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2.8 cONARERIEEREZRBMLE? ..o, 3
3L atemplate SWitch 0lgO (TSO)?..ucvvvieeeceeeeeiee e, 3
4 BPYMREAL R 305 S I IEAIKBIBRMLE? .o 4
5V2 5 V3IHFIFENXFZEMA, MHAFIERESTUESOI? e, 4
6. EAVRBEETITEITTIE? oo 5

7.QC #gE5, read2 BY GC distribution over all sequences HIIXIEHIREBHL, 2

e v 2 SO 5
8.oFEWFF, Mb, kb, bp DBIKEHAERRE, BMNIZEEHRE? . 5

9.QC #iZEH, 924 read2 BY duplication KFEHARAE? MNOERELHM? ... 6
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VB S RN 7 Na ol N B85 2 =X OO 6
3.7E Cell Ranger 2475 cloup 1, 2Uali+E“Log2 Fold Change”J? ......ccoovvvvunnnee. 7
A LBMUBIFIE? oo 7
SRR EERIEZR? oo 8
6.10x Cell Ranger {&iE barcode Y57 cell BOBI? ...ovooveeeeeeeeeeeee e 8 o
TESERBETRF, MEEEEAB? s 8 g
8.Cell Ranger MWTEhRIRES, FE_REFERRIFEEMUZRMAA? e 9 %
9 WA TRAR Graph-based IXFFEEZETTTE? oo 9 -
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10 4MATEEAR K-Means IXFIBEZETTIE? oovvvvveeeseeerereeesssssesssssssss s 9
11.10x B9 UMI FFIEE/DF, SMEIATS UMI FEFIRERHI? oo 9 é
12.Cell Ranger BIEEXIHIMURITA? oo 9 E
BENRMONER, SEXEEHITTILIE? e, 10 E
14.10x BAZHREEERAA cloup FAFUMAIER? oo 10
S BRI IIERTS o 10
13HEFRAS SHERERTALUEEEDIT? oo 10
2.K-means B2, AMAIEERERIE K EL? oo ee et eeeee e ee s 10
3EBEEIE UMIEELIT TPM, RPKM B, FPKM? oo 11
4.Cell Ranger 5 Seurat ZAEDHTHIXBU? oo 11
5 AHRESEEYTE MAUTTIEBMPLE? oo 1

6. —E B RMREIERIR THRERER, RIRNEFNERESHITIZN
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B, BEEDEEBR? s 12
7.Reads Mapped Confidently to Transcriptome < 60%/EATI? ...ovvevvveveieeeeeeeeeeneene, 12
8. 79+ AMERIRVEIE Cell Ranger HHf7/E, 1SZIAY t-SNE BISA—HE? o 13
9.Cell Ranger AJTLARBRZABBIEIRID? ..o 13
10.Reads Mapped to Genome BEEARTFEIIIKTE? oo 13
1LERAM, ESEEREMAT—H, TU—BESDID? s 13
12.BA4RRE5HT Cell Ranger RJLASDHTEZNHARE? oo 13
B3 MERREHAIEZRBIBLE? s 13
14 SN IERERBEET B AOEIZREIPLE? e 14
IS NI DT AEEK? oo 14
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—. EFHFH (H, EESNFS)

1.fastQC £55RH readl RUREF GC SEEDHAMTALIEE? 30bp [FIZH oligdT AILE
&2

& 1) BFIOXRIARRIEIS T, WL Rreadl \EEIA1bpZE 16bpabarcode R, &g
#=210bp (F12bp) AIUMIFFFI, BEREERploy(dT)VN, BFFFIRNTAREENS, S526bp (T
28bp) ZEMIEENFREFCCHMEE), XRIEFEINSR, MHE10x Cell RangerfEs
read1 R FEZEIRT26bp (SLAI280p) HIFFIER, EEFIIRESEASIIER LM,

2) I8 Ereads1F5130bp/aHo0ligd TS, FastQCRIATCGHHEIZIATIZE: MEATUE
BLreadsI NEIXFHEN, 30bp/adTIEEARHE, F7igBo0ligdTE, XEHRT:

a. H30bp/FNFRERS, fastaQCHITIEE, FFFIBoligdTE, FNFREZE, fastQC
IRBATIEE, F7igBHoligd T4,

b. HYE79 NovoSeq U7, & lane U fastQC ;R dT I&(H, FFFIIRAE oligdT £544; A~ lane
N7 dT EE{EFN oligdT £548; ENFFE/ X-ten, FNEEEE lane, readsl AY fastQC #ZE
I dT (A, F51%8 olidT 4514, ARSI T 10x B, EESHTAT R Readsl AIFT 26bp,
AT T2 B s imad.

