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NIRBE AR R E L HERISE

1 SeE

AFVERE 1 NG R A0 28 57, B AR ARSI 40 i AR B Jo Al 55 07y T PR R VR R e A — i
JE
ARG IE T NI MR 20 2R S0 AT 7

2 MetsIRAxH

N HN AT A S A B R R AN TT D ) N H AR SR SO, AU H RS T A5
o FLRAVEBRAR SISO, HsofhioR CRFEITA PSSR & T A0

NSRS T A SR S FH 2 AN 1) o FLAR R H AR 51 SO, O0E B BRI AR AR E F T A SCF
NURAEFH IR S H S, HEdiRAs (BB d@H T4

GB 18467 ik if # i FE A A 2Lk

YY/T 0588-2017 =4 fifx

SZDB/7238-2017 %5 53 R HL & 3 H1| 5 (K] 43 Ay 4 o N U4 it S BRI

ISCN 2013 N 4 it A% 27 [l s i 44 A< i)

g NRIEFIE 25 (=30 (2015%5EK0)

ASN-0003-2015 2 - £& b7 A 41 By 5 = SE AL B I 2 1 (CO1) DNA % J& A5 %5 72 2h W 40 i #h J&@

(Species—Level Identification of Animal Cells through Mitochondrial Cytochrome Oxidase
Subunit 1 (CO1) DNA Barcodes)

3 RIEFMEX

NHIAREANE SGE T A
3.1

4K donor
FRAL IR A BRI -

3.2

ML ER cell line
AR O 22 RIMEARRE IR A 4l Bt . 4l Bt @ 2 B Y, H E A WHER R, it
B

3.3

JEARYHM primary cell
L B IRE I AR 2R B B ) £ T R 4l B 7R
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3.4

SEARIE solid tumor
WUARTES A EURE R ZRAER R, RS H 240 B e 2L R K R B3 AR K I IR i, SEREY
AETI T BRI A, X PR AR T B R R A

3.5

ST ER VAR balanced salt solution
H A M 15 FRI H F A A, AT DAZERFAIA72E . Y pH A DA SR 4 A7 R 1
PUEF s, w48, HRRPsk.

3.6

PEERAE B0 density gradient centrifugation
F— M (s e REERN 2 RN 75 808 W I — ESL BN IE S % SRR, At
TRERE A K E T AT, @i E e s i ERME MRS 2. 2Bk,

3.7

{EHEEFE] doubling time

RS TRt RE A, O A 40 Pt s 18 n — 5% T 75 TRV s (1]
3.8

BIEPE tumorigenicity

NP EEF B G ARV S A AT (B R AL e B 4 B A B T R IR e T
3.9

Yt ik chromosome

RS S MEAR, HDNA. RNAFIEE FUA R, HORASAEE BA M R IR R4 i 4,
DALt 22 A7 . RGNy T, Jet i 2 G et 8. QBRI tik, NERE T il
I HASFIAR B/

3.10

[F LEF > H isoenzyme analysis
FA AL FRE SR R, R B AR REEE R K FAR, W Fe 4l i St A b ) R e R A
PASRAS B YRR S 1 1 5] DO B i 2

3.1

A0 #r karyotype analysis

A5 U 41 B 1 G A HR A 1 G AR T SRR E R e , AT ECXS S g5 A d, Rt AT ISt
ML FE
3.12

BEHEHE UM polymerase chain reaction
JE I DNA A OUBE fift e . 1B KRR & A8 1 22 RGP R S DNAKE 52 17 51 1 T3 12
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3.13

MR A flow cytometry
X 2 Y ) LA g B At AR R, B IS AR IE S T, SEBLEE . B — A e b A
SHIERIHAR .

3.14

FIZE R EHIAR immunofluorescence technique
W 9% 07V (BURPUARRE R 45 6) 5 bt HR 456 f R i S e 7 2R L U SR AE A M P9 43 AR i
%o

4 YEREVE

NHNAERE G S T AR

CMV: B4R E: (Cytomegalovirus)

DMSO: —HIFEFAN (Dimethyl Sulfoxide)

DNA: it S A% HERZR  (Deoxyribonucleic Acid)

EBV: AZKJ29 5 (Epstein—Barr virus)

EDTA: 4 _RZVU . (Ethylenediaminetetraacetic Acid)
HBV: Z BT #HidE (Hepatitis B Virus)

HCV: TNZYAT#i#E (Hepatitis C Virus)

HIV: AZBGEhfERE: (Human Immunodeficiency Virus)
HTLV: AZRFETHHAUSRE: (Human T-lymphotropic Virus)
PBS: B ERLE AW (Phosphate Buffer Saline)

