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BEFMAR: DMEM (TR 555 ZQ-100)+10%fa4-MiE (FFF#AF 555 ZQ0500)
+1%P/S (FFEFAF 555 CSP006)

BRAR BRI, PRFAES M2
BEFRINEE: 95%ES+5% SR, JBE: 37°C

TEEE NLEELMEE: =T 1-3x109 56— (1mL/&)

pi3e-d0 WERTR (PFIALES: CSP042)

EERm HE. HE. XRAMGISAEME,; STR LEIEH

{E(XLLH 13 2-10 4

o 23R/

FIKEH, 1x100cells/HRIFE*2;

= aiitg BB, 1x100cells/T25 E355HE*1
ERE: 37°C;
REFEE

HIEE: -196°C
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KPC /NGRS K-Ras G12D F] LSL-Trp53 R172H FIFHEURSSEE, B4 LSL-K-Ras G12D /N\&, (RHMHTFRE
K-Ras G12D SEEEE/NG) 5 LSL-Trp53 R1T2H /NG, (FRAMEIRIA Trp53 R172H SRBEENE) 232, FEE
EAPEFEARARFEHRRETEEAV/NR, B KP M. RS KP /NES Pdx-Cre N, (BRERIFRME Cre 8
AERIANG) ZRLAF=E KPC/NR, ZINEE Pdx [BaFHIEET, @Y Cre BRI HEMFRERIRELRAFH
Loxp-Stop-Loxp (LSL) ERETEATTHF, {8 K-Ras G12D # Trp53 R172H SERERIEEMINERIRBRFRIX, K-
Ras G12D 5&3%F]] Trp53 R172H SRLFRIRIMEBAREAIVE, FEREBEIINK . KPC Fra/MEERIRERE, &
TFEMEAERE, 8 X 10 FRET, RIRNFIAHIIBIANER R EZAEEE (PanIN) ; KSHUNEIE 16 Bl
RARLEEEAMRIRSERE (PDAC) , HMHEEENEAHEERN. MEEEESTESHUNSERS,
BAMZHEREASARNEE, RMITFEAXMNBEFNRIINEERRS . Hoh, 7L 80%[9 KPC NG AR RS
AERZIREasers, EEARHERATERANF, XLt ARRIMEE NAVESEMI, KPC MEEKRT
Z/INBRYB R RAR R ARy

ZMpEIS SRS RS ER LUC BE, pure AT,

il IR

BEARIE iR

HHHaE i)

ENBRLEH BSL-2

PR (AR R
| SCHKIEMED

REHE S| BT RN, AI=3CERIEH .

®  RR[FPCNFEINE: INEIRREMAE-SOERESIRC( LZQ0158) M EiBrhFAEYMRIRBRARR
fit;

® ER[ECMERE: KPC-LUC (LZQO158)were kindly provided by Shanghai Zhong Qiao Xin Zhou
Biotechnology Co.,Ltd.” B “ZQXZbio"

RENFIEH

® X [PFFHA] 2RSS, ERPEREIRESR, EEXEREE, BIeTEESERIFEN;

® HABEAEMR, RECIEEIFHELN,

 h o) S R AR IR YR -
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o iZHEPISTERES LUC ROMEE, FEAMREXERIGIN, ESRGaELRIFMMNEE. BXRERTEHIFR
FEE, WLMIAERSRHTERREE, BVEIHREEMNME 3 K, FEEMEBEHITHE.

o REBITHEMER, BINIMAERER lugm ERERNRLIEFREHFIESR, ELHREZREET
&SR %4, BRSPS 2ug/ml ERSRMNDAISFEMETE, LILXE, ERSHYWIRED 4ug/ml,

o Eifi&diEdh, EFMAT 40%, WSLIETEE, MRIESISFREIES, EMIZTBELD 80%, WTHLEMA
FIREIERSR#HTHEE. A 4ug/ml ERSHERMBRIEEISE, AlELFE, BFEHRLIEFEE
g,