2§00 cDNA SREM T ERZEWLE?

& 1) HANEESEIT EENONAIRE, FRMABNERREKESA—F, B5ME
LIS SRR IR EE,

2) YHREHANER, B ARRRARCR., il MEESIRE. MRS, BLEE.
FACSZ, HALSRAIAVEMESE, LIEMERE™E, EEREITEEEH, &KPCR
TBIREL (15ANCcDNARIPCRY IBIBIR A A indexHEFREI T 8ES S EUL Eduplicatestb FIFHR)

&=
=T o

REPUTATION

344 atemplate switch oligo (TSO)?

&1 TSO (template switch oligo)@—FIEZHER, HERIRETS, EOPEREEMNAIR
TEMRAICIZERRZYAZ, TSORZIKCDNATRINTY —NBFRIS S, FATF R cDNAY IS,
TSO TEEA4HAE 3XIFNEAARE 530 AR, 7E 33, polyd(T)FFFIREIR oligo AY
— B9 (REFER oligo tHELE 10x £&f5. UMI FIEB5S Illumina Read 1 FF51), TSO £ RT 5147
thiRfit. 5IeT, RT S40REE polyd(T), TSO REEEIAEERYIAI—ERS.
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Single Cell 3' assay after reverse transcription:

3:44 Switch Oligo
4.44
4AAAAAAAAAAA rGrGrG
[ i — CCC I
Read 1 10x UMl  Poly(dT)VN

Barcode

Single Cell 5' assay after reverse transcription:

M"“‘W
I rGrGrG AAAAAAAAAAA PP
I CCC |
Read 1 10x  UMI  Switch Oligo

Barcode

4 BYRREEE R 305 5 IR AIX BB HpLE?

& FAEMEL, E£EJ9 10X SEERER polyadenylated EBRIAERARI AR, #Z6EMA ploydT
S|¥IRAER, 31a3E polydT 5 4{7T gel bead oligo (EEARIREESLE) M 5713% polydT ft45
RTERT 5|49)EE,

Single Cell 3' v3 Gene Expression Library:

Read 1:28
10xBC+UMI Sample
-\ Index
L HEaas
[ s 000 | [
P5 TruSeqRead 1 10X UMI  Poly(dT)VN ~  TruSeqRead 2

Barcode Read 2:91
Insert

Single Cell 3' v2 Gene Expression Library:

R1: 26
10XBC + UMI
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P5 Read 1 10x UMI Poly(dT)VN Read 2: 98* Read 2
Barcode Insert

5V2 5 V3HFIEENXFIERHA, RMAFIERESTUREDIT?

%: 1) V2iiFIRIUMIEZI/910bp, barcodeFE£97575; VIIHFIAIUMIEFSI/912bp, barodefE
£936075 ;

2) VIRFIEERHBEMES, ENAES, EENEES.

3) FEAPIFILEERATLARAT Cell Ranger B9 aggr & (FEHERARDITEERIMIFIRIEEE
S, FEERINSE) AL Seurat IAHEEE, BARPHHFERIRIA, RAR
—FRFIRH RS ELF
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6. EANARREEITETSIA?

& 010X SMNHEIEREICRPEMIGIRE (cell/ml) : 1.06 x 10°; cell/NF7K: 15.5/18.3
7K, M_EHAAEECA: 1.06 x 10 x 15.5 + 103=16430MAE, N,

NF 79 Nuclease-Free Water, tRIEZFTUHARRABIEEE, MITRE, XIRL Cell Suspension
Volume Table, 3K{SFHE NFXKFBIESRAATR, Z/E LVFBRAE. #ES%E RAIER

PRAMHIRIGHERE,
7.QC #R&h, read2 B9 GC distribution over all sequences HIIWUIEHREBEWL, EHSE
Mo HTEER?