PCR A MFsER <M (Polymerase Chain Reaction)

5 HEARIKE

5.1 REmEHMMERE

5.1.1 FEACREERTNBEATAHR. U f TAR, PR BTHREACREE T R, I RIVAED 24, BB UL
FHATERATH &

5.1.2 FEACRENIEMNE “FtERE. AR AR, TEANR (BREEA. FEARBRIEBRARN RS M
SIRMEE, FEAUHOTH R, B RENRARE. Mk, BERE DRI B, 54,
SRAFARMG 2 O FIE R . R R 15 ILBH =% A

52 FRYE

5.2.1 MEARERTNWEEIRMEFER, QiFEA . FERe. . k. WPs SR ARG R LR
CUNIE ¥/ O S U U R )7 RSP I i S K ERSY VA PG ST R NS EIN  B

5.2.2 FEACREE A N IEAICR T RE NGRS, SR EARTAEARRENE . 5. K/,
Mo, RENAGE. IREEAEERIMRC.

5.2.3  NENLARA RIREAARIRE F B ORI IR, 0 HRIRE (A5 2 I B AU LLOR .
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5.3 HRTFIE
5.3.1 NAEFRERE MR IT AT BMRVAYT R 2 2 L, WHRERE BT R AR AR
5.3.2 RGBT NIERE WA, SRMAT S GB 18467 MIHLE .
5.4 MAREMER

5.4.1 RERINXFEARLETID, ITHEERENIRE . FAZIHBEEE S, #ECRE AR
MEFEACR SRR 4 1

5.4.2 REFMNICHESTTEIAXAS . WFIAFER, HEMESTCLERH . EEES . FEMTE R
b % Do

5.5 HARE
5.5.1 SEIREHEAR
5.5. 1.1 FEARL I el /R FA MG & IS W AG YT 765K, RIRFEAA BeH T4l &
5.5.1.2 RERERAGRIEM IR AILL, a5 AL RIER AL, SHRREA N B AR KT 5 mo.
5.5.2 BRRE/KHEAR

KA A AR R 2 R AR, AT AETCRR 25 AU K, SREEE R AMIKT 20 nL.
5.6 HARESEH

5.6.1 SEUIRREARLRAE T4 400 U/mL FHEEER . 400 p o/mL BEE 2 5 IR o I IR R A T Bl
L= R

5.6.2 SZAKRIREAARAT IS S E] SN IR 12 ho 05 ZKOREAS b B {747 5532 S 18] S AR 2 ho
6 YHRER

6.1 WSS
6.1.1  SEARIRIRE A B A% B 4H 2R ey ml i v Ak 2 E 4T AR 4l i 7 5 o
6.1.2 fALAHE

6.1. 2.1 o EBR I FEHT WS IRIEHLL, I 4°C P EhiE s e 421

6.1.2. 2 U IRAL R R AR DT R 1 mm’'~ 2 mm® KN RIZL 2R

6.1. 2. 3 ALY BB T, BRI FHMERHE L, BT 37 °C. 5% C02 (K574
Hi% 7 2 h~4 h,

6. 1. 2. A MR FHHR IR TI, IMANE AR, B TR P e,

6.1.3 BEgHILE

6.1.3.1 e BRI R #HARH B IRIEAL, NN 4°CV 1 SV IR Ve R 4124
6. 1. 3. 2 KA TG B AR AL B IR 2 2D 1 mm’~2 mm” K/ L8
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6.1.3. 3 1 mL~3 mL 0. 25%fE5 ARFEE 200 U/ml )5 & A, 37 CARBEE WAL 0.5 h~1h, 3%
4 CRE R IEA

6.1.3. 4 1N 3mL~5mL 5E 8 FRFL L, RAFLE 100 u m FO4HH G R iE, Wi 2 3+t
.
6.1.3.54°C,200g~300¢g B.L5min~10min J5 2 EiE, IMAE RSB FRIEE, B2 £ 0. 5~
1X10° /mL, BEFhEIEFEMET, BT 37 °C, 5% C02 MIEFEM M T 7%,

6.1.4 ME/KPEARTRHBEZEE O, LL4°C, 300g~500 g 3B L 5 min~10 min, WeEE R4
i J5 BT RS 3R

6.2 HREIESE
6.2.1 RN EL IRV, BRI SRR, R S SRR R K
6.2.2 ZHHUETFE 48 h~T2 h, R4 NGREE G HEAT B R M, 25 Ba I V& 1) 4H 2 BT A G B 241

