B

a) EHEHE:;X

b) HMEIEWHEERKENERL.
R E RBNER NIRRT

4.3.4 WAKMEREH R
S K TR B RE 5, A SRE B R IRRT N B R H B, AR I R R R A8 ML i S TR .

4.4 FRMEHF
HEEMNBRS TRASKBRAESHERNEERE.

5 MR

1 56 R Fi € B2 57 4 40 L 7R 3 BL AL A AT B I SRR B

TE T A ok BUR AR A L 0 BRIE B B SRR 9 T R e o L T L AR e DA IR A LR JRAR
B AR ERERY.

VRS — AR 3R A I R B, DU K FLBCE AR BB SR B, 7E —80 CER—80 CRATFURAF, B
P h0 A SR B, 0 — R . KA (A B BB — 130 CE—130 CUUF
HEE

R T B TE 3 JEAA Y5 S 40 A 5 PR R R U SRR B 5 4 MR B AR SRR

EPRERRONEE AR AREENREEKED ZEER, BARBREBESHEEER
BT 2 O

BORFH RSP0 B SR B A LR, B SOk 5 .

6 EFE

B2 I

& ML BT I T B SR LA A E A R B AE R ER
BFEPTIENRRES RIERMHER.

TOFF S DL HEAT RN

X BRENREESHRS M EERAX.

B pH DIRFFE 7.2~7.4,

7 BEFEEFEARGE

FATEE M R AUE SRR S X BT RSN . 7R B8 I 5 3R 40 MR, A A 8 Bl 5 R

3)  H0,1SO ¥ RKIAFME B4 R A £ EEFFEH# PO CCLLINCTC clone 929) ,CCL 163(Balb/3T3 clone
A31) .CCL 171(MRC-5)#1 CCL 75(WI-38) .CCL 81(Vero) 1 CCL 10{BHK-21(C-13) ] V-79 379A, & H X
FEARNTEMABSMEHE, AR ISONTXEEGE, HOAKRRNEFEARNRERMRERNS
R,



GB/T 16886.5—2017/1SO 10993-5:2009

BERE, FHMESFRER K.
R F AR, RS S 401 AR MBS BOR A/ UL A B L ME Y.

8 HBIR

8.1 FITHH
L2 AR B = AP AT KA B ORI R 3
8.2 BEARHR

8.2.1 ARBATHHEEBEHEHMERITE.
8.22 MREBANAKNETBRPERRERNERR EASREBRZMYWESHRENERLN, B
¥ 3h A% MLAE 40 M2 50 4 B ZE AR LA T
8.23 MERAEXFTHENEWMAL, ATRAET _HAKNZIP, Q7D CHTHSE.
HRREEECE RZE ARS8 B P MR E#TT.
ERETL SRR, R8BSR A& BT E .
8.24 REBFHRWASBHERIERFARKETCEMBEEHEL. HRRELT, AXRER S THEM
8 0 K 40 Cm IR AR 40 S R S LA AR
8.25 HKWWEM-:
a) B A/R
b) B4R R AN AR 4 A A R £ R 4R W B AR B R
RE CARREABNBREZRN, HESRTRRER SRR AR BER R LA
e,
RRMR LR, NFEEFBM PR ERE EEMLAMASRER RBSCHAH R,
TR0 A0 SR B VP 0 B, 40 L R R 47 U L BME B R S LR B Bl 45 R AT R
8.26 RAKHFFEEBBRBAN , BEBAFFERRENAERTEHMAERE T HTEAR.
. EEEHERENOON 2 A5 RREBRKERER.
8.2.7 MACRERMZ B AF K R R E AT RILP
B EEW, T BT A A R R AR
8.2.8 ARILH 8.2.3 T RFREKMAHATHER  BUNERAM 5 HEHRETEH B
8.2.9 L EA 24 h MIEFRE, 1% 8.5 P HMEEES N .

8.3 HEEMRK

8.3.1 AR T HME e e R .
8.3.2 MEFEMANARETZATRRCNSEENEIBR EASKREREREMNESRENS
BMA. BRAKEHSBI, EHRSS04HES IB MM RE.
8.3.3 MERFEFENBHEL ETRAT _EARNEKP, QT D CHTHEFR  EEERA
BEKZEERLA.
8.3.4 RBRFHRIABMEREERAMMNELEMNESEER. HEBAT £ KRR T
Fo 30 A: & 40 iR Chn AR 4 T . R B T A MDD
8.3.5 FEHABMFMERE, MAFHEREZLBIA.
8.3.6 e HBM P R|ANAREL/DOHBEHE—NARARNEXE BARIFESHRERD
Hht+oz—.

MBEL BT R ARG AR RT SHRERELHE,
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BRAE 7 TR R B IR L E AR 3, 7 T RS- S B0 M Ay 2 A 48 4 L S0 A B B B Bl AT AR
Joi ¥ B EI B

. EEN, EERMATERERASLFRLA,
8.3.7 [k il 4 A A ok FRUAD B A4 ) FR A LR IO
8.3.8 ML 8.3.3 AT R FIRE KA BEATHE IR & X B3R AW (| 24 b) S i BAAT7 i A — B
8.3.9 FEMAMEY/FMZAIBRE EEHERE, % 8.5 EHMMBIER.

8.4 [aEiEiEMRIE
8.4.1 HWIRYHRE

8.4.1.1 AARATHREHEH TS FAEAFAEATABEALTREY HA TR SHRHETIEAY
MY . ERSRY BUR K AT 40 M B T € BT I E .
8.4.1.2 MNREBANAREZFBRIRRCANFENEEZR FALBHEBNRBRASETHIA.
BRAKEEHENL,EHARY TS BES RBMKNRET.
8.4.1.3 BMEHARBFTENENRE AARAEFT AR P, QT CHITHER, EEEKH
LA BAE KPR HAKGETLT S
8.4.1.4 RRAHKNABHEREEFRARNEILEMESERFLR.
8.41.5 FEABMPMERE REBBELFBSTLENFHEFRERES EHBERATRKREN
0.5%~2%  FBBEEKBMAZERBIA. FRFEFABEAZSTHINDHREKBEE,
XFER/IEFRENBEYEIES FFAEREES THIAASI DA,
i BFARRSFRALLENRIBTTER.
8.4.1.6 HiAREESNETERNREERBLYEATEEL HRAFESHAREREY T+
H2Z—.
ML BT RARMKERT S HRERE LA,
AR R K A B T 3R Z B S R SR AT IR AL AL 3, DABH 1L AR LK .
8.4.1.7  [F) ki 4 BA X HR A FH A X BB BHER I
8.4.1.8 % 8.4.1.3 HET R R FE £ SR 24 h~T2 h,
8.4.1.9  MIBE L/MGHUBUT BAE Z AT L 2 J5 K2 40 Ml 2 4 OB 4 .
BRI AR TR AREBEE. BHERSTARXEEFRATRERE A, IEEF
B, B 7E 8 S T SEAT 40 M BE 5%, DABH Ik B kbR AL E T 5 AR S A 4R 4

