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BT 8 M & M F
E 58y KM ARBERE

1 JEH

GB/T 16886 BIZA &4 iR 7V & BEIT 28 MRS 40 R B 09 R ¥k
ARS4METSHREA/RBERBEREREM AT B TR SR AREMOB T .
A4 E T8 H B4 92 2 Bk o0 9 s vl 2L 30 P 40 B B9 A B2 BT

2 MEHSIAXHE

THXEXMNTFAEAXHHNARLATLN, LD H A5 A8, 0 B A6 AE R F 43X
. LEREHBOSHXHE, JBH A (BFERTA B SCR)EHTFTAHE.

ISO 10993-1 EIFAFMEDEWM 5 1 34 KK T LB+ 8 F 4 5 KR (Biological evalua-
tion of medical devices—Part 1;Evaluation and testing within a risk management process)

ISO 10993-12 EIF8#MAEHFEIFM B 12 84 # 5 W & 52 B 5 (Biological evaluation of

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

3 REREX

ISO 10993-1 #5& A9 LA B T P AR & 5 SGE A FA XK.
3.1
JEFEFMM  culture vessels
I8 FH T 40 0 5% 2% 00 28 0L , 6035 B R 1% 9% 0L | 206 5% % R a8 208 2 7L B SR AR A0 Al IR S AR S 2R 0L
. ERXERRAED, XSBNAEFSASARRARINER, IR TSI D ARER, TUERMSA,
3.2
PRtEX 4B positive control material
5 R A 38 40 1 00 i AT - 0 4 B B 4 SN B AR .
E: AN ENENEBREARRAZENEN, AMAAISBFERENYRERE CHEBREH MR BN HE
R ERNBREATREBNOFENSE, BRT -/ ERAMLEZYRIEV IR RIENER.
3.3
¥H blank
FERRESHBRNM A BRYAETSARESHARNBL D, HE2Z5KXREKHARLY

%#.
. ZENE RN T FO SR8 I B R A AR T B TR

1) S-Z % ARSI PR (ZDEC) M — Z 2 — 5 4% 8 3L ¥ B4k (ZDBC) Y 3¢ &M 7] . Hatano BFFE AT & dn 45
§h 22 4 %> (Ochiai 729-5, Hadanoshi, Kanagawa 257,Japan) 3B, SHMNEERRN T EAM LTS NOEHE . A
RBFERA AT X G, HEN >R MBS SR BT,
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3.4

B4 %d A1 ¥E negative control material

2 TR AR B0 B S 7 A 4 i A SRR B4 B R

B B IR A0 A0 T 0 B 00 T R BT RE , O 0 5 O IR Z Y LU A R A 0 9 R, AL R R

FAFESF BB B HE xR .

3.5

KM test sample

AT EYERR AFRREIEH A8 20 2R — 2 A4 BRI 85
3.6

iEiC#& subconfluency

FEXT A KA, 4 80X A IRICA .

4 HRAXHEE

4.1 B

RN «

a) RBHE BRI/

b HRHEMAES.

BE 5 & R4 1SO 10993-12,

B — R BRI A0 5 B 4 % R B A X

4.2 FHEHRIR A Sl &
4.2.1 RIEEW

S 7 0 5 W A ) T FR A A , IR A 7 W DR P oL R b R AR AR ™ F e R R A
{ER S BORRAB R A S R R SRS BB, ERREMRORE(IEY
A RERRATRD  ER BB P R R AL E SRR,

BE . U W AR ] P U S A U 0 R 00 R B B 3L e A N % R BCOR TR B R KB pH R

B HOR B SE B A R R ATEE K.

X F 5 2 A 8 o IR A R R A 1 40 T A R 7 B 2R AR (BB K U)X R R AT A H
Wk, WHEZRRESRTRLSBRORERZBREOREY. NRERBEHREXEAFRPEM T
RACKEMRXRREGREBLFEASS.

422 BRNTR

BRI RRE & AL R R AR, AT R . WA AR R P REAT
5 —FER LA R

a) IR

b) A EERKER;

o) HAEHEMARE.

MR EFETRBEBROEN, NS BEHAREMERERMAR, SNHHFFERTEOR

2) WEERZETMNERESE RS (Rockville, MD, USA) #1 Hatano BF %% BT & & 1 25 & % 2P L (Ochiai 729-
5, Hadanoshi, Kanagawa 257,Japan) 36 ll. SHMEA RN TEARELOMAHE, RARRELRAE AT
e SRS RSN RB T,
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HEA1 3 AR S A I R SR T B R R o T R SRR 0 A K DA B B R AR o R R P R ) R
BIRES . BRT &M R, AVIRER BB EY T (B K 744 Y) B E %8R A 5.
HAEE S REELAKN —FEERN(DMSO), EHEFMMIKLRLE S, DMSO @ F 0.5% (EH
SEONAGHREYE. STMFHFERRIEMLL, 81T DMSO 8 58 B0 B8R, 7T B #9140 M &
il v B 2 U BEAIR

B 1 BB AT AR R R 26 A A% i T OO S B - T L 4 //I A i LB AR /I A ) o o T A 2 AL R A 6 R

msE.
E2: ¥RIMK/BAORCRERMNERE LLRABHDETESEMEEN.

423 BR*XHE

4.23.1 B|PCRALEBEAR T HE ACFE W10 B AR P #EAT, RAF 4 1SO 10993-12,
4.2.3.2 RIERUT 5 — kAR 36 B AR AR HE A LR I DL AT B4R L BR T 25 48 th A 1R Lo

a) (B7%x1)C.(24x2)h;

b) (50+2)C.(72%2)h;

c) (70£2)C.(24%+2)h;

d) (121%2)C.(1+0.2)h,

LR R P RETHELIOR, C A TROCRIAOS KR P P AR FONE. TRHH A
A (BIIMAE 37 C i REH R4 4G B R B () , R HELIKG DR B8 I P i B SR SRR Bt M AE A B0 — B 4 0
SE B R HEATRAEFF RSO . SHAE A (RBREE AT ] A K F 4 h) 5K 324 B2 Bk SR8 U8 oF L R 3k
AR E D)~ FTRRET . BERMEAT/NTF 24 hER/HF 4 h,

B 0L 5 IR HOAR R R &) MLE A B AR AR, TR D B 5 IR BE A T (37 £ 1) 'C 2% i 7 46 2 A/ 3R 7
REHUREFREP MRS =EARER,

X REYRRHE S, BT R R SRR R A5, B R B BE T AR B LR B .
4.2.3.3 B EBEALEIZAT, RAAT I RO SR A T SR AL B L B AR AR B (LS 9 B A X R
PEAHIC R I XX 225 W LA VS BA , A2 fo] xf B4R K pH RO W Bt N AE R4S P 0. EBE S B W HEAT
b, Blmxf pH %, BV XS E MBI REER.

4.3 HERMREMENE&
43,1 XRERES

EARBHERM S, FRBR R TSR ERE G SR8 B %) 895 8K £ 8 B 7T 47
Wik,
[ bk o 2 X IR 6 A A — N 201 T T N A o Y-

432 HEERHTHE

4.3.2.1 [N RARES N TE K.
4.3.2.2 HHXESBRIKRRE R 6 UK 2 B R %0 MR AT
4.3.2.3  BRIHE Sh ANER 58 N 3 0 B 0L R (8 22 6 FH AT K0 A0 3R BR, B 3 FRUBE IR T R KL IR A
RS BT HRIELHETT.