6.2.3 VUFHERE 2 d~3 d #il, 8 RSN AE KRS . Fra iRt & BEIL F) 80% LA LI,
A REAT AR AL AR AR

6.3 mRm4t{k

6.3.1 BRAHIR AL FORFIHUMREIBRIS . R WA HRRRIR . W AR B A 1 — A el
FITVERR A o

6.3.2 HWEIRE
6.3.2.1 I N OEEYNM, RFARICEEAE RS IR0 T bR 1O R 2 ) A K X

6.3.2.2 FEIERIRIL AT R JC R 4H I R JE bR DX A A s R R T S VA VU DR A
i, ARG FRRAR SR TR

6.3.3 REMEEX

6.3.3.1  EIKIEMF E AR B E VR R 2D IR B 3. 1-E. 3. 6 AN, e BB B IR R B
7£ 5 min~20 min.

6.3.3.2 UEEARNGEER IR A B, BRI P B FE 5 min~20 min.
6.3.3.3 HEPDIKG6.3.3.2 1~3 Ik, WERE—RMEAREN, MRl REst.
6.3.4 HCHERRE

6.3.4.1 ¥F 0.5mg/mL~2 mg/mL R JEEFEL 0. 05 %~0. 25 %K) RS 1 BT 40 M b AT i A A 3, B
BN ALEE, R Aadn o VR e 4k iE Ak .

6.3.4.2 RHHEER BT )5, e IR ARG IR, B ARAR R, TR R AL
M,

6.3.5 BEEHEELE

6.3.5.1 HZ¥6.3.3. 1 HIEGM, IMAZEE 1.025~1.085 44 B, 20 °C, 800 g &
0> 10 min.
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6.3.5.2 BLLJEUAELLE 1. 050~1. 085 FMRAIMLE, 5% 2~3 k)5, IIAZERTRAE E G40,
BRhER I TR

6.4 #HAEfER

iR A R AR E S I RE.
6.5 KRR
6.5.1 A HIABNRAAERG, BEAKIEMR E FIPIR E. 3. 1~E. 3. 7 T4 R AT H 4
6.5.2  JMNE 10%~15% — FIEIEA (DMSO) (56 A E 7 ks, B4R % 1X10°/ mL~1X 10"/ nL.
6.5.3 EMRA L 1 oL/ B BMMAAAE T, HOBEEAE D, ERERIE— g bR%E
6.5.4 KHEAAEBNETHRET, BT-80 CUKFENR. SOBIERLT M5 R AT B IR OCK 41
P FE R 2280 "Co Bl 58 i L B A A 28 VR P KA

7 FREEN

7.1 E¥FBEMRN
7.1.1 {RpaR)
7.1.1.1 MBLE

BRI AL EAZIR (DNA) 2R TS 43 BT Bl ] TR . DNAZR RS 43 Bt B 25 ASN-0003-2015, [F) T
BEEAS I B 2 % B 54 F o

7.1.1.2 ARRAR/FREEFHEEE
‘HZ2S7DB/7238-2017X M0 & /FR AV RFE 1T % 52
7.1.1.3 HEBYHY

BLR FH 25 IR 4 SR R AR C ), i VA A AR AT A I, 8 LR A0 B R R S AR 1L 4
RILMAFG g = #r i Ab BB A R 5 PE TR U I 3T, IR OURE B 25 YY/T 0588—
2017,

7.1.2  HMRRTEEZR

7.1.2.1 AR ECR M G i g ek, il T A sh AR v B G AT AR I . B HoR
MMAAE R E SIS, H SOOI 40 A7 5 25 B R A T B 5324

7.1.2.2 BN R IEATHT TS R AME T 90%. B I3 B4 BAR 15 R R AME T 80%.
7.1.3 ‘ARpSEE

20 H A0 2 T R AL QA AR A B G B ¢ D' e B2, e e A DU 200 s e PR AR AT A B 1k s FR kAT
Rl o I A AR R B B S5 YY /T 0688—2017: 20 i oy 5t kar MIHRAE B AR 418 59 St b4 A FH 58 B
AT

7.1.4 {ZiEATE]
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704N HT R MR AN AR AT 20 A 0 I TS D

7.1.4.2 ZMIFEEIN R 2% (A NRSEAE 250 (=38) ) (2015 5RO @I 3604, @ id 2 il 4H
P2 A Y 22 X 20 £ 8 ) AT R 0 o

7.1.5 RERE
iR A R IR S MR T
7.1.6 FEEZESH
FAKHEISCN 2013 FEALFRG Iy R BRQ I A 20 4 B G AR JHEAT 40 A AR
7.1.7 RRIEMRIE
7171 HTERGH AR ST R PR