& BRI EARA, FENFZELSR (ILBEHENSIZE) | AR E
BE4E, EFENFELSRIER, ECell RangerdtrR, STARLLXIRS, #ELFHISH
HEBRTES), AR BERE TN,

Xf LIRFRE, 10X BAEES:

I don't see any major red flags in those FAST QC reports. | would go ahead with running Cell
Ranger. Since Cell Ranger uses the STAR aligner underneath to align the reads many
contaminants will not align, and thus be excluded from the analysis. The criteria for a read to be
counted towards the expression of a gene is also quite strict. There is more on what Cell Ranger
considers confidently mapped reads here:
https://support.10xgenomics.com/single-cell-gene-expression/software/pipelines/latest/algorithms/
overview

8. FEMZFH, Mb, kb, bp DRMFRMHAER, BlIZEIERHRE?

& FRERONAKERSRN, BHEFRAMREL (bp), GRHESL (Gbase, Gb) ,
AT BN ANEFERAL (gigabyte, GB) ,

Mb=1000kb=1000000bp; G=1000M,

SNFRIEEX:

PE150 (2*150) , BRIYUmMIRE, &4%read<150bp, 150bp X 2iHX read#i= HIEE.
Wi, —RNAFER, Blfragment, tBilread, £IHSk252F5!,

SE50 (1*50) , BPERumIER, &streadi<s0bp, 50bp X limX read#i= HIEE., M20M read,
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M50bp X 1ifX 20M read = 1000M = 1G,

59b, W THEZIRREEYE (Sequenced Reads, MFFEER) BEEESERT fastq 181,
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YHRNBNFEIEE, NFEIEEFREET FastQC 4852,

9.QC R, J9ft4 read2 B9 duplication KEBERAE? S PHTEREFTIN?

& WTFEEERAE, duplication/kKFErJgERRIMEUERE, AJRESPCRY IEEX, BX—
IERANERT 10x R RAREUE. REWT:

1) 10XERHREEERAB(UNES (F5°) iHAYL50bp, ARVAIEERAATBEXI RERIAI—NE
EH. B3R ERFREAEREN, WHNEUMITHEES, MARHENRKX, AL
duplicationZKESRE.

2) 10X RAIEEERAEEFRIRIAKIERZIL UMI TR, HEREFZIN reads B/ UMI —HE
RAEE—IR, FUASEREBZERR0,

REPUTATION

=. i{RESIRFS

LA AR SRR RRIARS?

T BNERESHERTIIERE, HRAKTESMEERE, WSEX.
BREIKFIERE: 1) #AREE, BRENMRLTRATSERRES, WRAZRN
B DclusterfIBIE R B ES CRRSAARRERIEAISUMI count, iXclusterr] BE/IFERY
BETAYZHRE.

2) HEARRIREFE, WAMEEATIRAERCEIER, SARERRAKFRE.

2 I ARG ERRERERARS?

= BRYE 3 M ES S HIRIRERE R RAN (Rps, Rp)AJ reads, fRIBMIESREIAR, —

ARAlESS:
Cell Type Fraction of reads mapping to ribosomal proteins
Barnyard Cells(1:1 HEK293T:3T3) 25-35%
Neuronal Cells 15-20%
PBMCs 35-40%
Isolated Pan T Cells 40-45%

For specific gene information,our PBMC and isolated Pan T Cell datasets are available
on the Support website(4K PBMCs and Pan T Cells)

RS IMIIE PR AR ERRRAAR, JLRBUATEE:
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1) Exclude PCs (Principal Components) that correlate with ribosomal protein genes. This amounts
to subtracting effects that are presumably technical.

2) Only include in the PC analysis genes that are "highly variable". We do this by selecting the
genes with the highest dispersion across the dataset and performing PCA on those genes only. The
Seurat package uses a similar approach.

SR SItEER
https://kb.10xgenomics.com/hc/en-us/articles/218169723-What-fraction-of-reads-map-to-ribosom
al-proteins

3.7E Cell Ranger 5475 cloup &, E41{alitE“Log2 Fold Change”fY?