8.4.2 Ry #HXE

8.4.2.1 ARBATHRBEHEENITE.

8.4.2.2 EEBHENEAZBRAFTRIA,FBE—BALE 0.45 pm, TR HEF K U8B, 3 0
ABRSFRFFERA N ARBTER, RRESS IERRY S0 BES B ENRET.

8.423 MEHEREFMENENRRE, ASRAT _EMARNESP, QT D CHITHER, EEA KM
LRI B RIAR A RS .

8.4.2.4 FEBIMAMIEFRE  KBIRYPME R T, B7E B LKHHIRE £ 8.4.1.5),

8.4.2.5 HiKIAE & K FAT IR /MO MO B DB R TC 40 MU T Ay b . IR b R R e Ak RN A B, X
REBRBAMFHBFNEREY .

8.4.2.6 [k il 4 A 14 Xob FRL A P At Xk LA DR R

8.4.2.7 % 8.4.2.3 FiRMFIAEAKAERESE 2 h+10 min,

8.4.2.8 MIBAR B /)G HB BT AR 3 SRR T _E /04 B FF BB AR

8.4.2.9 RFHIEE S BRI RE 40 MO B R L
6
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8.5 HAMEHMAE

8.5.1 MRACHBRERTFEMEHRBERI. ARBENERTFNESF &, EHHTERERFIHE
R,

BTN BB ERR, PENRASRAZRE, FNED—BES RBP4
BEARRZEEETENBE. ERBRREPUHREHRURFERERRENZEL, K1
R2PHHTHTHABRERTRNOTIE.

1 RREAAMBEESEEESR

&5 AR ;3 Eoxi i) pUE 2
0 x a3 A P EUBURL G 40 T 7 A, O 40 MRS T T e L
) - A8t 2094 40 a5 (F 45 LB 4 G BE L TR MK P9 ORISR BURTE 5 07 T A 3 A L 41 IR
WU B B 40 A R R
) . ARt 50 %6 i 40 0 2 T 45 G PR P JBURE , G K ¥ B 440 M O A 5 VT TR 4R B R i 50 %6 K 4
A A0 H B R
3 g At 7096 40 3 2 40 & [ 45 40 1 7R AR 40 S5 40 MR R R S 2 SR, B R R 4% B it
S0 A M AE R IM B BLR
4 HE 4R EILF 528 5T BT
F2 HEARRSHXBUREREMKRENS S
%3 AR ;o BB X 38 W 4%
0 x B ] B AR T TR AR B R X IR
1 B BB T T A — 22 BT 40 I BRR 4k 4 I
2 BE R KRR R AE AR T 77 e E
3 B B X g AR T ZE 1.0 em
4 ;3 B RE K38 A 1.0 em BAE
BB R N A FM T RIS R

HEELAR 2 HRTE,GRRT 2 ENBEANAAREFEEA.

ERVRG . W R MFE TS 0 A A ) AR M R AR ISR AR . T AR LA O IA X A B AR LR
BB AR A B Y R A T AR R R SRR A T W E I B M T R B WK. RERET
oL 12 3% 56 JF3 % 27 W 0 ¥k A0 BB

HMEE T FRAT 0 NBUA N A BB RN . R, N THERERANEEXAAS
LR AERRR SR A RTEZHRR S50 RS RE LR RATRIE. X 245 R AT R R
B3

Bk A~MR D R BT R A TREBRARFENERTZE .,

. EERRIATIR R MR A M BRIEVEMTA2Y I BEERDRRR T, BF A MR B BIEHE
ATETHER. M THAREER R AR, XA R B TH ICs0 18 (i T B W1 48 S 50 26 1 30 6l
BOMATAMRBERN A%, MFECAMRDMART M EATHAREHERMENTR.

A LR Y40 MU B RE TR O Bk TT R R T QAR s R X
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8.5.2
%ﬁo

PR EEEEN i, R & AR KB R RSN WA T 3R YRR B4R B

R R AR R R VR4 X MR TS M e R R S M I R S R A T
8.5.3 AVATHFABRIMNBNMERMAFBEER, WA EXBRALYREK. IMFHFLTHUERLRK
KA %
8.5.4 AP RAETH AN RS (B R AR .28 ARSI R 48P 0 26 U8 89 BN, T L
HENMR.

9 HBHEE

HERENZLAETIAETAE.

a)
b)
c)
d
e)
1))
g
h)
D

)

k)

R AL 2 PR sk 5

REREELS;

AT I SR H I

BB R ;

240 g 7R 3% 5 A0 40 MR IR LB 5

I I APUAE R CE I K # S MA R &K
W77 ¥k R

B2 T GE BN FA] 38 Yy i 4 B 5 9B, 0V BB
BA: | B At 0 At X R

24 F9 B 7 1 A YR A O 5

RV BT T AR oAb A S B9

10 ZRiTR

L A B8 AR SR R e R U I AN REEFT A R B B RTEE . AR E BRI SE & HA = Y
AR ROHE B B A & AT R E

HRE R R AR ML %8 1SO 10993-1 & KSR HAK.