7.1.7.2 BSORPERIEHAE (R NRIEAEZ M (=80 ) (2015 S0 “ LWl A6 € FH 3)
P2 0k o ) 45 BAS e AR P 2 St

7.1.7.3 PRGBGSR EANE, 7R &Rk T g R RN, R E
A M - 30 & (TPD10) .

7.2 REMRN

7.2.1 FEKM

7.2.1.1 GHMLRAERAF TN EAT JC A

7.2.1.2  EHEBAKSE (R ARSEREZ 8 (=8 ) (2015 440 B 1101 A RLE i) 5755
i«

7.2.1.3 RGN AR 000 BRI 45 SRS A B o

7.2.2 TR

7.2.2.1 M FRTEGRAF T ROEEAT SCE A .

7.2.2.2 RRIHEMAE T R A B SR B (POR) 58 A S SR TR A, e 3 f
I AT SRR

7.2.2.3 PR E SR ARSI S SN B
7.2.3 A, INEREEFERN

7.2.3.1 B AERNBT ARSI E (EBY) . MRS (HBV) « NEUF &3 (HCV) « A
RGP E (HIV) -1, HIV-2, AR T 4ifigdss: (HTLV) -1, HTLV-2. B4 (CMV) | 4
PRV EE . JEA/NREE . 2RI/ A

7.2.3.2 ERHE (P ANRILAEZM (S ) (2015 4FERR) B 3306 %7 AU ER R HIV-1/2.
HBV. HCV HEATAGIN ;B K F v 1) 3 T i B 6 2 v ) P G S 2 4771 6 HTLV-1/2. EBV. CMV i
ATHEI

7.2.3.3 HAKWE (PEARILFEZ M (=3 ) (2015 SRR BN 3604 X 45 MR R REA TR

7
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7.2.3.4 R FIZEACHE ) BEHR SRS DN ) BER S e 1 S X 4 4/ 25 A F A N B AT A
.

7.2.3.5 BREFIRWEFCESRAN (A SRR G BRI T 4B 4RI &R S AN 2 D 5 el
IVROpS IR e
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Mt R A
(FERMMEMIR)
HERES
T H 485 Tt H W AR B

WEH

A1 BAVEMEASE R E LT, W

O ( ) mL  OZHEZUEF ( ) cmk ( ) emk ( ) cm By HAERZ ( ) mm

OmggEsR () mb

A2 FRAT I B 758 55 B K G805 VR ERURIAE U AT T DML T & A6 B o 2 Atk v
TAEFIES)

A3 BEAMM: B BREERIRERMIEFEARZ XXX, 0] DUFEAR AT 5 oA AT BE H 25K
B, AP 2R AR AT E AT, s A2 X I BT 83 HAh 7 T (R 2508 A ok .

A4 TR EM R F SRR AN T K BB S G HT BRI 2 1 IR AR A HR e 25
M mh S 5HAMM . B2 ESS AR %E .

A5 WLas: EIREAKE B TR AE SR I, FRANIA B TR R AR i 453 31 ()i 70 485 SRR SR %)
PR IR G I B . BN 200 ERE AR FE R AN R 72 AR A DG . o 8 P20 5 ) S L B
VAP

A6 S SAGE: UM A KA, JRA IR R B R AR AT, A A, K d%id
IR Bt i 0 7 V2 AR B

AT FRARLAIERES RO RE AR AR A S 5 177 2N AR i i 44 AT FR iR, S8 B4 N B BAG 3T IR
AR AR, s, ARSI NS S o SRR AN AT B Bl 04 328 Bl A% LE 45 HAth 7 1)
WEARAAEE T, RAVRIERTAE B2 B0 55 8, AT S AL AFIHUE SIS A A
B, ATFREMH RO P EASEEERINNE L

A.8 TR BT A R AT = A 1 2 o

A9 FHERIBH . 7EREFIEERISAE, &nT CABERS B it iR o, R isiB R i v
B ARG, BATEAT (SRR S AR UAEERATAE R H A R EdE, AR i Hei#HEE s
VAR B ) R 2 D0 bR R R B A DG 15 B H PR B B . AL 10 BE TR FaK -

WERESHALA ST W H %5E R, nlILE MR . WHERIEE A 4 M8, R XXX,

HE: XXX, WA XXX, WISh: XXX, bbb XXX
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B FERES A

1]1

o i 7

O ENZIRMG F T RER RS SR i i 0L, 28 TAb/ b R W8 RO ] B 2. S A AR RS R,
F 1 HAHSRI 1) 3 75 RIZAAME & B 2] 5 B B AR /A ad A < iR U T BER 5 XXX ZE Arfg 3

AEICR, JRRAE THEMRBCR T2 RO EANZIAE S 2 X0 5t R HB R EIA GEmTD ,
T TR/t 2 44

FEAREEZ A H 3]

K1 [ 7

OVEH P AR A RS, FEAREN G CRIIE TIERINUEN, JRoee TS INARFEARSE
IE I BRAOBLR AN XU E, 8 O N A5 SR IR E T

LA BSINAIRFEA RS, FFREEE GOt RES) MR AR S BEEN R R, N SERRARR
KiEe ARTERZBRIEHIT, PRS2 5 AT RSB,

7 1]

-~ RIFIFIRMB AR AL XXX

= RAVFRMFEAR REFRE KA TS XXX A aie B R e A .