AFRRRGEZAT, M LR & i 4 7 vk o B 18 2K U 7 3 0K B0 0 2% A B e
4.3.2.4 BRI S INER B 4 O B KU e B8 B, U R AE GERDR S T A FE R R B P R R
B|IEEHAT. BT BRHEREFROMEDS R, N KRR T KPR S E, HRXKELEA RN
SRR AR PERE .

s PR A K B R R 5, B 2 A0 O TS B L B DX T A T B0 1B A 4 IR M VF E
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433 BEGEREER

Xof W B I o AT IR Y

a) HENE,R

b) BUEBAEYHEERKENER L.
PR C R ILAE TR K PR R .

4.3.4 BAHRRESR
S K A R 0 SR T, SR N R B SR A LB, LA B 1k SR MO B 2 L A R S IR

4.4 MBI &
B HE R AR A S R R S R 2 R .

5 WMR

1R SR i € H <7 6% 40 R 3 B A AT B I SRR AR

77 A T SR PR RN, 20 B B R T R S A R O 0 R R BR AR B SRR
BRAR. ARANSETEERED.

FURAE R — IO AE B IR A0 R B, WU K SLHCZE ML B SR 2, #E — 80 CR—80 CLATF URAF, HEJF
2y A KRBT PR, I R TSR H . KA (B Z8UF) AREA —130 CE—130 CUF
HRFF .

R0 T A R T 3 DR 5 S 4R o P TR 0 AR 0 4 R T A A SR

EMRERREA AetE A RRENREAK B REZN, BAKREEESHFER
TR BT A O

R RAFAREE SR B R , WS IR 5].

6 HRE

5 2 IUF A

A I 3 B M T R SR NS E AR ARMAERKER,
BHREPTEAFRRESREAMTER.

W77 R A R HE AT BRI

. BRAEMBEESHBRSMECERERX,

Be R0y pH NARFELE 7.2~7.4,

7 BEFERAREE

%6 S A 40 AR RN R A ) A R IR BT A R O A L. (PR A 0 B 3 0 B, o A EK 9 Bl 7 R

3)  #m, 1SO 4 F ik 5 4435 7 10 40 B & 45 38 (3 B # £ # o - CCL1(NCTC clone 929) ,CCL 163(Balb/3T3 clone
A31) .CCL 171(MRC-5) il CCL 75(WI-38) .CCL 81(Vero) 1 CCL 10[ BHK-21(C-13)]#1 V-79 379A, #HiX
HRARNTEAMARSNERAE  ARBISONT IR G, HOHARENE>EARNRERMXENS
R,
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HRE ERNESERERF K.
AR BT IR A0 M L SR S A 4 MR R 0 MR A B0 A/ SRULR A O B MR A .

8 HEIYR

8.1 FITRM
REZE AR =AFAT R R & BT RS .
8.2 BAARRE

8.2.1 AXRAFHKREHEHEMERFE.
8.2.2 MREMANAMBEEZRPRRERNETIR EASBRAZRYESHRNVERLA, B
A2 % 20 3% 0L (o7 40 G 25 27 b 40 B0 2R L A4 T
8.23 MEHREABBTHMNBNMARL AT ARET HARNZEZ P, G7LD) CHATHIE.
IR R T A 2 40 i o 8 B R 4 R B BEAT .
HEREE BB, N HBRAEERTEAR.
8.24 RRFBMWASMBRIERFAMAELASMESEMNE. BENRT , AR RERSTEFM
6 %04 K 40 B Clm D AR 40 B 8 1 40 DD
8.25 HLWAIEM:
a) BRI H/ R
b) B4R JFUE AN LA 38 4R A A A RN A B AR M R P R
R, CMERIREER B 69 % R B 2 R e, Bl S KRR S B A R AR R B4R A B
mE.
BRI 0 SR B A, R 2 R AR L R A B SR AL, 26 B BRI P B A S5 i R 4R R R LR R
BRI 10 SR A 0P 40 B, 40 L 0 L ) 4 5 U S BIOHE B SR MR SR LR B N B 8 RO AT AR L.
8.26 RAKSEAHEBEAN BEBAEFERBRENERBEEHFEETHTIR.
B MR 2 4% .5 MR ER BRI,
8.2.7 MABRBERNZ 5B & HEEX RBEHMFTR0IE.
B EE R, R T B O IR O AR,
8.2.8 RN #: 8.2.3 FAT AR RMHATHI, LM FAM SEENREITEM B,
8.29 ZiZE/ 24 h KRG, & 8.5 B E M BEHE AL

8.3 HEZMWER

8.3.1 AERATHREEEENERIFH.
8.3.2 ARENANARBTHPRRENSROETZR, EASKRHLEEEMNESHRNS
FILA ., BEKF-F3h 28 0L, (5 48 K359 51 b o e 48 AR LAY R .
8.3.3 MEMREFTENEMNRE AARAET _EARNEZRP, QT D CHTHF HEHFHE
MAEKZERLA.
8.3.4 RRFHIFABMERERRERNECAREEEML. FHRMET , £ X RER ST &M
8 304 < 40 B o AR 40 R 7RG 00 2 4 D
8.3.5 FEMFMIMPMHRE, MAFSHEFEELBMA.
8.3.6 7E4E H2% L+ s 3 AL A9 41 2 b/ 0 3 25 O — A SR IRRE 4 B0 OB 0 AR R B R R R
“htoz—.

1025 9 354 7T R A R R S 4R R R
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BRAEmT 7 o R B I AR LB AR S, 7 N T AR T B4 M A W B A O R 6 B9 B8 3h T AR
B2 ¥ 4 M8 B B

i EE,EERMA RSB ARRRLA,
8.3.7 [l ¥k i 4 B ¥4 xof R0 P 4 0 RUBE B S8 IOL
8.3.8 ARIL#L 8.3.3 PATIR R R AR AT HESR & M OB TR AW (4> 24 h) 5EE R RETT M3
8.3.9 FEMAMLFEY/FMZRIBRE LR, % 8.5 ¥ 40 B AL,

8.4 EEEMAR
8.4.1 HiEH MR

8.4.1.1 ARXRATHRELEEIFE, AEAEMATARELIRIBEY BRTRSTIBHATEMY
ATy . GEFBRER T ORI AT 40 M VP R AT R E .
8.4.1.2 ARFERANAREZFRTRRCAFSRYBZIR EALSHROKEAHSFTRLA.
BRAKTVHNFMI,EHRY M5 BAESABRMARET.
8.4.1.3 MEWMREFTEMNENRL EARAY /AR ZIP, G D CHITHF, HEEKH
£ i % A K 4 R IC A
8.4.1.4 HWRIFHATHABMBARERFHERAELSNEEEMIR.
8.4.1.5 FFE I IR, RV KW AL BUAR 5 & M0 0 0% 3 B8 15 R R 4, B BB MK SR YR BE
0.5%~2%  FREGEHEBRMAZ®EHMBMA . 401 FABHEAESTHIL Y HRE KOS,
B/ HRENRAVEIRS FEHREESTHRASIDAR.

i EFORF ST A Sl BE 64 58 7T A .
8.4.1.6 HiXBRHEMK TR BBRESRBILABEAHEE L BRAFEEARERTS T+
KZ—.
G 525 GE 5t 7T 3R A A R 2R T 5 A0 R R L.

