RIHik 10X BRLAIRERE T W o) 2K fF %

JESCEIAT -

1: BAREREIHES 5B HX A HWRLE?

% J7EAAM, TE A 10X XEHEZK polyadenylated BB R AR AR, E2F A ploydT
Bl REEF, 3RE polydT B[#{iTF gel bead oligo (KEEEKE L F) T 5% polydT fit
BEERTSIME.

Single Cell 3' v3.1 Gene Expression Library:

Sample Sample Sample
Index PCR Index (i5: 10} Index (i7: 10)
Product [ [
P5 TruSeq Read 1 B'E(I UMI Poly(dTIVN TruSeqRead 2
5 ANTGATACGG0GACEA COSAGATCTACAC H10- ACACTCTTTOCCTACACGADGCTCTTOCGATC T AT2-TTTTTFTTTTTTTTTTITTITTTITTITTIVN: AGH !
FITACRTGO0GCTOGTEGCTCTAGATGTE- NG AGGCTAGA M- NTE TCTAGCCTTC TOSTGTCAGACTTGAGETCAGTE- M1 5

Single Cell 5' v2 Gene Expression Library:

I
Sample Index

I
PCR Product P5  Sample Read1 10x UMI TSO Insert  Read2 Sample
Index (i5) Barcod e ndex (i7)

2: MRBOBRME/ MR RETRERER, RZEAND?

MARERH. RAMFESTHERNARIARZITR, HFEERACERZK (GEM)
MBS HEE. KREATMAREANTERBNTRGETERNARITRORER.
Bb5h, #ER AR RNA TTRESFIBTAAIME, SBEBEFHIAESZRE, FAREE A
R4, B2, FERATREFATEEN. BANTH &P IREFEENTER RETHEER
BR, BTG RULEE T T B AR REB"H &

high debris (nuclei) Low debris (nuclei)

3 R EFEEARREZRDL?

BERNEALT, FENARRAEEMRSHEARE; AW, FEHATREEHTR
FRIEEE . BERERARRETREEANREYE. ARISEHNLFAREZKEIHE
FEWOE AL, EERXRERANEIRTTRAEHTOARENLALABRER. AR
HABFRRTEE—MAEBRINNEBRATR, TUREAREATHERNET, ARt
RBEACKHTHEE, BABELEREREN.,



4: BRFFHRERTHARERTS AR?

FRARENARFRERREFNNEAR, SREEANARREREXIRIENERRE
&, BRHRERER 48h(2-8°C), FLHMMMENARRERRFHEHA 72h(2-8°C),

5: AR SHEARARNERRERATER"

10x EAEOEMK, ¥FiE W https://kb.10xgenomics.com/hc/en-
us/articles/115004021986-Are-there-gene-expression-differences-between-fresh-

and-frozen-thawed-cells

FERARMA IEFALLR T RAR—HENFEFARA PBMC. HEERATF
PBMC ZEMBGHREAFIASERX. REMX FRFHSRNIHE (RBC) 5, %
MEERARE RSB EREREFIERIT .

6: REMEMAMAMRNF, BEEMFIERIEEHEFR PBMC 4?

P77 RESIEETINAY,

EMEHMNHEARARGAERRANOREE, MEKE, MEIEHESF 90%U EEE T X
FEy. —BEENMEERNRAEMIERFRANTL, SEmEATMEX, ERER
RIEMNZHEMBRE 4-6h ARSRE, FIURRZHEIBSEEERIANTL.
MRBOCEARENVEURFNIMNERELRBE A 30min WIRE PBMC B &S,
BERFFEHBLARS, TRSSEABATILRES, REZREHERE, FITELISK
MEEBENIL AR ETN, EXAFERNERFRARERARAHATAN. AHARER
HE, TUHEEE. fIUFERFNERFRERN PBMC 81, FINEFRERESE
&,

7: FEHTT 10x BAARR EALZ AT, BT IFEH RNAIlater S{Hftt RNA FaE 7l

AL IRLM AR AR ?

EFERREREREFEAG)HEMERERMT (5°) Z8T, BAIERUIXEEER
RNAlater 2 RNAprotect XZAfRsRHLRIAEE, Ht T EREBEMTREREINL. B, X
B FI TS RERBE AR (NARKEFERENAR), XSHESIWEREBM
mRNA & &, B, IRXEHEFEANBARERE, FEFHSRZIRME,

8: FHEMA Chromium HMEZSBIXFIEM OCT SIEAEE SR TN EMINZX
2

Eit ERIME, 10x EFBEHEXE, WTHE:


https://kb.10xgenomics.com/hc/en-us/articles/115004021986-Are-there-gene-expression-differences-between-fresh-and-frozen-thawed-cells
https://kb.10xgenomics.com/hc/en-us/articles/115004021986-Are-there-gene-expression-differences-between-fresh-and-frozen-thawed-cells
https://kb.10xgenomics.com/hc/en-us/articles/115004021986-Are-there-gene-expression-differences-between-fresh-and-frozen-thawed-cells