REHZ A 3
CHIRME BRI R R, #HHo bl Jr20

e ANZEA 3
SEEIERIPSY

10
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Mt & B
(FERMMEMIR)
EEEEREER
* B.1 A TR E ARG EX.
#+<B.1 BEEEKXEERX

P4 EBFILS: TS

W A sl
KA LA HHIS 24

RS2 (- WM (SZIH D
WAL (- WEE (WIHD:

T 522

K

P25 52

ENISIE S

] ZE 1 S TR A 24

ARHAIT

F R4
TR f A Ho w5
VI MR YL STR

FARMEIILK:
FAREAZEA Bl A FARN %544

KBNS H 391 F A H W

IR SR (R A

AR LG DL
TN EEE £ A H

11
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M R C
(FRMERR)
MEEREER
R C1 G TMEEAFER.

RC. 1 MEHAERR

PWEEAER
I W4 fHEE 1D
e SE ay A F 4
HARESHEER
FEA R FEAHS
KA H 3] FEAREN

REBRTT % GEE #45):

Ab BRI 4R I [A] Ab 3 5E FSCR TE]
BARA
BEA ST IEEE gobrgghs | APURI(A BB H C)
BT
{RAFAE {RIFIRE
iz 7 = &% [E]
ik

e BOMHCE, FTAMINACER MR S IER, TANJE R8T R B ;. HEEMAL B, CRIR (A
=LY R, B=HHERIE. ik, C=KERIL) .

12
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FEMEFRMIIR

D, 15 H T FEULRFIER, KD 2GH T EEREMIIE.
=D 1 EEMUEYIR

BBt NEZA A&
vt RIEFRZE T &L FTENAR%E
RERE BRIk (2 CT~8C) FEA T 17
AUk (2°CT~8°C) FEAREAE
IREAREHIEEL HEbRZE
- JUESE e ERE P L]
41 it R AUEBOHL (20 'C~40 °C; feEs FEAE D
7735 15000 g BA ED
E Ykt E] B a
Fuias (10 L, 100y L, 1000y L) | 40iib3 554
AT B AT &
Y IR AT -80 ‘CUk4H AT FEANEAT
R G AT FEANEAT
*®D.2 FEHEMIIE
MrEx FER LB FR Hi&
THWEMFE B N
iR HEE
KAME KAME LS
KM 2F
R FLEY HEUREA BT
FEACK AR 48y HEWEAR B
HEE HLFEAR D E
% H JC B I 5 o 5 7K [ e Y
FARII LR
PR FEAFRIN
S WNEA
BV FEAR I A AU 5
Bl Y PR e B TR e 7S
ML o T
21 i 1) 1 6 1) i R i A

13
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HR A8 AIFEA DI
I HEREA D
RAFE flAEAEA

IR AT AR B GAFE
FEF PR & FEAS B A B

14
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Mt ® E
(FERMMEMIR)
AR RIRIERTE

IS

{5 B 5O s . A BRIE IR (JEE: 5 °C~65 C, HA/NT80L) B0l (JEFE: —20 T~
40 °C, e B0 J1ik15 000 gL ) AW ze4tE . S . Bt (10 L, 100 L, 1000 L)

E.2 iX5f#EEM

TS en' MAINLE N, NI, LT 75 /R . WO 1 T i B0
@iﬁ%‘ 75%?@*33\ %ggﬁ\ *%fj‘z\ iﬂ‘mﬂ%\ }%?’Tﬁ{ﬁlo

E.3 MHEERBE TAERER
E.3.1 M50 mLE0i, WCERNMIG IR, I H U7 SRR Ve 1 ~ 208, DL R A 15 IR U i iR 2
FIBEE L.

E.3.2 [AHAIMAL L4 (570, 05%~0. 25% Trypsin—EDTA) , B T-37 C Fi 7441 min~3 min,
AL A 5 HE B SRR 8 B BT N TSR, MR PR B 4E . BRI BRI O )E, SEEP R TEAL .