A2 fa7 R K #E B HBE F BB 2 A S A B SR A A AT R A AL 3, DA B 1R BRAR IR AK
8.4.1.7  [A) ¥k i 48 B 48 R AR R 44 0 RGOS 28 ML
8.4.1.8 % 8.4.13 HITRMFERHERMHEF 24 h~T72 h,
8.4.1.9  MBAR E/NG BT R Z AT 2 )5 K 2 40 B0 S G R 1 .

FAE GBI L AT A B TR D QB . O A OBk T £ iR B IR AT SR BN IR S A, S A B
RN o B 8 2% F T 2E 4T 40 R % 37 » LABS 1k B8 BeRbt S e /e A 51 R 40 4 .

8.42 RBMy MR

8.4.2.1 ARRATHREHEHITE.
8422 ARBUBNEAXRAVATRILA,SFHE —BILB 0.45 pm T 7 M5 v 6928 B, 3+ 0
A B 080 25 i R g B A0 40 B R VR W, S A 30 BR LG 40 I 2 A7 s A A BB R B A R .
8.42.3 MEHFEFEANBNMRRE  ESBRAT HARNSK P, Q7D CHfTHFE AEAKH
28 B X A K K 4 BRE LA
8.4.2.4 FFEIMILAMEIEE, Hr ol BR40 MM ) T , B 7E BAL RO B 2 £ (R 8.4.1.5),
8.4.2.5 HFIKIRRE S A FAT EURE /DN O b o B 0 RBCC 40 R T A9 T . R T b R R A R A9 3R, 1A
REZRBEAFHFANORED.
8.4.2.6 [A) ¥k i 4 B X R A P X BEBH DR K.
8.4.2.7 #8.4.2.3 FrRMFIRE KIS 2 h£10 min,
8.4.2.8 MABEM b/NUu BT BAE, 3F MBUAR I /040 B FFaR A .
8.4.2.9 R FHIE E A Be 4 45 TR S 40 B RN
6
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8.5 HWMBHENNZE

8.5.1 FRAEHRERyEMEMREERN. HREEQERTFOES &, EHTEESHE
Fi&.

BTG B MR AN, L EN R A ARAERE T EN— RIS SRR R AR
BRARREEHESTEABE. ERRBEPUHAEARURFERERBESHZEL BRI
R2PHHTHTHARERSROTTE.

R RARARBUESEERSS

% 5| Ak 4 3% % 40 B L 2
0 x 3 P9 A T OB, 40 B A L G 40 BN AT RE R
1 - AL 20 %6 fY 48 2 B 45 B 40 W B | O B P DR R B R T 78 2 T A% S0 5 B L 0 R
R UREBRHMAERE KRR
" . A3t 50 % it 40 B2 I 45 L G B3R P JBURE, G K L 440 B R A0 5 T R X B R Bt 50 % i 4
HAEKDHRR
3 g A 0NN AREAYESE RN ERAR ARERTLER, B KB &
S0 MMM KIDHBLR
4 i 3 HREILFEERTEHF
£2 HEARRFERRUEREEEMEREN 4%
% 5 R R B B R X 38, 0 2¢
0 x R A B A R T il R WA B LR (X 4R
1 B BRE T 1 A — 20 E 7R 40 B %R 1k 40 B
2 B8 ENERRBREARETFER
3 o HE B X8 R R T E 1.0 cm
4 mE B KA A 1.0 cm BLE
RRBEPNEE N T ERFENSR.

HRR1IMR2 RN EMRKT 2 RNBA A HREEEA.

RO 0 AR SE T A A ) R AR R R TR AR . T LU B TR 77 A 4 B R R
ED G I 0 R O B R T AR OB O R R B T B B B AT E . KRG T
7 10 57 (5 F ) 2 S ¥ 0 B

HREHETRAT 30X BANHE ARBEHERN . HbHERE N TERARKARSZEAAS
R E R R A4 R SR AT B2 AR R 53 SR B BEAT IR UE . X ) AR HE R AT R UE I B
A

B % A~ R D PR W7 R A T RER S RE N ERNE.

. EERWIATISR S, R A MR BBIEVERTA¥Y I HEERHRRRT R A A% B BIEYE
FATFESFEM, 0T 400 SR 09 B, 33 9 R 7 R AT A 3O 1Cso (L (A 38 W 5% e i) 5006 i 490 6 7
BOBITHREER AR, HMRCHMRDMAT B EATAREHEERMENT R,

A7 S W 0 PR R RE TR O 8, T RB T R R A AR G IR R X
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8.5.2
T

RO B FF A 07 3, IR AR A I R B EOHA R R AR WA T R Fmet, LR LR T RE

RO BE A BB R 7E VPO YRR 4 RS A AR IR G R A TR
8.5.3 FFTHFBMIMAMBMERMABEER M EXRA YLK, XHWETHERELRRK
RABRT®%.
8.5.4 FAHE.FAHERAE M AT & (B 0.2 8 R %) KR R G b W 8 B B9 B, W R
HEN AR,

9 RRMEE

HRMENELAETINETAZE:

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

i)

k)

KR YL 2 R bt

HEREEES,

KT H MG R H W

B B0 3R 5

240 B R 32 A0 40 IR BRI 5

A L L AT R G B9# 5 A A &5
KK Tk F A

8485 B GE E B AT ) 38 9 19 # i -5 9% B, 1 T g
B | BR A0 LAt 3 R

4 L 5 0 3t R 21 0L 5

25 VP BT % 60 £ T A A DS O .

10 EREE

RE 1 BB ) AR R K R B B M A R AT S R B E . AR HEBER ML A A A A
P AR A0 9 B R R AT E .

4 0 B P IR 4 SR A 8 RS B AR 1SO 10993-1 4 B R R4 2K

Jon 4 20 40 R 1 R, T R BURE — 25 B9 VR4, Bl

a)
b)
c)
d)
e)

Bt 5 (39 9% 2 3 L 9 SRS 3 If % , S5O B IR 2 o i 9 B9 K )
EHA, BRBEMT (MK ESHAMMESTRREY)

6 TR V0 0% R JBE I 4T 5

A 3 98 B B 6 2 R AE 5

HittiA RS ®.

EfT4 RN T AEM R A, HE, X FHBURBEAE R EA R, CURIE 40 8 1 8RR —
€ REHh 2 X 288 AN E A 48 8 B I PR LA
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W ® A
€ :$:1:1:¢ 3
hEIEN(NRU A S R0YE

Al BN

THARRTRBESH MO H R C, MR ESARRAXHAE.

A2 RBRIR

A2l BESR

# BALB/c 3T3 4B 2 96 fL P RAIFRRERIF 24 h(~1 AN, ER A EILERE (R
RFAFERLRITANEZHEERSEIRD . RAESRIIKENLXRBESYEM. 24 h GHER
— IR BE ) NRU 3 5 %% B 5% 5% 40 MO0 2 EAT LU 8. BRI 8/n S0 4 L, HH A B — AR ok
BE (R AL P o BE) A IR . IAPRBE RORL 738 ICso (B 5025 NRU 3£ A ¥ BE) , LA B 32 W0
BEHOLRR., BEFREN 1000 B #HB.