BEBWENEIEHEETIEN, FEREHTIENRNT B8, FATRISARIBEBISCINIRK.,
1. IRHFEIEFRRK;
OO 5 mL 27 PBS, BRREREAMRIETME, R PBS 5,
IO 1 mL 25 0.25%fREEEEAR (& EDTA) , BRREMEFBEZSIEMEHE;
MAEFERN, RS TERMERFEMIEE 2T EG AR R 2L
PO 3 mL SIBEMEFELRIEEWE, WITHRGEZ REFERAEREVITFEARREE REERNSE
&
6. WERMIBEIREL, 1000 rpm/min 3-5 38, BOTRE EEEF
7. DOIAFEHEFE, WL TROMIERAITT, RILGIERZIIESR, INEERE, FIRESERESHRE
BT,
1. REEHAAEMA T AP EBEMEERE, BaESEFaEnE, BOE,;
2. REHIETE 37°C KBPRERR (KXY 12 D) . ATEDISHROTEENE, RFFERSEKEREZ
r. —BXEOABRER, LEEREBRLKE, 715%NZEESREIMNE;
SHrEE 3. BABYERIE 3-onl RREFENEOEF, BRERS, B0 (125g, 3~59) 1000-1200rmp KR
Byee, MRS, FN 3nl EEEFERSARFHTITE, BEERLEFESHREER
BE 0.6-2.0X10°, BBEEFMRP, FIEFEPHEEF. BN 125 IJFF0ERN 5-/nl TeEHE, I%
FEIEE 80%LA_ERFER.
1. HEEE 80%LA L, EAREDEX 95%LL LR, BHAMRIRLL S B TIE S RREIEH TR,
2. HEUERIER 4°C AR (885 CSPo42) R, BIN—R TS @lFAF—8 (ImL/E) , BEEDE
FHERFFEET-0C°CRRKETER, ERRAKPHRE, TEET S0 CEL—XEHAIRERR
HEER gk
T BEARRIFERERBAERTABIERE, EREER MRS RERRFFQ2-8°C, & 40min; -20°C,
& 30min-60min; -80°CHE—XREERBERART HFEREFFERIFES, BEBERATRT.
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1. WeEIZBRE, 1548 40X, 100X, 200X % 2-3 KERF;

2. A 75%EEEEARS, HOEAILAREE, lERERRSETIEFETEHEEF 240 55
1TiRME, BIFARBBISEFMEEISFREGE, R IR ME TGS, I
8, FEERBBLREMERE

3. MHERMMEE: WRZRAAMEEELY 80%NIATIEREE (BRRAMIERIEN, B HEERmEi
BRFIRIECIRENRE) | MERMAREEEMEEEART 80% , ENERNteEFER
B2 | RIgiRIEZEH TAE,

4. BiFHE: MRMEEE, DHRG-TmLETSEFE (—RHERTTLURIE 1:2)

R wmanmm: Sl T N S R RIS T, TR
BB HRIESI RS A,
E:
o RKEWEIEERN RIS MR REEYEEAEEAR: TSR
H( NS EETABERIMMEILS), BOEBMERETS S CMERE, TERSER;
o EWEERIERAY. EERAEES, TAREEH 23 TRTE, ISEERER, B
EESNER, ERIEEIBEA 12 35
o IUEETSEASENG, SH, R, BREEERRE,
I WEIRE, BETKR, RESEETR;
2 EHE T RASE: TR -20°C KE; YIS 7 RS SRR S
AEE P TR KR
T EHIRSINSE, BIHEARE,
BOMAHTFRERY, SHNEHEET, SXSEENEALNARNESE, BFFTRGE
=, EREENTIESEK
I BERERFTSEARATEEOE, BOMSEEIE (1200mm, 3-Smin) ZRIFERE;
2. FIPBs ERHE, BAEMEIBKERI— P EOEPR, BXRELD (1200rpm, 3-5min) AR PBS;
— AN ImL 227587 EDTA 9 0.25%RESESYHME, B0, ENENEOERS, BRI
’ B, OSSR, REEIBIERAES AN (TM3, TM4, 203 KHIL) 12 5% ;
RHERET o momresmRE, WISSEMED; ST REEREE,
i i HTE, FRROREWTEGRR, SEERASE, RENA -smL SMENERERS

PARIEEE, B0 (12000pm, 3min) ZEPRERES;

5. IO smL AEARARAER A SEARERS, KRILRATESEF /IS,

6. BHMRETURMBESKIISBIREAR, &8 3-5 MRERNNAEEARTAREREL, &
Z W SR KR EEBRENERM.
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