0 H PR 40 R R L, AT SR B E — 25 B R4, B A

a)
b)
c)
d
e)

B P oK e 3% 3 2 2 M B o LT, SKOZR B S A P L v KR 5
EEMN, BEBST (K ER AT RREY)

RV F) V% B IS4 4T 5

AT 38 A0 B A 2 R AE 5

HAX R 2R,

M4 RN AT B EE N, HE, X EEBUREEMEA T, (URE A RBEEER—
E BB XA A 1B A 45 2 K G R B
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M R A
(FERHEB R
o i 47 SR AL (NRU) 40 Bl 344 iR 1 44

Al Al

THRET RBESH MM R CUNR SR RBHRHNE.

A2 RRSR

A2l BEXLR

¥ BALB/c 3T3 4HMIEM E 96 fL PRI RREEHESF 24 h(~1 A, ERBEIL &R E (HK
BRAERLRIANEZFERASEXRD . RAESRIIBENZRBESYRM .24 hFRER
—iXB B H NRU I 53 % 5= 40 W E 47 OB . BRARM N Br 0 B RO, TH R B — Kk
B (BRI AL o BE) i A R 8 . MORBE R BL T A ICs, (B 502 NRU BRI ¥ ) , LU B 1 WA
BEALRR. BEFBH 1000 B2,

A2.2 8
A22.1 HREAER

BALB/c 3T3 48, clone 31 (i ECACC86110401, Bk ¥ 41 fid 3% e {2 & h 0, W E R I/R % {3 SP4
0JG;CCL-163, % E LRI B Fe MR K P O [ATCCl, 2 H 35 B WM S48 ) M CCL-163LATCCI#l
# ) JCRB 9005 (A KBH % BF R W E, H A KB .

A2.22 HRagHZ

A.2.2.2.1 HEFHH.37 COBAL.SXCO, SE[MEHREPMBABZENE A, WA KA 7.5%CO,
Sk, Bt pH BAEFEBBERAZHELRERRASKCO, SK, EXFEFTRMBZZE
VR ¥ Z B i B[ HEPES, 4-(2-hydroxyethyl)-1piperazineethanesulfonic acid], 8 iF K E h{EA .
A2.222 BRE.AYELSHHE,

A2.2.23 Kki#:37C,

A2224 BRHEEZERME.

A2.225 ZREMLT.

A222.6 BWOH.REZAOBERHERET.

A2.2.27 XBREXE,

A2.2.28 96 FLARK BT BCE 540 nm #EXH .

A2229 BHEJ/:ATHERER.

A.2.2.2.10 4RaH %L M 40 B vH 2 2% .

A222.11 BHE.

A2.2.2.12 8iEEBAER.

A.2.2.213 FHEH.

A2.2.2.14 HARIEFM:80 cm® .25 cm’,
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A.2.2.2.15

96 FLARIEFRIEEN .

A2.2.3 {eiw EFERMH

A.2.2.3.1
A.2.2.3.2
A.2.2.3.3

B A AR RIEFEE (DMEM) . AF L- A& B
L-8EBtiE, 200 mmol/L 5 glutamax,
4 /N4 7% (NBCS) .

R AR AN DRFCS, BTFHRRBRAMMA,FCS ATRH O.D.EXWE T,
i F NBCS #y#thia] 48 5 , & Je k2 — ik 3T3 4 K R B BB (20 h~25 h fEIE B D , 3F{R B
R &/ NBCS,

A.2.2.3.4
A.2.2.35
A.2.2.3.6
A.2.2.3.7
A.2.2.3.8
A.2.2.3.9
A.2.2.3.10
A.2.2.3.11
A.2.2.3.12
A.2.2.3.13

B E S #/EDTA Bil.
B ER 5 2 4 L (PBS) . A& Ca®" F1 Mg*™ (BREFHILAD .
HEPES(I A.2.2.2.1),
PBS, & Ca’* il Mg®* (¥R .
EER/ABRBAE.
LT (NR)
ZEREITFRM(DMSO) : 3 #Hréki.
Z B (ETOH) : 43 Hr 4k
Z® ek
AN EMIEA THMIEFAAK.

A224 B&

A.2.2.4.1

Syl

SWHEBMH T NR BB NRIZBBA NR BB M BMENEE, HEHEXHEAAFT
ME WA CEY R SIRE) TE B TR,

A.2.2.4.2

ERE

A T3 B4 (£ DMEM H i B8 ) i) DMEM (& SRR AR WD «

a) HTA%
—20% NBCS
T%~10% DMSO
b) ATFHMER
—10% NBCS

——4 mmol/L L-BRBEAE R glutamax
—100 IU/mL ~ #EBE
—100 pg/mL  HEBE
——20 mmol/L HEPES
o HATAEXBHER

5% NBCS

——4 mmol/L A EABLR K glutamax
——100 IU/mL FEBX

—100 pg/mL  HEBE

——20 mmol/L HEPES

10



GB/T 16886.5—2017/1SO 10993-5:2009

TEEWMFEERFAE 4 CRUT FALHERABIRAE.
HTOHEATRSESXRY RN AREE L BRRRESNERENFREERE %, A
ABSE @R BRI, B 0 0 R 8 I, 40 s A & B

A2.243 HhY¥I(NREER

—0.4g NR 3t

——100 mL 7K

EAMEER, EZRBEFREFTCETNA . TE RN LSRR BERSEREAE, T
FHERKEMY.

A2.244 HFELZ(NRIEFE

—1 mL NR &%

——79 mL DMEM

NR i REHE 37 CHELR, EMAZMZATE 600g B0 10 min(UBRE NR 48), BiR
AT AL B, REBMIE NRIFEFER XL H. SO NR BFHREANA LK 5 TR
B 37 CHAMT (A, 2 15 min AM 37 CEHEHRE, FEARES 30 min HEH.

A2.2.45 ZB/Z#8B#&(NR 5%B#

1% LBRBW
—50% ™
——49% K

e R, RAF A 1 h,
A2.2.46 HRBEHESE
# [/ 1SO 10993-12 il & #E G B IR .
A23 HiE
A23.1 BN
WG FRIT R RS % ORI B % C.
A232 RERERE(] . EEXNREC

5 YR 40 i B A SR T A A HE PR X R

ZRMFEVETLRNRELREN CREAMELERR TR, + 5 EH M (SLS, CAS 151-
21-DEPRBET AT RN — Ry, BN ST B, 7E6 0 SLS i #E# 4 MRERE.
0.05 mg/mL.0.1 mg/mL.0.15 mg/mL.0.2 mg/mL,

SLS iy ICs, 7 58 - #448 (Spielmann et.al.,1991°1) % 0.093 mg/mL,

95% B {5 XA % 0.070 mg/mL~0.116 mg/mL,

SLS # ICso e 95 % BI5 X 6], NIRRT A B ZIRdE.