E.3.3 4 ES IR A RS I S5 B R S AE  A  B R, TR A& kT Ak

E.3.4 ARG, WREORM BRI, HF RT3 JORRRE I 25 772 et R
E.3.5 MWEHBAMMLEREHOET, 300 g~500 g L5 min.

E.3.6 A HiEW, MG &M ShidiiE e ani2 ~ 31k, R & W 5 Qe b AT 4 B ok v -
E.3.7 M4 BiEWwR, fEEOEPIIMAS L &8I, JFREWITANNE, Hil a2k .

E.3.8 HHEAMuZEE, #IE5 000/ cm’ ~6 000/ cm’5 FE RN 40 i 2 35 55, 137 °C, 5% CO.ZH i
R FRAE P AT RS R

E.3.9 ARIRAINA: KARAHET B0, — 2 d~3 IR BLB— VIR, AN K E85%EL R A,
AT AR IRAT B3R

15
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Mt % F
(HUSEERR)
B LB iR {EMRIZE

F.1 438

TR RAE GRJE: 5 °C~65C, BIA/NTS0L) « il A% EOFL GRE: —20 'C~40 C;
B 50 711815 000 gbA BD AR A MR SRR RIS WRIRTR A, 2R UEAR. EIR
#ry TP (0. 1mg~220g) 4 CUKHH. pHit (r#F2: 0.001 pH; BIEHMND Tk ZHHE
WAL (10 V~300V) .

F.2 5B

F.2.1 fRROZRER

Tris 0.303 g, L f&PYZ 8 (EDTA) 0.0186 g, FimE%2 % TritonX-100, MIZKEHZE50 mL, HC1
PpHZET. 5, 4 CIR-A%.

F.2.2 BLHEZZ4%
LR 24510. 3 g, ELHEZ1.84 g, MI/AKEZARZE1000 mL, 4 CHEAE.
F.2.3 FAfBRSEE (LD) EG&KEY

NAD 5 mg, MTT 2 mg, PMS 0. 4 mg, 1 mol/LF.FE4N1 mL, 0. 1 mol/L NaCl 0. 5mL, 0. 5mol/L[¥] Tris-HCI
(pH 8.0) 1.5mL, AIZKEAHFZ10mL,

F.2.4 BEPE--BERREE (GoPD) BEKY)

NADP 3 mg, MTT 2mg, PMS 0.4 mg, G6PD 50 mg, MgCL2 10 mg, 0.5 mol/LfTris—HCl (pH 8.0) 2
mL, JI/KEZR10mL.

F.2.5 BERBERESE (W) ZEeKY

WIEF20 mg, MTT 2 mg, PMS 0. 4 mg, T M4 AL EFO. 3 unit, 0. 1 mol/L NaHPO, 1 mL, 0. 5 mol/L Tris—HC1
(pH 7.5) 1mL, HMI/KEHZE10mL.

F.2.6 IRBEVERERR

I HEHEO. 8 g, EDTA 0.035 g, ELELZZEM 100 mLin#AEL

F.3 #&NiERF

F.3.1 ¢HREETERHIEZEN

F.3. 1.1 KRR R NI HES B AR AR TP IR, AR BRI,
Rk,
16
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F.3.1.2 SRABERR E 2 (PBS) JEVRAIM R Z, Nl mUBEE AN, 37 CiRAaELZ g0 lieE, i
2 mL 10 % /N IV FPMEMES 75 58 AR B B VE . FRK R 2 L E & 0%

F.3.1.3 300 g&0»10min, 32 B3, 0 1 ml PBSHRFTINA], HRIsESLy, Wt T-5%BIPBS.

F.3.1.4 fSSEHMAERRL, NSRRI R g2, SRR N2 min~3 min, VK E/M30min, 4 °C, 5
000 g~8000 g .25 min, Wi EIEREHEPE, 20 CLRIF.

F.3.2 IRAsPERtAcH &
F.3.2.1 K270 175 mm /5 0 T 6532 WY A SR AE P B R v 1), ST Sl I R Ay o] e A — .

F.3.2.2 CREBRASHEEEE AT 4522 52 M L i /NFLIE NSRS S R 22 1805 N IR ¥ i B <
WA, FHEREI S AT £, Rrikt B4 CHU R

F.3.3 Hj%

F.3.3. 1 /oK B B IRt 38T M RO J TN LR A, SR e R AR M 2R e _E T R £L T
L ~3 WL/ FUMBEIAFESLA, §BES0 s{f 58 SR UR , TEA HLIKIR

F.3.3.2 LD HLUKHLE N5V, HEPKIT A 1. 5 h: GEPDHLYK HL 990 V, HEykI[E] A 1 h; NPHEK HL & N8
5V, HIKEFECAL he NPRER TEERIETE, Bk EKH BT .