A22 8
A2.21 HRAR

BALB/c 3T3 4}, clone 31 (i ECACC86110401, Bk M 41 i3 =W F B L, EEH R /KA SP4
0JG;CCL-163, & H e R YR P O[ATCCl, X H ¥ % e WM SAEEW) MM CCL-163[ATCCIHl
%09 JCRB 9005 ( A KPH £ BF T BF IR , H A KB .

A222 HERE#®

A.2.2.2.1 HEFH.37 COBL.5%CO, R[4 ME LD MB A FHNR N, AT RA 7.5%CO,
Sk, ARt pH ZLER TR ERKEBLREWRA SKCO, KK, ERFEPRNBZE
UK B Z. M i M HEPES, 4-(2-hydroxyethyl)-1piperazineethanesulfonic acid], 1 8 #4928 rhfEHH .
A2.222 BRE-APELHHE.

A2.2.23 K#:37 C,

A2224 BRBEZERNE.

A.2.2.25 TREMLT,

A.2.2.2.6 MO RS 2R A O ORI E R .

A2227 ZBEXE,

A.2.2.2.8 96 ALK Eit AL H 540 nm EHK .

A2229 BER ATHEMER.

A.2.2.2.10 4RRRVH 8 (0EY M 4R AR I AR .

A2.2.2.11 BiH=E.

A2.2.2.12 8iEHBMER.

A.2.2.213 %AH®.

A2.2.2.14 ARIFIHFM:80 cm® .25 cm’,
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A.2.2.2.15 96 FLAREFMMIEER.
A2.23 LW ERER MW

A2.231 BREREKKERIERE(DMEM . A L-AEBE.

A.2.2.3.2 L-A8%EBH,200 mmol/L 5 glutamax,

A.2.2.3.3 #F4&/4 Mm¥%(NBCS).
AR AR/ I W (FCS) . B FARMAAAM AR, FCS 7T ¥ O.D. i X 0l B T 5 .
B F NBCS #6125 5 ¥ , & e 2 — it 3T3 40 M 4= 1 0 3+ f8B (20 h~25 h fF3 B [E)) , 37 {R B

7t 2 & NBCS,

A2.23.4 HEASW/EDTA Bl.

A.2.2.3.5 BSERELSE A (PBS) . A& Ca'* 1 Mg (BEEEHLAD .

A.2.2.3.6 HEPES(J A.2.2.2.1),

A.2.2.3.7 PBS,& Ca’* #f1 Mg** (¥ D .

A2238 WEBR/ZBREA.

A.2.23.9 L (NR),

A.2.23.10 ZFHETR(DMSO) . 4rHr4k,

A.2.2.3.11 ZB(ETOH) 4 #74k.

A2.23.12 Z®.4rHrdk.

A.2.2.3.13 FIEAKSEMERTHRBEFOLAK.

A224 HE
A2.241 AW

LW B(BRT NR S8 NR XA NR SR8 MBI BN EH, F LEEXERNET
B WAE (LY R 2PRE) TR AT 8.

A2242 BEHEE
A TH M4 (£ DMEM (48 ¥ ) ) DMEM (X 8BRS B o))
a) HATAFE
—20% NBCS
T%~10% DMSO
b) FTF KR
—10% NBCS

——4 mmol/L L-AE Btk ek glutamax
——100 IU/mL #HEBX
——100 pg/mL  HBE
——20 mmol/L HEPES
o MATFAEKRHEM.

—b5% NBCS
——4 mmol/L 2 E Bt K glutamax
——100 IU/mL HEE
——100 pg/mL HEBR
——20 mmol/L HEPES

10
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WP EERAFE 4 CEUT AV HERELHAE.
HTM#ECTRESERXRY RN AREE L RARESOBEREDWREERE 5%, A
AESE 2 X BR I, 8 0 W R A 7, RSB R .

A2.243 L (NR) BE& A

—0.4 g NR 3

——100 mL K

EAMER, AZRBEFEPATCERSA . TTHREN PSRN RIRSE R, 7
ERZERZEM.

A2244 HPHONRIEFRE

—1 mL NR i %& %

——79 mL DMEM

NRZEFREEES? CHTLBR  EMAMRZAT#A 600g B0 10 min(UBE NREH) ., iR
FAF AT (AL 28) , B ABARIE NR SRR £ 45 M. S 60 NR 5 9% 20 78 i A 40 8 2 BT B0
B 37 CRHETMAE),# 15 min M 37 CHRERREY ,FEEHE)F 30 min HEH.

A2245 ZM/ZMEB(NR EBA)

—1% LB
—50% ™
——49% K

f AT SRS RFF AL 1 b,
A2.246 HHBBES &
M 1SO 10993-12 i 4 B &1 B .
A23 K&
A23.1 BN
W R4 A R 07 vk LB SCRR (1] A9 B 5% C.
A23.2 RBRERAEC]) . FEMEXREPC

BRI AN A E R R,

ZENFDEHLBENRLREN LR AT LR MR, + =552 5 MM (SLS, CAS 151-
21-DMERSH AT IRRN —F by, B R B, A SLS A #% 4 M RBERSHE .
0.05 mg/mL.0.1 mg/mL.0.15 mg/mL.0.2 mg/mL,

SLS #) ICs, [ 5 -1 {f (Spielmann et.al.,19917°1) % 0.093 mg/mL,

95% ®{5 X [E % 0.070 mg/mL~0.116 mg/mL,

SLS i ICs, i#E 95 /% MAF X 6], MR R AF & 2R,

HEX MR M S BB A B ¥ S B A8 (i ZDEC A1 ZDBCULME DM 3.2.3.00],

A233 RERERRE(D.ZA
FKAb 7 [ #9EE B (NRU 8 ODso ) XHE (R W B2 FD AT R, ERRMFHRALEA 1X10¢

11
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27 0 46 L2 75 LA IE H B9 1 i (] 4 30 KK

25 [ OD s FH{E 11=>0.3, W RRAF A ZIRAE.

TR SRR GRS, S AR RAMHETLRL A.2.2.4.6), 57 MF) 96 LR ZECE 2
Fi) 5 (B 11 P B0 R R GRS 1 A0S 12 90 RB% XR1IMMR B,

% TP B S W AP EAEENAKT 15%, URRAF & RZRE,

b 40 R 25 B AR , 1 T DS A A 25 BN BERO 2 IR AR , AT R A0 R BB IR — B XA B
TR AT e BR AP 25 B R R

A23.4 RE-RERBQE

1 92 B - R 48 M B IC 50 B A B R =A (I o ) NRU 1 R AE 1026 70 90 % 2 [A] 8 5 R A
HXHE. RS RE , 3 EL VR AR BRI T LR AT 5 MR B R A RO R AR TR
K.

A235 RERRHBRBRE
A2351 HEERALE

i — AT 28 A 1 B 0 BB, e 20 8 ] G S OO AR, 8 VR BE. R B
0 0 A 6 7 40 L0 R 30 %6 SRSEAIE , U BERHAT BE U B AR MR AE , RS AT BRI

A.23.52 B

ﬁﬁ?ﬁﬁﬁﬁfﬁﬁﬂ%ﬁ&-ﬁﬁiﬂﬁﬁ*.ian*?&ﬁﬁfuﬁﬁﬂ%ﬁﬁfl\(mm =1.47).
SRR RIBE D 3 A AR BB A v FE BB (4 F 10 %470 90 %6 BB 2 1)) , 588 5 K 25 0 4 U 4 4 8 B
/8% 100 Yo 40 i HE W EE .