RO S DR F B #:3 B b8 (40 ZDEC 1 ZDBCURMIE DA 3.2.3.0)],

A233 FERFERRE(ID).ZH

RALHZ B 68 B (NRU 8 ODso ) 8 XHE (R R a3 BD AT R, R B R i LAl 1 X 10¢
11



GB/T 16886.5—2017/1SO 10993-5:2009

B B0 40 R 75 UL IE ¥ B s B T S O K

23 H ODs FHE N =>0.3 JIRR A AR,

M FRAEHREMHRARE, B ARBREAMFHTLEL A.2.2.4.6) 3B 96 FLARAYZE (56 2
5 4GS 11 FD M CRRLEE S 1 515 12 7 BB XRMILIMMR E).

£ AFNSHYEHESEHEATHEMENAKRT 15%, MR RFF A ERINHE.

S F A REMRE RN RE, BT LUETHE B RERESRR, B R AR — B RABMER
TR AT 4 BRI P 25 B IR AR

A234 RE-RERROE

VR - RA W IC, EESARAREA (A B NRU | F4 10 % #0190 % 2 [6] B4 | B AE
X, tu%xﬁﬁ#,%ﬁmﬁﬁﬁlﬂ?11&@5ﬁﬁﬂﬂﬂ#fiﬁisﬁ#%%ﬁd%ﬁﬁﬂ%ii
HE.

A235 REHRKBRBERE
A2351 HERARE

B — AT 2 B B S T, e O R R R A R RO AR 8 VR SRR R
5 v 5 R R 9 4 L B0 S 4 R B 30 96 SRUEEAIE , U BASH T BLIAH T A M A , R FREEAT B

A2352 EFRE

ﬁﬁ?ﬁ@ﬁﬂﬂﬁﬁﬁ@i&ﬁ-}iﬁilﬁl%ﬂ$,Eﬁgﬁ*i&E%ﬁJﬁﬁﬁl?ﬁﬁd\(ﬂum=1.47),, A
ARE R ED 3 A AR B 35 KRB TS (b T 10%6H0 906 B Z A » 38 S K 25 T 4 O Ak R
/2R 100 % 4R B PE VR BEE

A236 RBRIR

EE.EREARBAR AREATFRRZWNESR2R~3R.

ZALBHTRARSRBMERE.

FI1X

 FEREEEE 1X10° NI/ mL R, RAZEEB WA 100 pL REEaEm
7 96 AL HMB RS RMI B (=5 A, RSB CRMI1IHIMFE ED JTEHRL P mMA
100 pL BFEEK 1X10° NI/ mL A9 40 L& (=1 X 10° A/ . B—RARELBER
8] 4% — AR, B — N ARUF T SR R, A B S FROAE R A — AR

 mEF 24 h(5%C0,,37 C,>0%BE) BB EILEHRE. 75 3% 5% 3 18] 8 R 4 K
2 ERERBOEK.

 AEMEBMETRESME, RRMRE SRS AR KA S, T RARERANT
FlEERIRE.

FgF2X

—— 33 24 h FR TR,

—&fLInA 100 #L@iﬁéﬂf&ﬁ#;‘faEw&\ﬁiﬁﬁﬁﬁﬁ\ﬁmﬁwﬁﬁﬁﬁﬁ(éE)B‘J&tﬂi%
FE,

— MRS 24 h(5%CO,,37 C,>90 %A .

E3IX

M hANBEANEBMBETRESMLACAREMAZAZ RSB RRHAMMNE RS

. TR TR IR RE R VR A O AR SR 4T S 2 7 T AR (B R S T SRR T B SRV
B (HTD) (9B s AE T i B pe B e 0 S B2 . S R AO R RAE KT R AL R IRE JFEW
12



BB EHAXRR.
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NRU ¥ % ¥ R #K#& Ellen Borenfreund (Borenfreund and Puerner™) #4tfg 5t ¥ 40 8B
AT AR T 40 VB P T A B g B IS A B OR
—F1 100 L FR K PBS Myb4i i, SRR T RBRE¥EW. S0 100 uLNR 332,78 37 C 184k
H 5%CO, ZSHMHE 3 h,

— &G, LB NR #5355, F 150 4L PBS {HE 4.

— 2B MR L PBS(AIEABLEBHERE TR,

—hn 150 oL NR SR (Z B/ 2B Z4 %L, BHES .,

— R HEREREB TR B L RERY 10 min, HZE NR N PREHEERFERE TN

R

—HAMBRESCEH MO m USAAS RN BB AEBNRCE. FERBUEFASTERR
(#n ASCIL. TXT . XLS)fR %, {8 TRl /G W - R LA H7F0 ICs, 35 .

A24 HESW

REH SR RBE—E U NRU RRQBREEQTH, RAS—AR%EE 6 ~F47EK NRU
FHE, ZESLWZ A NRU FHEMNZAER AT HEZRE) #7HE, UG RAHES 51
B HWRRAEX IS, W4T, S—GtYaY 8 N B HE T R N T S S A

® A1 3T3NRU GBS RRERE

B ]

]

00 : 00

70 96 FLAL:1X 10* 41H/100 uL DMEM #3528/,

v

24: 00

BREZRE
v

24:00

A PR A B 55 5% 2 4 ) 8 9 BE B KRR S B4R MR (100 L)
CRAbEIZ B =4 BRI
#H (37 C,5%C0,,24 h)
v

48 : 00

B EUEN BB TS
B R Ab M E SR B
Al 150 L PBS Mgt —%
A 100 pL NR 3% 3¢5
¥ #H 37 C,5%C0;,3 h)
v

51: 00

fBif8] i NR Hr e 4
A1 150 uL PBS #gk—¥&
A 150 pL NR $:BE € &
(Z®/Z BB
v

5140

R MHEAR 10 min

51: 50

¥E 540 nm J & NR 0 5 (B 40 2 3% 44

13
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R 5 V8 55 W 5 T VR BE (100 %6 B4R W) 4 o 400 MG ¥ e dn /N ot TR A9 70 %%, WA e BE- S T 9 R X I 1
22 ) 40 BRI 50 Yo B M (BP ICs,) . BT HIBM T ..