Isolating nuclei from OCT embedded tissue

e Yield increases with increasing curl e OCT embedding can cause reduced
thickness starting tissue quality, leading to slightly
o 10-100 uM mouse brain curls evaluated reduced library quality
Mouse Brain Mouse Brain

Curl Thickness

per Cell (10K rrpc)
L4
L ]
.
.
[+]
=

Nuclei Yield
Fraction Reads in Cells

8
Median Genes
»

url Thickness (um)

Storage can impact different sample types and cell types differently, run a pilot when possible

103 ¢sevonce

FILRIEEE:

—: BT OCT AMB RARIEIMEM T HALES R, ARARETRIFER. FAHR
RERMS THEFEREL OCT GIBLALR, ¥4 RIN ETREFBI FHETHLA F RNA 2
BRERER.

Z: OCT BHAT R RSERHEKIEE

=: VREEEFEREE—L, i1 40uM-100uM, XEBITRESHZNTE, FRMNAR
KB, MEZNEHLARE.

9: 10x 4> scRNA-seq 1 snRNA-seq, FiZan{aixiER?

fERARETARZEAEEMRRRTILANEER, BEERLE. BANZHTHEEFI
RFTEADTTIE. MRURGHEFAR, OB BHMEE. TR ERNARRER,
MAERBRNARAR RIS (MZTMATAR) SCEMMBBAAER, Az
=P REERE.

10: REETUAFE/ZRPEE [EE A RS2 05 FF?

BEXMNTRET UARMEBMBAUFE, EEIES smart AREARTUH, RMNZ
o B FLEX $REHHEIREYTT R A LR AR .

11: BARERIT (5% F4H+VD)) SHEZFESGE?

BMNEFRUEOEARRE FFERAMEZEARNNLR T RARERIMMTBRATR, 37
THE T XEMEERENME. ZRRE5HRZARE, AFHRRERE.

ETFXEmik 10x EANEE, RNEZAMMEREZFIKR VD) FIRRERE, HA
#F AR R RN RATERIE VD) S92 8RN K. EXFE
ANTEFRRRRRAMZSBENRAEZANER, VD) #FRANREMRIZAFRIE
€, EARPHREBEAS. X9 BHEZERE MR RS VIFE mRNA 9E
%, NfiSETATFHEMMrAERARLD . i, RRARZLSSEABRSRPIR
1 RNA [93Efn, <f# Cell Ranger VD) EZAEMEWARFHEMLERFTEL S, W
BRELAESE T/B 4.



12: ARBSRNHEIEFRESEWERNRIX?

BRIEANAER, FTEERELCERYMRESSATRENNMR~ERWE, ES
FHER~ENBREN, EENAEZHGHEE, FmmamiEtt. R, ERMENFS
Bigith, RENBRIEFTEEMN. BRAXERNE, 7E case # control HEFEFE,
{1353 case # control IERFKIAEE, MUMERIBHNRRIRE, HERERNBE
MEERNXBER

13: AFIFHEIEEE, BFRR, FEXRS, BETUEEIR?

— R, RINXBMESRRCER: MIRTEER > 80%, MIBLERER <10% SEMIERESS
BEl: 700 ~ 1200 cells/ul, F1ZE > 70%, {EEEEREEDI T, NRBEAGSSEHEmE,
RESER 70uth B IR, FEHE 30%th B HIhESH.

14: ARARREHROERT, —REL THRKAETAAMEE 0.5-2 5

6], MR STEEERANRERGHLE?

—: BEARESHR

BEARREMEME, FRRR, SFLARTES

o YRR ETE

BRI A R ZE I SR AOPI T AR, BERRITHEHUMNEE ST
BAENER, INAEHATEERH, FEMESNEIAEERE, LR EERBATF, —
BRI 3 KEREH R FRENITRLER .

=: KRS
MEKEERASEREN, —BERERREN, BEF—ERESALER, RinhE R
EMEKERZTER, XNTHNRUEREA, ERTHEN—LRSTERRAN, tb
WMMEKKFRAETRET, BMAERT MRS, XMMETERRHEREREN—IE
A

15: LFX 10XGenomics BT E B H AL HE?

— B ES, —RUHEEK AR ;
Z X AR/ R K BIPREME, BHEFEERSSIX 65% ;
=.MMtbE, BNEREIXERERLE.

16: BAMMNFIIEERTAER?
FIER R RTHA BAIRIX S
17: ROBALARERT, SEHRBEA?

10x BAMRNE, —AN SR ER 28 8 MES 16 NM¥, FER, HRZHERT, HiF
ik, HEBAR, HFHKR, SRFBENFERSEM IR, BERNESESTN, &
BEEEFESILI Harmony, Seurat3, fastMNN FXBR#ERBR .