A236 REIR

EE.ERAMBRAEE AREATFRBZNEGR2X~3IR.

RALBHTRREERBERE.

-

e FEBAEHE 1X10° MM/ mL AR B, RAZEEB RS 100 L A& HEIREmM
] 96 ALA LU SRR B RSN EAL P (=2 E, RE%XRMILIMM R B ERRATIA
100 pL #FHER 1X10° N4/ mL 940 & (=1X10° /A, B-RRERBRE
8 4 — N, B2 — /N AR T B P IR, 00 B R R O A — AR

MR FE 24 h(5%CO0,,37 C,>90%BHE) B R EILARE. 7E I 5% 3% 30 1) 0 4R 40 B K
oM ERBOEK.

 HMEBMETRESR, BRI SRS L AR KA RS, BT ETRERNT
¥ ELRIRE.

g2x

——HE3% 24 h R HE R

—AETLIIA 100 pL B35 2 v B A 5 50 4R W S B e R R P X SR I (% D) RO AL S
A,

R 24 h(5%CO,,37 'C,>90%RH) .

®IX

UhABREEHEBHBETRESIML A ESAREMREREAM RS ARABROE KT

He. iR IR B R V4 T R T S B S T A5 2 O T O B X 26 ROR P T AR
Jt CHTD) &3 5% 47 fa] 0 4t 40 B0 25 4 6 S OO S . o UMM RO R A RAFHE T ROASC IR IR R H A
12
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NRU ¥ 5€ £ R HK4E Ellen Borenfreund (Borenfreund and Puerner™ ) $#2#t 8 k. 4 #EBUH
A\ T IR 5 40 R RO T 4 R B RS 9 s RS R
—F1 100 pL BUiR K9 PBS s Y40, SR MAT L BRWYEM . B0 100 wLNR $363E, 76 37 C.184k
M 5%CO, ZS+HHBH 3 h.,

— B H)E . X8 NR ¥ 3%, A 150 pL PBS W ¥E40.,

— 2B MR E PBS(AT AR OE BN ERN TR,

— M 150 pL NR B (Z B/ 2B Z2¥|AL, LES A,
—HHBRHEEE TR R LRERY 10 min, HZE NR MR RBE BRI

i

— PR B BE T 540 nm A A0S RN i B AN WA BOLEE . U MR A SRR R
(4 ASCIL TXT . XLS){R7F , (& F Bl /5 W B - R RS H7 71 IC 0 935K .

A24 HWESW

R B R — W B LA NRU 2R 09 48 0% PR 98, RS — AR B 6 P47l NRU
FHE, ZESLWE A NRU PHEMNMZHEF AT ARZHE) #1THE, U bR ES K
B LR EREE. M7, 8- Ree s MEEENEXR N EAREE LM E.

F A1 STANRUAEESHRRRERR

B ]

W

00 : 00

A 96 FLAR . 1X10" 41 /100 L. DMEM % 3% % /A,
#¥r (37 C,5%C0,;,22 h~24 h)

v

24:00

3 E L
v

24 : 00

I AP b 2 S B R Y 8 PR BE A9 R IR R SR B MR (100 L)
(RALEZ A =4bHFRE)
¥ (37 C,5%C0;,24 h)
v

48 : 00

& E AN B WMBEIF 0
B 2 4b 2 4 9% 2
F1 150 pL PBS mige—¥K
A 100 uL NR # 7% 2%
M (37 C,5%C0,,3 h)
v

51:00

1548 Hf NR H§ % 2%

Ji 150 uL PBS Mk —%
A 150 uL NR ¥ B #E &
(Z™/Z BB
v

51+ 40

R % W £ #2 10 min

51: 50

7E 540 nm §t NR 9% BF C B0 40 3% )

13
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P 5% 988 55 v 288 6 VR B (100 %6 386 48 W) 46 0 440 G O 4 /1N F 3of R BG 70 %%, WA BBE- IR U E IR e A
% 89 40 B 7 ¥ 50 Yo 0 1 VR BE (BP ICs,) . AT EHETHIMM T IE.

—F LHERFE
B2 AR A BRAE , X =i, Y= 25 i, B 2 B 4 0 F ok - BN o 3£ AR K
PR R . X RO T SR AT X AR .

£

——— ol - R B 9 AT 38 24 i JE 4R ¢ 8119 7 B8 (B % Hill function® 3 logistic BIH) .
WA ICo#t T — S HAZH , HABEENA AR AR,
B 5% 358 L W 5 786 VIR HE (100 %% 388 5 W) 19 448 BRUHE X 355 44 0 > % MRAL B9 7024, BB RL BEIA O T 4
fi B

4)  Hill ¥R AL REETE , X 2 7] - 5 R i 28 i 7T B 2 A,
14
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B : B
(REHEMR)
REEREARBERE

B.1 &AW

ARRTREREATES B ARREA LY LRRYH AR HEOHREHRR NS [ 55,
RE&%3M2],
BE: FATRUHERTRIUB [ B2 5AREURRA XN,

B2 ERIR

B2.1 EXHR

V79 BB 6 FLAR S RIEHIE 24 h EFHMBERNER. RESRIIRENRRYEMR,
FEA6 d, GRS BORRT T, A AR O R 0 M. B 40 B 4
YR TR IC REEM B R E 50%), IBBRBE 4 HLER.

B.2.2 #¥
B.2.2.1 AR

V79 4 (JCRB 0603, AP BF 52 BE 0 » H A< KB 5 5 3% [ 0 B 40 B e ) LA 4 AR .
B R V79 G, B ICRETE R A W 00 M

B222 #HRig#&

B.2.2.2.1 5% #.37 C,®4k.5%C0O,/25,
B.2.222 BRE.LYLLIR%E.

B.2.2.2.3 ki#.37 C,

B.2.224 BRBAEINE.

B.2.2.25 kS RE.

B.2.2.2.6 LW EMLT,

B.2.2.27 ZXBEXE,

B.2.2.2.8 4ARATT ¥ (K M 48 P i+ M RR .
B.2.2.29 WM.

B.2.2.2.10 BAN.

B.2.22.11 HARIFHM.75 cm® .25 cm® SRALHEHEM . 100 mm BB,
B.2.22.12 6 A ALERKMBE TR,

B.2.2.3 # %% EREF MmN

B.2.2.3.1 Eagle B{EfRBREXIERE(MEM) . & Eagle FHWELEH .
B.2.2.3.2 B&/IN4 1 % (FCS).

H. BT FCSHMARME, § %M V7o HRKRE —H# FCS 694 K R IE, 37 81 7 2 & &9 FCS,
15
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B.2.2.3.3 BEAM/EDTA Bil.

B.2.2.3.4 WSER#L 4 M (PBS) . A& Ca*" #l Mg™ (BRBEIHALAD .
B.2.2.3.5 WEBR/EBXBH.

B.2.2.3.6 —HRETR(DMSO) 44k,
B.2.2.3.7 FEM.4rHT4E.

B.2.2.3.8 HWIFER.

B.2.2.3.9 BIMHBBhE.