—FITERF®
BEGAERBIRE, X=HER,Y=a5% R, BY AW E 6T K E- KA ok 57X E
H— LRtk R B TR A X B

£

— F YR B R S B A T X4 i JE 2R 4 [E1 )9 5 B8 (% Hill function® 5 logistic EH).
A IC T — S B2, A EEENSHARNEE.
RE 51 5 4 W55 5 VR B (100 % 82 58 Y ) ) 40 MG AR Xt 355 ik >34 BRAL B 70 %5, 0  BLBEA N R 4
i3

4) Hill BERTAEFETE , 27 8- 5B R T AR,
14
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B ® B
(BB R
b 370800k 13

B.1 AW

ARBTREREATETHHARREAEYERRN AR ENAREERRAE [ 54,
RE&%Xw2].
E: FTATRNHRT RS [ RIS AREURRERNEY.

B.2 AXRIH

B.2.1 BEAXS R

¥ V79 G 6 FLAR S, RIFHEIE 24 h EFHEMPAERBB. RE5RFIEEHRBYEM,
FEH 6 A EREBAM I, T EKE R, IR R A, B R W 40 B A e
R HE IC (REMBRZE50%), UBREETHHLER,

B.2.2 ##
B.2.2.1 HAR

V79 Zid (JCRB 0603, AP B ST R EE , B 24 KBR ; 58 2% [ A1 BRI 40 10 F 00 L b 40 D
B ARG V79 I, B3 3L AR TY R K T B AR K

B.2.2.2 HARig&

B.2.2.2.1 &3%#.:37 C,®4L.5%C0,/555.
B2.222 EBitiE.L£YLLirik.

B.2.2.2.3 ki#:37 C,

B.2.224 GEREENE.

B.2.2.25 kBRI,

B.2.2.2.6 LG EIEAT,

B.2.2.2.7 ZWEXE,

B.2.2.2.8 4RIt (S M 4R A b 428 .
B.2.2.29 MR,

B.2.2.2.10 BHE.

B.2.2.2.11 HLAMIFEM:75 cm?.25 cm® AL IEFEIM . 100 mm HB.
B.2.2.2.12 6 ALALAIEHRHBEEH.

B.2.2.3 {4 . i&FEFMH

B.2.2.3.1 Eagle R{ERBEXIEFE(MEM) & Eagle FAL AR .
B.2.2.3.2 B&/MN4 1% (FCS).

. BT FCSH#tMAER#E, H M V79 HHKE—H#t FCS M4 K MM 88, 3FR 8 7 2 Ry FCS,
15
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B.2.2.3.3 HEAM/EDTA Bil.

B.2.2.3.4 R&ELEh 48 v (PBS) : A& Ca®* 1l Mg™" (BRERIHALRD .
B.2.2.35 HER/HBRBE.

B.2.2.3.6 —FRETM(DMSO): Hrak.
B.2.2.3.7 ERAE¥.4ri4k.

B.2.2.3.8 HBIFER.

B.2.2.3.9 BEEMEEBNE.

B.2.2.3.10 FEAKHEEMEA FARMEFAOLAK.
B.2.2.3.11 FREEM.

B.2.2.3.12 L-&E®Bk.

B.2.2.3.13 MEM 4 BREE®RE.

B.2.2.3.14 HEH#4:100 mmol/L,

B.2.2.4 #&
B.2.2.4.1 AW

LEWAER (R T 5 WEERD B 2R I K8 , 3 BB o 44 T AR WA (M R A7) T
b AT R AE.

B.2.2.4.2 ¥HE

SHTHMAH 1000 mL Eagle MEM:
a) FATFAGMERER, & 10%FCS(MEM 10)

——111 mL FCS
—22¢g BBREM
——0.292 g L-A & B

b HATEHRMLE,S 5%FCS(MEM 05)
—53.5 mL FCS

—5mL MEM 07 BEME
——10 mL HEM4E8,100 mmol/L
—0.292 g L-2+ R Bt

—32.2¢g BBREH

TR EEAE 4 CRIFFALFAELLITA,
HTMEEATHESESRRY RN AREY LBEREOOERERRE SN, FEXEE
B o 0 5 B S 0 R L, AN S B . IXHRR TR R, R PR IE RAAER.

B.2.2.4.3 5% EMWER

——5mL H PR
——95 mL FEAT Fh K BEBR 25 2B v, pH6.5~7.5
& F AT BLEC .

B.2.2.44 HRRRBEEE

HH ISO 10993-12 M &AM S BRB, AEAESXREARSBREMRERYB R LREERA
6 cm®/mL, B & R B 5 BN RHEBWRE LREHRA 0.1 ¢/mL. RBSHICRI6].[7]M[11],

16
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B 100 B 8%, F§ MEMOS i BB &SR ES LB BERER.
B2.3 A&
B.2.3.1 AW

WAL ML IR 0T R WS % U1 MR C.
B.2.3.2 HEREBEE(D) XK (PC)FB MR (NC

R RFERR AN A REHEXT BAAEX R, #BFEEMEA SRR, In ZDEC f1 ZDBC
(LB 1),

Ty EZnEE AT ZDEC fl ZDBC:

a) ZDECH IC;, HAMiE 7%.

b) ZDBC # ICs, EA ML 80%.

B.233 HEFERRE(I.ZA
ZAKRELHRMEL N RS A AR E K 70%, MXBAF & #ZIRE.
B23.4 RE-REFRRKQE

R BE-R A8 H A IC HEAH 2 N8R 3 AN CHITT RE) 3¢ B I A 10 %701 90 26 Z 8] ) R R FE
X, BN RERBETURS TRE AFEZRRIFRABRNIRBETEIRAR.

B.2.35 RBHRBRBERE
B.2.3.5.1 FEEFNLR

A—AMEHERAEENERE T, 0 12>1/10>1/100=>1/1 000, K #¥ i B 32 B B 4 MRE
TR 5 5 R R 5 R A B 5 4 O A VS M T R 30 0 BREAR UM T 30000, AR AT BUA N BB, A
BT ERR.