F.3.4 Bf

F.3.4.1 fFIEHKE , BUREEREN, HCELER RN, TEAS nL~5 mLxf N F R G, 37 CJM

20 min~25 min.

F.3.4.2 EgitHHlGE, EHEKPEHRKRA2~3 K, FELR LK ERIERE K BT HiE.,

F.4 FIEHE

F.4.1 BRI 5 FRAES i n) =R TR 2 H MR, B2 TR s SiaES 541
ARTEL, U E A A RN R —Fh R 4 i 2R o

F.4.2 Ffpadii SArnES B4 =R TR B A MR, (B0 MR R S M2 5 4l A
[, AR AR AN TR SR A A%

F4.3 FFRAINLS FRAES S AN = A0 LR AR, e R AR 17 AR R IR AR5 X
k.
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M R G
(FRMERR)
i AR I ARIC T 3R
RG. 145 W T R 4R ks e PEAR L 512K

®/G6. 1 BT RIMEARICHITIR

il 8 240 R 2 s R PEAR e

e 41 A CYFRA 21-1. NSE. SCC. CEA. CA50 ¥R ik
JFF- e 4 AFP. AFU. CEA. CA19-9 ¥ ik

45 L et 2 CEA. Ki67. CK20. CK7. CA19-9. CA50 ¥ £ik
FL R 4 CA15-3. CEA. CA125 #m ik

URE Rl CA125. CEA. CA72-4. B -HCG. AFP ik
B 2 4 CEA. CA724 ¥R ik

FE A CEA. SCC. SF. B -HCG i ik

S a4 CEA. CA72-4, CA19-9 ¥ ik

LRaeSitli) $-100. NKI-C3. HMB-45 ¥J% % ik

I 371 Fi e 210 PAP. PSA. F-PSA ¥jRiZik

TR i e 4 HCG. CEA. AFP ¥R ik

18
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Mt & H
(FERMMEMIR)

B IEREERIE
Ho1 X2%
BB, B BT .
H.2 R{FIFEM
0.4 %S WYY AEFRER /K. (20 T HH0h .
H.3  #&[RIE

£ Wy S 2 L AUR AR M 5 57 v i Y R SR A 56 5 e (T k2 — o IR TG A, oh T e i e
RENEHEF G IS, M ABERSRE AN o 1 RIE ME BN A AEAN e B 0, P PR S R i, RT
BB . YOV e B e, MW YOV DSt Rk, B S geG AT LR
HRIAE, PRI o iE AR . SRRt )R, B R B e N R T
AT AR U ARA7 3 5 AT LU BORS i ) 5 B

H.4 MEER
Ho4. 1 XFTEfF40, BORRMmi, Samits, MiESgniian Pes, HaH i . xt
TUGEEANMNL, ST BRBE AL AR, P A 5 VA i 26 A B

H.4.2 HYO.5 mLEguo s, %M 1: 1HF150. 5ml 0. 4% G B el 78 1R S, Eimget 3min~1

0 min.

1 HEME R FMREENE, Rar R AS SIS MBE LG, T
2. AYUESEE RS, ATE 0. 2nml BYIMERN, L& USRS 0.5nL, ZJEEM 0.5mL 0.4% S
Peth i geta,

H. 4.3 HUbE B O A MLt Ek, T BHEIRAS N8, 2t R G (Rid
) aRIpT At DR IDSRA ) 0

E1: ABRHE NG A, I SR B L SR RN AL L e e AN
72 Tmm2 77 % P AR ECE B AR 20-50 A, AR EGERE 200 A, R EOHT I B AL

H 4.4 %ML ARS8 E E FAyEgn i m ot o
H.4.5 ST mm’ K774 A 17250 40 i 5 X Bl 154 < 107,
S RRASEON: BRI 4. 2T AN R S G I I P B ROR A 5 TR R 55

Ho4.6 R4 H= F=TH40% X SR,
19
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H.4.7 ZHMi53= (R4 coE 4o /e gifidi X 100%
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Mt ® |
(FERMMEMIR)
BERIGIRIERIE

L1 (a8

TN SRR (RJE: 5°C~65C, BAAV/NTEOL) « Ol GEEE: -20 'C~40 C; A5
773815000 gk b AW aeE . AR, ML .

1.2 R

75 e JUMIES IR PORANIET SR BRRIE . H/REER . MEAR. AEHK. JEEA.
1.3 MFERF
131 R 4 A 2R e S 0 B T 45 7 F o FER 2L 8 4 2R 11 R LR 48 28 40 ) A e R 2

TIGEAREME A0 pg /nL. 12.5 g /mL. 25 g /mLy 50 pg/mL. 100 pg /mL.