B.2.2.3.10 B KSEMER FRMBFAOMK.
B.2.2.3.11 BHMER.

B.2.2.3.12 L-&®E&RE.

B.2.2.3.13 MEM 4 RMEERA.

B.2.2.3.14 FWHM#:100 mmol/L.

B.2.2.4 ##&
B.2.2.4.1 AN

LA (R T 3 M EE N0 B A28 L% 50 6 0, 9F ELELAE K Ak 4 T MR MAE (LR 2R TN
AT IRAE.

B.2.2.4.2 H¥HE

EHTHR4H 1000 mL Eagle MEM:
a) FTFRGHGMEREERE, & 104FCS(MEM 10)

——111 mL FCS
—2.2g RREAM
——0.292 g -2 & Bk

b) HATFREMLR,E 5UFCS(MEM 05)
——53.5 mL FCS

—5 mL MEM HE T B EMK
——10 mL FHEEME,100 mmol/L
—0.292 g L-& & Bthk

—2.2¢g BRRAM

TR REAE 4 CRESFACHFAEL1TA.
HFMHEETESESRRYFOAREE CREFREOMHREZRESY., FETLE
B4 1 » B 3% S0 SR AT L, M A S U B . AHAR AR REW, HRE DA RIE RBUAR.

B.2.2.43 5% EMIFEMR

——5 mL I PEW
——95 mL {E A R BERR £k 2 ph W, pH6.5~7.5
& AT BLAC.

B.2.2.44 HRBRANE

H ISO 10993-12 H AR A BRER, HRARSRARSRENMREHNBRULRERRA

6 cm®/mL, B 5 it 5 B A R BB R L REHRA 0.1 g/mL. RBHXML6].[7]H[11].
16
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B 1002 B9, Ff MEMOS Sy MR, fl & XM E 0 LM,
B.2.3 Hi&
B.2.3.1 AWM

W B0 I 3 7% O vk B % SCRR( 1] #9 B 3% C
B.2.3.2 REEREE(]) . FEHEXR(PC) AR M (NC)

5 U 40 MO B8 4 T A 07 £ 4 PR M T RO BA M XS . R M HE A0 B 3 AR fn ZDEC A ZDBC
CRBE 1),

T EZ%EEMT ZDEC fil ZDBC:

a) ZDECH ICs, HAM 7%.

b) ZDBC ) ICs, HA ML 80%.,

B.233 HEERRE(I):ZH
ZAREFHRMEL N ARESAARBE & 70%, WRRF & EZIRE.
B.2.3.4 RE-EERERE

H R - R A8 B ICs B A 2 ANk 3 A CIn T i) BRI 6 3 AE 10 671 90 96 2 8] i SRR AE R
X, BN KERBRET RS TRE, BEFERRIFRARNMBER FEE LR,

B.235 WEHERBRARE
B.2.35.1 EEMALE

F—AME SR E M EETF, 0 12>1/102>1/1002>1/1 000, ¥ #¢ 5 B8 5 7 B0H B 4 DIREE.
TR 5 35 R 30 R A 9% 3 440 A % 4 T R 30 0 R EME (UM TF 3026, MUBHRE T B T4 B, A
DT ERR.

B.2.3.5.2 F=iRXB

1R4E W B A I O VR BE- R R A, ERRPRERIIBBE FEED. USRRNHED
3 A R BT A S R BV (T 10260 90 %6 S B2 [R]) 8 4 A 2 G 4 IR 24 4 vk FE A/ 3R 100 7% 48 A
:3:3.3; 8

B.2.3.6 HBRHM

FE.-FAHEARRES AREATERRZWNESR2A~3 X,

®IX

Fi MEMOS5 H5 7% 2% % 33.3 M4/ mL 4R, 6 FLARMEFLINA 3 mL 40 &R,

®2x

BH 24 hENEAPREEIEE, A 2 mL H MEMOS 15 3% 25 % 89 100 % B4 W sk R 3 42
W, B HEFITHEIL. BEFAEEH 6.

-

AR A B IR, PBS ¥t — L. A F R E @&, BH YK HBERRA. IR
HB-LEERE.

17
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B.2.3.7 HRETR

—— H kB HEMELTL I EEA P H 50 MRESARARARERE .

— R —-LHRERE.

—H A — B BRI EHE .

——— B VT 2 4 B LA X R A B L DU A R R CEARRCR . PE)

——— 5% 950 4 IR 5 VR E (100 %6 38 4 980 P B B/ F B A% 7024, T BB R B A
o1 MR , SR S 60 40 B R LA IC o (A S 3RO

—— 35 ICs, GREEM I PE X 50%), B 50 % A% 7735 M ik, ABERE 775 R M BME T 5020470
) ik 6 B3 P AT IR

—— R R >0 AL 70%, BRI N R4 .

TE 00 G Y HE ) AR BORTE 50% ~70% Z AR, I M AG UL [Cs HBA KRB

B.2.4 RBE#HE

R M 9 Wi ARRME A H THMERFL
a) HERMETXE PE;
b) AWHRRIE, OEREBE RETE B G LR, T AL AR & ICsfH.

18
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W ® C
€ $:1:1"% 3
MTT 4 Witk R

C.1 2m

TH AR RESRBEENEHRAOFETE, RSHCR]. KAKHERE MTT [3-(4,5-dime-
thylthiazol-2-yl)-2,5-diphenyltetrazoliumbromid JZEFE MR AR ME R R AR E R AR B HM,
FHARMABESH RS TREFACETMENGEEMEX,

C2 ERHR

C21 EBEHSR

L929 4B 2 96 fLB, ERFHEIF 24 h(1 FFAND, ERBCEIL S R 2 (HRERFNE RS RY
ANEZHEBRASEXMS]D . RESRIKEXRAESYEM. BM 24 h GHEE—ARKEF
PIE R, 5% B SR 4R AR e B IO AT B, A —RREBEAERKF E .

C2.2 ##
C.2.2.1 HMER

R FH L929 41l (NCTC clone 929.CCL 1, % H AR FH R+ .L[ATCC, XEHHE LMD HEE
#7; ECACC No.88102702, Bk ¥ 41 ML 3% 3% Py AR 8 H .0 , L E R /R 2K 1A SP4 0)G) , 40 i 1% 3% ¥ i G 32 4k

C222 HRE#®

C.2.2.2.1 534 .37 C,84.5%C0O,/EXK,
C.22.22 EBRE.£PLEEHE.

C.2.2.23 Xki#:37C,

C2224 BHRBAZEBRNE.

C.2.2.25 B EMELT,

C.2.2.2.6 WOl ERAMBREESHET.
C2227 ZXREXFE,

C.2.2.2.8 96 FLARNE T M H 570 nm @Y H (B8 650 nm),
C.2.229 RBFW -ATHMENER.
C.2.2.2.10 4AMAT 8 (S sl i 4R AR 3T 2838 .
C.2.2.2.11 B\,

C.2.2.2.12 BilMBHE.

C.2.2.2.13 %H¥®.

C.2.2.2.14 AREHFMLEAREHRBM,
C.2.2.2.15 96 FLALAERMBREH.

C.2.2.3 %% 5% MmN

C.2.2.3.1 #BABEMRBELEREMEM) . REMLA A EBEARBREAMN.
19
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C.2.2.3.2 Ba/N4 Mm% (FCS).