B.2.3.5.2 FEiXE

AR T A B VR - R R AL, FRB A RERFIBMBRTEB/D. USRRMMHED
3AARBTESE M RWRBETE (T 10770 90% RBLZ[A]) , 8 4 K 2 76 40 MU 3 ¥ ok BE A0/ 3K 100 %6 48 M
BHRE.

B.2.3.6 RBIH

FE.RHARBER AREATRRZWNESR 2L~3 R,

gI1X

B MEMO5 #f3: 3414 33.3 MM/ mL M4IMEB . 6 FLIRMBILINA 3 mL B,

FE2xX

BE 24 h SMNELPBRBIEFRE, MA 2 mL B MEMO5 R4 &8 1000 BREIMBERRE
. B—REFITHEIL. BEFRAFTET 6 d.

#g£8X

MNEFL PR A RIS, PBS Mt B — L. MA W R E S R%  BA K EWERRE. iHH
B-LEEHKE.

17
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B.23.7 HZRET

— R BHENELL, PRSPl 50 MRESHBARRERE .

—iERE—LHBRELE.

—HAE - BRRBERERNTFHRERE.

— B RBTRERE BRI RARERE LT SRR RECEARSE PE.

R 4R V780 VIR FBE (100 %% 382 4R WD) P AR B R 4/ T B BK) 7006, T B BB A A
M IR R AR ICHE RN,

—— 8 ICs, (R BEM ] PE % 50%) , B 50 %X TG R B, AR AAE A BT 500 H8E
B A PR AT IR

—— AR AR A > AR 7020, BBHRL BN o R AR .

T X0V BE 9 AR R TE 50 ~T0 % Z AR, BB K IC HBALREL.

B.2.4 RREE

MRS I EHARRBRRE; MAHTHHAELR:
a) HAEFKEHXHR PE;
b) AWRBBIE, WIERELE RETE R G 2k, v AR RS ICsfH.

18
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M ® C
(HERHEHR)
MTT HAa B8

C.l &2m

THRBFREIRBEENEAROFER, LS2H 9], BARKEBR MTT [3-(4,5-dime-
thylthiazol-2-yl)-2,5-diphenyltetrazoliumbromid JZEIE A M AR BMHER R, A M EX AR T HENE M.
FHARMKESHMETHEERAXE TSN EEMESX,

C2 HERHR

C21 BEXSR

L929 4R 2 96 fLIR, ERFIEIF 24 h(A RN, B BF LS RE (HRERNEFRS R
ANEZHEBRASEXRSD. RESRIIRERRAESHEM. EM 214 hEUEE—KBRKREH
PRI B, 5 %of BB 57 40 MG BR) B O R AT L. T B — R A KR MG E 2 H.

C.2.2 ##
C.2.2.1 #HMAR

K FH 1929 4 (NCTC clone 929:CCL 1, % H MR FY R+ .L[ATCC], XEHI#HH B LMD 45"
#7; ECACC No.88102702, Bk ¥ 41 i 3% Fe 45 i .0, S E R /R 2518 SP4 0JG) , 40 i 3% 3 4y b To 32 IRk

C.222 BRE#&

C.2.2.2.1 ¥E34.37 C,B4L.5%CO, /5K,
C.2.2.22 B .£MELRHE,

C.2.2.2.3 Xki#:37 C,

C.2.224 BEHBZIRE.

C.2.2.25 ZIGEMELT,

C.2.2.2.6 B OH . EREHEHERET.
C.2.2.27 ZTBEXRFE,

C.2.2.2.8 96 FLA X Et L ® 570 nm Yt H (B M 650 nm),
C.2.2.29 RFB.ATHERHEM.
C.2.2.2.10 40 Rt ¥ {55 i 40 Al i1 2028 .
C.2.2.2.11 WA,

C.2.2.2.12 SiEEBME.

C.2.2.2.13 %#HEH.

C.2.2.2.14 ARAEFEIAREFFRBM,
C.2.2.2.15 96 ALARAERMBREIN.

C.2.2.3 434 3% 5% X0 MW

C.2.23.1 #HERBEMRBEREFEMEM . AEMA AEABEMBKREAMN.
19
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C.2.2.3.2 B4/ 1 i% (FCS) .

C.2.2.3.3 HEAMNM/EDTA Bil.

C.2.2.3.4 iM% h B (PBS).,

C.2.2.3.5 MTT (3-(4,5-dimethylthiazol-2-yD)-2 ,5-diphenyltetrazoliumbromid) .

C.2.2.3.6 RAM.HHH,
C.2.24 H&
C.2.2.41 2N

LWAMW PRI SN T, I L EETE AN T MERARCEY R SR 83 5% it
B,

C.2.2.4.2 EBHE
S8 TR (E MEM s B & vk 3D B MEM(E BB EME WD .
a) HATR%
—20% FCS

T%~10% DMSO
b) FATFHMARER
—10% FCS
——4 mmol/L A HA Bk glutamax
——100 IU/mL  HEBE
——100 pg/mL  HBEX
TLBBEEAE 4 CRREFACEFELIHA.

C.2.2.43 MTT &#&

MTT B FREHLHK MEM s, 3% E N 1 mg/mL. HBCRAHES T8 (ALE<S0.22 pm) &
TR, WRE YR,

C.2.244 RABBRHEEE
B8 1SO 10993-12 #l & R R .
C23 A&
c.23.1 Al
WAL MBS 3R Bk WS SO BB s% C.
C.23.2 RBRBAECD) A REPC AR NC

45 UK 40 ML 2 1 SR 0 A0 BT 4 4 PH M % PR R B e of R, R FH M A0 B S R AR, 4 ZDEC A1 ZDBC
(LT D,

C233 RHBFERRE(D):ZA

K2 4b B2 [ 6 B (OD o) 4 XHE AT R, ZE R B A BI K A LA AL 1X10° Bk A9 4l 2 & LA
TE B B 7% 4 o 1] DA 4 8007 K.