1.3.2 HUEKCIRZS REFHIMRANE, RAEURIRE AL AT R A, B AR I 2001 X 105> /m
Lo

1.3.3 (A T M FUAR M o i B9, BEMIFLIN0. 1 mL, F4 BN J] 58 1 -PBSIERO. 1 mL, ffiJ]5
E AR BAIRERCN: 100 pg/mL. 50 pg/mL. 25 pg/mL. 12.5 peg/mL A0 (8D peg/mL;

1.3.4 BEHIIRG# EIR%ES], §rib5min~10min, MEEEIM L.
I.4 F|ErERHE

4.1 8 EN BRI B A B AE T SR BARIK . (UNT50 pe/mL) SBEEILG 4, HInZ ik
AR

I 4.2 fEIREAT R ATIE N, DUEE R 20 A Ao N A% A Bt B S B T G R IR, il 2l JF
AR LRAT -

21



DB4403/TXX—XXXX

2 £ X W

[01] (2l 77 o 45l i R ATt 78 2R 0 GXAT) —CFDAY , 2015.

[02] (b B N8 A% B S /K AR 4R R SZHOR IR ) (BRHgdR) 2007,

(03] 5hadt e, KA, ZWRaE, 55 MUK AR A &S THE RN (T]. EirkimE s,
2012, 33(3):315-317

[04] s tihE, FKEe. MR 7 & SAa et it ke (], BRAERIE, 2009, 15(4) :522-524.

[05] #7Kk 5, TKIG¥S. Ficol 1% JERAIE B ik B IS /KB AR A T AR LT]. TR AN B AR,
2013(20) :144-145

[06] & iffife, BRI, XIEE: ANBsanfuss s M. dbat: 42Tk hit:, 2006.

[07]Agarwal S, Rimm D L. Making Every Cell Like HelLa : A Giant Step For Cell Culture[]].
American Journal of Pathology, 2012, 180(2) :443-445.

[08]Ahmed D, Eide P W, Eilertsen I A, et al. Epigenetic and genetic features of 24 colon
cancer cell lines[J]. Oncogenesis, 2013, 2(9):eT7l.

[09] ANSI/ATCC, Authentication of Human Cell Lines: Standardization of STR Profiling
2011, ASN-0002-2011.

[10]Barretina J, Caponigro G, Stransky N, et al. The Cancer Cell Line Encyclopedia enables
predictive modelling of anticancer drug sensitivity. [J]. Nature, 2012, 483(7391) :603.

[11]Carney D N, Gazdar A F, Bepler G, et al. Establishment and identification of small
cell lung cancer cell lines having classic and variant features[J]. Cancer Research,
1985, 45(6) :2913-23.

[12]Cayrefourcq L, Mazard T, Joosse S, et al. Establishment and characterization of a
cell line from human circulating colon cancer cells[J]. Cancer Research, 2015,
75(5) :892-901.

[13]Dangles—Marie V, Pocard M, Richon S, et al. Establishment of human colon cancer cell
lines from fresh tumors versus xenografts: comparison of success rate and cell line
features[J]. Cancer research, 2007, 67(1): 398-407

[14]Duffy M J. Tumor Markers in Clinical Practice: A Review Focusing on Common Solid
Cancers[J]. Medical Principles & Practice, 2013, 22(1):4-11.

[15]Hanahan D, Weinberg R A. The hallmark of cancer[J]. Cell, 2000, 100:57-71.

[16]Hanahan D, Weinberg R A. Hallmarks of cancer: the next generation[]J]. cell, 2011,
144 (5) : 646-674.

[17]Hidalgo M, Amant F, Biankin AV, et al. Patient Derived Xenograft Models: An Emerging
Platform for Translational Cancer Research[]J]. Cancer Discovery, 2014, 4(9) :998-1013.

[18]Katz E. Niche-dependent tumorigenic capacity of malignant ovarian ascites—derived
cancer cell subpopulations. [J]. Clinical Cancer Research, 2009, 15(1):70-80.

[19]Liu T, XuF, DuX, et al. Establishment and characterization of multi-drug resistant,
prostate carcinoma—initiating stem—like cells from human prostate cancer cell lines
22RV1[J]. Molecular & Cellular Biochemistry, 2010, 340(2) :265-273.

[20]Malati T, Malati T. Tumor markers: An overview[]J]. Indian Journal of Clinical
Biochemistry, 2007, 22(2):17-31.

22



DB4403/TXX—XXXX

23