C.2.23.3 HMEESW/EDTA Bill.

C.2.2.3.4 BYE# S rhil (PBS).

C.2.2.3.5 MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazoliumbromid) .
C.2.2.3.6 RAM.H4,

C224 H#&
C.2.2.41 AN

A EE BRI SR KW, 3 BB A KW AT AR WAR Y R 2R M) TR AT
(8

C.2.2.4.2 EHE
&4 F AR5 (£ MEM @) 48 9K B 19 MEM (R BRRR B2 s D)
a) HTR%
—20% FCS
7%~10% DMSO
b) TR
—10% FCS

——4 mmol/L A B MK R glutamax
——100 IU/mL  H®/E
——100 pg/mL  HBX

TR EEAE L CRFIFFECHFEAELHA.

C.2.2.43 MTT E#&

MTT H#E FAIMM MEM 3B 1 mg/mL, ¥R AES S8 (ALE<0.22 ym)%
TH TR, WBE SR,

C2.244 HRBRBAS &
$ 8 1SO 10993-12 il & FE S B M.
C23 Ak
Cc.23.1 Bm
WL M IR Oy ik 2% SO [ 1 IR 3% C.
C.232 RURBMBEC]).FEHEXNRPCO IR NC

45 Y 40 L 2 SR U0 AR L 4045 P X RO B kxR 2R B MR B # S AR, fn ZDEC A1 ZDBC
(BT D.

C.233 REERERRE(D .ZA

28 4b B 25 {4 9 Y6 8 BE (OD o) 48 XHE AT R0 , 76 BRI AT K P9 LA AL 1 X 10° B i) 4 I 2 7 LA
IE 3 B9 A 18 o (] LA MO MK

23 ODspo E3ME =02, M AR FF S HEZIRHE.
20
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ATREMREFHFRERE HZAMB] 96 LR ZGE 27D . FCH 11 7D BN CRR 6 S 1

FIFE 125, 8B RE% 1R E).

EAFAZATFHESERZAFHEEAZENAKRT 15%  MXRF S EZRE.
MTHRERREORE, BT LGELHANE BMBERE SRR, URFAARER . RABMK

BEFHT I AT BRI F 25 1 A BRAE .
C.234 HBHI®R

.

EE:-REFEARRAEAR AREATRRZWNESR 2 &~3 &,

RC1AHTEHREERBERE.

AHFAREREKER 1 X

—RAREHARESS/EDTA) R MR E R P B, 41 RB WA 200g AL 3 min,
R ERBAMER, ABHEER 1X10° M/ mL., RAZEHBREE 100 uL Bk
Em® o6 AHALAFERMEBRHERNIEAP(=ZA,ASH M1 IWHRE) . EHEAF
A 100 uL #FEER 1X10° N4/ mL 4B (=1X10" P4/ .

— 4B H 24 h(5%4C0,,37 C,>90% M) UK R KL A HE. 761008 7 0 8 # 47 40 1 3K
O ERBONK.

— EMHESWMETRESM ARAMEN RS A ARMKHANTHEE., #TEARERNT
HELRRE,

g2X

—BE 24 h R IR,

——®FLIA 100 pL &35 24 ¥ BERE 5 B4R M . R BA 1 o PR, R P 0 R ER BB M) (25 ) A A B A 9
X, ARNAHMBBRBEEZESH 4 MRE BB EETRA 100 B 88, KK{EWETH
B — o 350 ) R T N R TE VR EE . BAMERT A ERE 1000 BB, A S RFEENTA.

— B 24 h(5%CO0O,,37 C,>90%BH).

®IX

UhAEBREAEHEBMBETRES MR . EHREMRZRZAMN RS X RAFPRY 4L KK

10 R IR A B R VL 40 T 1 R BOAY 40 R 725 2 5 T A B0, (EL X 80 R OR R T A 4 4 B 2

e iE., MRAMOARERFETRFLRRE,HFETRSEREFEAR.

FERRER/DMOBRERE, XR-TEESR, BB ERBEHOAEEFR G 2ER MTT, &

BEAELER. ¥ 50 uL MTT BB (L C.2.24.3) B E—RBA P, FIRE 7 CEAEFATERY
2h, REFEMTTHR, BAMA 100 L RAMERK. BF PR, B TERE 570 nm 3BXH HMA
5 AOK BE 0 RO BE (B B K 650 nm)

®£C1 MITERBESRRBRERRE

I 5

R 96 FLAR:1X 10" 4~ 4H8E/100 pL. MEM #5353/ 7L
00 : 00 B|# 37 C,5%4C0:,22 h~26 h)
¥

Br &R

24 : 00 '

21
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#® C1 ()

ale -

A Ab 78 3 9 2 ) 4 09 =>4 A ok BE 1 X 3R RE 5 B 4R (100 L)
CGRALELZS [ =4b B I 2E)
(37 'C,5%CO0,,24 h)
¥

24 : 00

o 25 U i B 0B
FE3E
481 00 A 50 uL MTT B ¥
M (37 C,5%C0;,2 h)
'

& MTT B #
HILMA 100 uL BAER
2 R
¥

51 30 7E 570 nm 3 it % Y BE (£ & 650 nm)

51:00

C24 HE|ZR

FRER MR X h EIE R AR B, URBEAHRASR, QB AR . FtEx R .2 axf RfE
xR .

C.25 HESH

RO R BT R AL AR E MR X RS A A R A MR E, 7 570 nm WAL
HE, HERXC.HEZAFAKEITAFERTRE.

100 D 570,
HERY) =M cereessessesssessnnerensssses( (.1 )
ODsmh

ol o

OD 7. —— R B HE f 100 Y6 383 32 WG 9% B S 19{8;

OD 50— % F1 65 BE - 294K .

SRR, ARAE BN N REERR.

MAEERTRI<ZAM 0%, MAABENHREE. XREL SO BEAFEREESS
100 BEMMFERHFARERN, FUNEERIAR.

1] 1SO 10993-5:2009 #iR A “Hfl 100 mL RFEM",
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W ® D
(BRHERR)
XTT HANERE

D.1 BW

TR T 3R e 2R A N A B R AR TS R, B SRk [9].,
XTT [2,3-bis(2-methoxy-4-nitro-5-sulfophenyl)-5-[ (phenylamino) carbonyl]-2H-tetrazolium hy-

droxide J7E 7% 4H B P AR 8 I, 42 UK O o IR F= 40 . 3 06O 3 B 5 PR D BE 00 5 A £ HE AR 2

D2 RBIHR

D.2.1 EXSHR

L929 4B X 96 FLAR, RFHEIF 24 h(1 FRAND  ER B AR E (HREF AR B
HHEZFEBRSHEXRD . AEESRFIEERRLAYEM, BM 24 h EHMES - RRKEF
BILR, 53 R ERHET . HAS—-RREFEEKNHES .

D.2.2 ##
D.2.2.1 AR

R A L929 4iffi (NCTC clone 929:CCL 1, X H AR HYHEE P L[ATCCl, XHBEFRIEMND
4487 ECACC No.88102702, Bk ¥H 41 B 3% J: 4 (R K b 0 , EE R /R 216 SP4 0)G) , ML Y T T %
ik,

D.2.2.2 #HRE&#&

D.2.2.2.1 1%3%#.37 C,84k.5%C0O,/EK,
D.2.22.2 BRE . LYLELHEHE.