25 [ ODspo FH{EIN=>0.2, NIRRT A R An A
20
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ATREAREMRERE BZAMB 96 FLARMZGE 25D A GE 11 FDFM CREEE LS 1

FiF% 125, 2 REH XMI1IMM R B

EAFZHVFHESERESAPHEMENRRT 15%, AR A BEZRE,
MTHREMRZOBRE, WTLES AN BHERES IR, UHAIREE %, RASK

BV N AT R BR B S % R ERAE .
C234 RS R

t.

FR-PFARRAE AREATRRZWNESR 2 K~3 &,

RCILHHTHRRSBRBIERE.

AEAREREKESE 1 X

—RAMRNEAREORE/EDTAKEFHRMNEFRPB L, ARERAE 200g AL 3 min,
RBFEERAREB, WEBEERN 1X10° M4HE/mL, RAZEEBBRIR 100 L 5%
iy o6 AHAERMBHERWIBEA P (=21, RBEXM1IIHM R E) . EHAALF
A 100 uL #EER 1X10° MM/ mL R 48 B (=1X10* A~408/FL) .

— 4B EH 24 h(5%C0,,37 C,>90%WE) U R EILEHRE. 7 001 &3 6 47 40 K
2 M ERBMEEK.

— AHEBHMETRES M BAMBRERSA AR KA HEE. #TXTARERNT
HELERE,

HE2X

—BH 24 h FEREIEFRE,

—BAMA 100 pL &35 58K B SRR SR BA M Xt IR L SR PH M R ER B (55 ) By AL B 8% 5%
#, RESHAENRBREAEZESH 4 MRE BRKREERMH 1000 BB, KAWEH
B-NREREEAKSLRE. AENRAERE I000BRB, EEAEREENTH.

— R E 24 h(5%CO,,37 'C,>90%BEE) .

F3IX

4hERAEHEBHETRES MM HEHAREMREZRZANBEXRAMARMEKR

ICRERFESBRBAEFEEA SO HRERZE T EORE, X EERAHTEHRE

teEBWE. XRAMOARERBETRALRRE FATRSEREFLRR.

FHREEEDMOBRFFE, XE—NMEESR, BAREE P HMEEFENBER MTT, &

BBRPAMESER. ¥ 50 uL MTT B C.2.2.4.3) MB B —RARIL P, FIRAE 7 CEFHETERT
2h, REFE MTT BB BAMA 100 L RABEHEBR. BEFAR, ETERE 570 nm Bt WM
BB T B U R RO BE (B B 650 nm),

£ C1 MITHARBUIBRRERRE

B 8]

B
h
BeFr 96 FLAR :1X 10" ~40H8/100 L MEM H 32/
00 : 00 #B#E (37 'C,5%C0;,22 h~26 h)

v

Br&

24+ 00
v

21



GB/T 16886.5—2017/1SO 10993-5:2009

# C1 (&)

i 18] SR

A At 38 3 3 2 0 45 O =>4 AN TR B R IR IR RE S B 4R B (100 L)
CRALEZ [ =B
BE (37 'C,5%C0;,24 h)
v

A AN B EITFH
BrEFERE
48 : 00 mA 50 uL MTT ¥ ¥
#E (37 C,5%C0O;,2 h)
v

BE MTT B8
FILIMA 100 pL BB
7 5 1 R AR
v

51:30 7£ 570 nm JU B B (SR 650 nm)

24 : 00

51: 00

C.2.4 HEZR

FHBEXHFEERFENRE. URBERXLREAR, 0B KR AR .20 BAHE

C.25 ¥ESHSW

RPN ST RS PRSI ERSERNERGTMEA X, 570 nm @R

FE., #RCHESZAFARBITHEFEETR.:
100 X OD g7,

HERY%) =D N E A |
v
OD 50— WRKAF @ 100 96 B4R WG BE V- 341H 5
OD s —2 B BV #1H.

FEREMN, B GBEN A REEER.
MAEBERTRHRIA<ZAM 0%, WAAHBENARENE. RRFEL SONRERFEREESS
L0 BEBOFBERHRREE, FNEEEAR.

1] 1ISO 10993-5:2009 HiR A “EFlL 100 mL BHB”.
22
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B D
(TR R
XTT 40 i 3 140 08

D.1 AN

TR J7 3R 2R B B W R IR B AR TE R, B SR (9],
XTT [2,3-bis(2-methoxy-4-nitro-5-sulfophenyl)-5-[ (phenylamino) carbonyl ]-2 H-tetrazolium hy-
droxide ]7E 5 40 M AR R IR, A UK WS YEF = . WSRO B 55 P S0 BE HH I O G BE A 2K

D.2 RBSR

D.2.1 BAXx$HR

L929 S EFHE 96 FLAR, ERFHESF 24 h(L AN . ER B KL A LR (HHRERANIERLS B
HHEZFERRSEXMD . RAEERIKERRASYEM. S 24 h ERUEE - RRKEF
B, SX BB FREMGET R, HES—RRKFEEKNF T,

D.2.2 ##
D.2.2.1 4%

R Fi 1929 4l (NCTC clone 929:CCL 1, X EH St B FHYFE M P O[ATCCL XE#HERIEMND
29555 ; ECACC No.88102702, Bk ¥H 41 MU 3% F2 Hy 47 % b 0 , L E R /R 2% 18 SP4 0JG) , ZH IS e Y i Ko X
Rk,

D.2.2.2 HRig&

D.2.2.2.1 1%3%4.37 C,84.5%C0O,/55.
D.2.2.2.2 EBRE . AEYRLHRHE,

D.2.2.2.3 ki#.37 C,

D.2.2.2.4 BIRBEZIRE.

D.2.2.2.5 XKML,

D.2.2.2.6 B.H . ERBEHEHRET.
D.2.2.2.7 XREXFE,

D.2.2.2.8 96 FLAR Bt . FOE 450 nm ¥ A (B H 650 nm),
D.2.2.29 BHEB.-HTHERER.
D.2.2.2.10 4RAat %00k i 40 A it %88 .
D.2.2.2.11 BHH/.

D.2.2.2.12 8 iEMMHESR,

D.2.2.2.13 %*EH.

D.2.2.2.14 ARIEFMKARAEFR/M.,

D.2.2.2.15 96 ALAREFZEHBBER.
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D.2.2.3 %M HEFEMME

D.2.2.3.1 #HKERBEMRBEREHE(MEM) . R B A EBEMBRRIMN.