D.2.2.2.3 Kki#:37 C,

D.2224 BIRHEEDRME.

D.2.2.2.5 XREMLT,

D.2.2.2.6 MWOHl . EACHENERET.
D.2.2.27 ZXREXFE,

D.2.2.2.8 96 ALK Eit . AL ® 450 nm ¥ (B8 650 nm),
D.2.2.2.9 B%H:|. HTMENER.
D.2.2.2.10 40 BA+H 8 (U M 4R A8 3T 3 28 .
D.2.2.2.11 BH*®.

D.2.2.2.12 8 il MR,

D.2.2.2.13 AHH.

D.2.2.2.14 ARBFFRMYLARIZFBM.

D.2.2.2.15 9% FLALAEKREREHE.
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D.2.2.3 LW EFER MK

D.2.2.3.1 #&ERBERBEXREREMEM)  FEMLL . FEBEARRIAMN.

D.2.2.3.2 Ba/h% M ¥ (FCS).

D.2.2.3.3 MEAMW/EDTA BH.

D.2.2.3.4 MRS AW (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(M TR FED).

D.2.2.4 H&
D.2.2.4.1 AN

LR BN IS N KW, 3 E AR EAMT MEREEY RS Xl h RS
ﬁfﬁo

D.2.2.4.2 iEH#E
A4 TS (FE MEM w35 89 ) i) MEMCE SRR S v D
a) HBATFAK
—20% FCS
T%~10% DMSO
b) HFH MR
—10% FCS

——4 mmol/L A AME K glutamax

——100 IU/mL HEX

——100 pg/mL HEER
TEWMFEEE 4 CRFEFIFACFAELFAE.

D.2.2.4.3 XTT/PMS B#&

XTT HFEEFAEML .56 C~60 CH MEM 1,3 E X 1| mg/mL, HRFHHRS . WHRAE
3t 88 (A2 <0.22 pm) S T B AT BRI BR B . PMS ()58 51 KR 7 B) /i PBS 2 ¥ S A 5 mmol/L
W, R 0.22 pm 3o 3B 2% JC U o DB YA BRI

5 FRTHR PMS BN XTT B, AR 25 pmol/LUEZEF XTT #H ¥+ 5 uL 5 mmol/L
# PMS), XTT/PMS ¥ B 2 m B LA+ .

D.2.2.44 HRBRES &

FAREML & FCS # MEM # M 1SO 10993-12 #il &# 5 SR
D.2.3 A&
D.2.3.1 &N

ALY B 3R O ik 2 SO 1 BB C
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D.23.2 HERERE(]) AHENRCPOMHAENRNC

BUWHREERRDELEREN BAB B, 2 MM &S B8, I ZDEC A ZDBC
(B D],

D.233 RERERZE(I):ZAH

K24 B2S [ B9 Y8 BE (OD 5o ) A XHE T R, ZE X R MR KA LURFL 1X10° EA A4 REE
IE ¥ B Al 1 ot (8] U MO SN K.

25 [ OD 5o P {H I =>0.2, M RRAFF S LR IR

HTREMRERHRERE B EMB 96 FALARMZE B 27D A G 11 3D BN CRRLEE RS 1
FIFSE 12 51,8 RS % XML KB % E).

EAFANZAPHES LSBT ATFHEAZNAKAT 15%, MRRA & & ZI5HE.

o T 40 MR IR 2 A0 R 2, to 7T LUE T M 22 B B A B R, IR AR 48 AR O — B, R A BoEE
PR AT R BRI 2 B R HRAE .

D.23.4 KBS

ETE.PEARRAE AREATREBZNESR 2 A~3 X,
ZD1AHTHARSRBERE.
FEAREREKER 1 X
—— SR R 04 4k (B R (1 B8/ EDTA) ¥ 55 7% 40 B 35 3- M b BB 1, 40 U 7€ 200 B0 3 min,
PR R B R, WA 1X10° MM/ mL, R A% B 100 uL B 3F
B 96 FLALUEHRMB M EROSABIL P (=58, RBSEIMOINGH R E) , EHRAF
A 100 pL 8B R 1X10° N4/ mL A48 BB (=1X 10" NHIH/ ).
—— S E 24 h(5%C0,,37 'C,>0% BHE) LATE KA 32, 76 110 98 7 0 (6] 98 £R 48 B ¥
OB EOEK.
— FHEBMBTRAS M REMERN SRS ARM KA HEE, BTXARERRNT
HlELRIRE,
®2x
—BH 24 h FEREEIEE,
—— AL 100 pL &3 24 76 B0 RE S 00 4 W . 5 4 o R L B X R SR AR (% ) Y b R B
%, RRBFMAENRBRATZORK 4 oA, 88 ¥ BR A 1007 B H# M, R EA
Sy B — 2 G S B P BB R . PAMEXT R R AR 1000 R, AR REAEN
iz
— B E 24 h(5%CO0,,37 'C,>90%EH) .,
-
U hABEEHEBHETRES ML HAEHREMRREREMN RS XRAMROLE KN
PE. DR IR IR 5 5 4 R 40 B 4 S A0 0 TR 7S 2 07 T RO 28, 1B X i R OR A AL A 4 R
PeERME., RARORBRAKSETRALRRE,JFETRSEREFRLR.
VAR KA ¥ 50 pL XTT/PMS B W2 —RRA+, Ve 37 CHFMPEMAT 3 h~5 h,
AR RO, N0 MRS VAR, NE LR 100 pL %63 A9 WUk E — SO P B A X R AL

A, B TR 450 nm 386 H A9 0CFL I & ARG BE T b M 5 R OK BE (B BK 630 nm).
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2D XITTHREEIRRERE

i (8]

SR

00 : 00

He# 96 FLA.1X 10" 141HE/100 uL MEM 335 2/l
W (37 'C,5%C0;,22 h~26 h)

'

24: 00

B % 3 9 2
'

24: 00

i A PR 4b B 4 2 A 4 A9 =>4 /S ok BE 00 B0 00 R 6 I 4R (100 pl)
CGRAMEZS (= Ab B SR IR 20)
M|A (37 'C,5%C0;,24 h)

v

48 : 00

TE 75 2 202 i B 0 BE VR A
A 50 uL XTT/PMS ¥ #
®#r (37 C,5%C0;,3 h~5 h)
v

51:00

R
A P®E 100 pL fm B 5 Fi
v

51+ 30

7£ 450 nm J4 it % % BF (£ f# 630 nm)

D.2.4 TR
JREAEBE XA PECRZENEE. URBRERXHASR, F KRE AN R 2 a5 RaE

x4 .

D.2.5 MESH
EHAREBRLSETHLSFPENAREMEFEHRE XHEESENMBEFREBA X, & 450 nm

WMAEDEHHE. B DD S5E AR ETR.

A

100 X OD 0.

ER(%) =100X 0D e

OD(SUII

OD 50— R IRFE G 100 %5 38 48 W ) 85 HE 7 24H

ODcsuh

= HEEEFE.

FEE R BARRS , X 5 7E ) IR T B0 .

MAEETERIA<ZAN 704, MWAFHAENHREE. KREL SOUNBRBFEREELS

100 % B WA A5 B F B, SN EEE LR,
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