D.2.2.3.2 Ba/h 4 1% (FCS),

D.2.2.3.3 HREABN/EDTA B,

D.2.2.3.4 B2 il (PBS),

D.2.2.3.5 XTT [2,3-bis(2-methoxy-4-nitro-5-sulfophenyl)-2H-tetrazolium-5-carboxyaniline inner salt],

D.2.2.3.6 PMS(W} BAmRER FFER) .
D.2.2.4 #&
D.2.2.4.1 @&

SWHER FHBMENEE, HAEEREEGHTHERE(EYRFE REFR P ET
Bk,

D.2.2.4.2 E#RE
A TH MRS FE MEM H R AWEED K MEM(ERBREME D .
a) HATA%
—20% FCS
7%~10% DMSO
b) FATFHEMER
—10% FCS

——4 mmol/L A A B R glutamax

—100 IU/mL ~ HEBE

—100 pg/mL HER
TLFHREEAE 4 CREF FACFAELHA.

D.2.2.4.3 XTT/PMS B i#&

XTT G FAE®BL .56 C~60 CH MEM f1,3%EH 1 mg/mL, ARG B/ERS . BRRAE
5t uR a8 (A2 <0.22 pm) B T E T B EEBR B . PMS (M5t B ' BR) i PBS 2w L ) BL 5 mmol/L
VW, R 0.22 pm U AS T OE o SR EBR A .

i FIBTH PMS i3 XTT B®BF, WERN 25 pmol/L(BEF XTT ¥ H I 5 pL 5 mmol/L
& PMS), XTT/PMS BBz B R K+ .

D.2.2.4.4 HRBEESF

RAARTBL ] FCS # MEM # /i 1SO 10993-12 ] &+ MR .
D.23 A&
D.2.3.1 BN

WAL B SR O Sk LS 5 SO R M % C
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D.2.3.2 RERBAE(]) . AR PC B Hx R (NC

BRI RN ECRE A B |, AR ES R8I ZDEC 1 ZDBC
[REE D],

D.23.3 REREBRE(I).ZAH

KB AL BRI B (OD o) S XHET R, E R RN RA LI 1X10° R4S LU

IEH Al 1 o 1] A8 HO7 K.
25 1 OD 5o FIYMH I =0.2, WX B A & BRI .

HTREHREHRERE, BEAMEB 96 ARMZEGE 27D A GE 11 FD PN CRRLE AT 1
FiFISE 12 512 RE%5 XXMM R E).

E ERIZAEHES LB AFHEMZMAKRT 15%, WiRRA G EZRE.

TR IR S R, T LB HE BB R E SR, URREREE 3. RABME
PR AT BRI 3 = B R #RAE

D.2.3.4 RBHR

FE.PEARBAE AREATRRZWEAR 2 R~3 K.
ZD1AHTRELSRBERE.
EEAREREKERE 1 X
—— R ARE N (BB B8 /EDTA K SR A M S e P B 1, 40 B 78 200g B> 3 min,
FIEREE RIS, WEHBER 1X10° M/ mL, RAZEEBBSE 100 oL 53
£MT 96 LALBHUBHERWSMBELF (=58, RSHE XMW R B, EHKRALF
BIA 100 pL BB 1X10° AN4HME/mL B 4B (=1X10* NI/ LD .
—— MEE 24 h(5%C0,,37 C,>90% B B MM A B Z . 7615 B 7 4R 48 B 1K
. MBBOE K.
— HHEBHMBETRES ML RENBRERSLARMKANHEE. ETEXTARERNT
HELKIRE.
g2X
—BH 24 h FR LR,
——GALINA 100 pL &% 24 7 BERE 5 4R W L 2R e X B L B P X R SR AR (%5 D AL B B R
., RRRAREMBBRATZELRE 4 MRE, RRRERTRA 100 B R, FHRWET
Ha B R E RS MR, AR ERR 1004 RRE, EEMAEREAN
ZEH.
— B E 24 h(5%C0,,37 C,>90%@H).
g3IX
U hMBEENEBRETRES /ML ACHARENREREAN RS XRHAMRE LK
P, DR RIAE RS A B SR TR A A O, (AR BT RA A T AR E
MR, HRARMARRERSETRALRIRS, FEWVHRSEHLRFXRE.
EHKEEH 50 pL XTT/PMS BB N2 E—RRFL+, PR 37 CHEFMPEBET 3 h~5 h,
AR ELAR R AR IR, N R T T AR » WL P I Y 100 L R4 A WA 2B — SR P AR B X AL

P, 8 TRE 450 nm 8% H AR I E BROG BE T B OB B (BRI K 630 nm),
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£ D1 XTTHAREHKBRERR

i [8]

FR

00 @

00

R 96 FLAR:1X 10" N4IBE/100 pL MEM #3558/,
#E (37 C,5%C0;,22 h~26 h)
¥

24

00

BREBRE
v

24:

00

I AR b B A A B9 =>4 A IRBER IR IR T B SR (100 pL)
CRAAHEZ A =4HIFHRE)
BE (37 'C,5%C0;,24 h)
¥

48 :

00

T A AR B BB IR
A 50 uL XTT/PMS B #
BHF (37 C,5%C0;,3 h~5 h)
\

51:

00

R TR
B PR S 100 pL B PR+
v

51:

30

7E 450 nm Y B Y6 B (S 630 nm)

D.2.4 HBEHR

FHRBEXHRECREREE . URBEXG AR, B KRA AR . 2ax R aH

D.2.5 HEBEHH
EHREBRLCSB TS PR ERAEAEERE XERSERPMR A FHEH X, 7 450 nm

WEEHEE. #AODDEZARBRITRFERTR.

A

100 X OD 450e

FER(Y) = — 450 crassessseesesnisscsssessesee( D1 )

OD 4501

OD 50— R IBE Fh 100 0 B 4R W6 95 BE - 1 4H

OD 450b

ZEMEEFHYME.

G RBAGRS , X R o B R R

MABERTRIA<ZAN 0%, WRAHERNHAREE. KABRER SOXNBRBRFEREESS

1004 RBBHFAERHASER, TN EER L.
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