& “Log2 Fold Change”23—HFIEREUMITEL, S N clusterdiB, X FRREE
clusteralZBRIELAE,

HEAT: 7£Log2 Fold Change® 5| N\ T — pseudocount
'log2_fold_change":np.log2((1+gene_sums_a)/(1+size_factor_a)) -
np.log2((1+gene_sums_b)/(1+size_factor_b))

LEPSsLEES
https://kb.10xgenomics.com/hc/en-us/articles/360007388751-How-is-Log2-Fold-Change-calculat
ed-

42BN FIEFIE?

% XN T KB ERMHBIFIUMIRfraction of readsAILLF], BEEMRMIR, XEo&E
BRESHIBRSD , BXXHIHEbarcode, HRIAIUMIreads I FIE—HY(ILECIIA RIZEMEbarcode, UMI,
HRES). RESENSREE,

IHE2T: Sequencing Saturation = 1 - (n_deduped_reads / n_reads)

n_deduped_reads = Number of unique (valid cell-barcode, valid UMI, gene) combinations among
confidently mapped reads.

n_reads = Total number of confidently mapped, valid cell-barcode, valid UMI reads.

TR, ZHERID FREn_deduped_reads, TIAREXFREIAIAFHE—IEEL. n_deduped_reads
EE—MRVEE, MASEHIEMRER, B, FI6EA1-(n_deduped_reads / n_reads)&
WEEFIRE,

FEREE
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https://kb.10xgenomics.com/hc/en-us/articles/115003646912-How-is-sequencing-saturation-calcul
ated-

5 BN FRRERIEER?

= N EMERESLR P ESREH TR S . NF RN AR —
P HTHIread FTREEIRIFTHERARIENE. WMRNFFIBMEI50%, WEHRES 2 kTreads
FEHEMZEILDFTAIUMI count (unique transcript), fAELZT, 90%ASUIFFIBMIEEREFEEL0
NHfread 4 BESRIG— MHTRIUMITHEL,

W BMERRT X ENEREMNFRE. FENMAEXEERRAERNRNA, Bt
B P A RERANDEE AR (RN ESRM). BEUFRREREN, TLUSNE
FZHER, EREMREENAR, EARNUFRE, X—IESAREH,

W RE BN EEHE; B, Wirreadihss , JLUGUEIRIEIMOIBEFER RS,
(B2 ZIEES A ERIBRE.

HEXEE:

https://kb.10xgenomics.com/hc/en-us/articles/115005062366-What-is-sequencing-saturation-

REPUTATION

6.10x Cell Ranger {1 barcode £3E cell BI/ERNY?

% Cell RangerfX{43.0 LA LIRAS, #kifEbarcodeiRBIBEZMcell, 53797525

E—5, {EFcutoff(l, IRFISRNAZEAIAMAE. Cell RangerSHIERIRAVAMEEN (FUA
3000-MARE) HrbarcodestIUMISEEHBENREETHER, EXRINNUMIEERI9% DA
KIEEUMIZE(m), BUMIZLBEEEm/1089barcodesFHF4HAEIT2L.

FETH, EIE—HEBEAR UMI THIR barcode, FR“E GEM HX, B ASERL, FFA
FEEE, HE= GEM'EATRI RNA EliE; BRE—LHhRIENMIBITENY barcode H
RNA B 55 SREHTILR, H RNA BiE5ESREEFERAERM barcode FAT4HE
L

1 EFEERTYS, NEEEEAE?

& IMNEEERR T Zclusterf94iES, E—MERNRAER, KREES T, INEEERY
BAREERRTHEECuster REREMIBRAIRIAFRE, SclusterBEEL. cluster/a)Z4HAEEL
EFToR; BERfEClusterfI A ZERIERIA A0, IMEZEINRAREEEEREFE /I0RYSEH,
XEEREFENERAD/NMEEE LRERN (E—FE%) .
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https://github.com/satijalab/seurat/issues/297

8.Cell Ranger MTUIRIRES, S _RERERNEEINRHA?

& KelusterhZERSFRARERE, UMI count> 1, log2foldchang >0, p-value<0.1,
p-value: EFRTIUGE, pERTHIREREEMNEE, REPERNpERZISIX
Benjamini-Hochbergf& IERY,

9. 4N{ATEEAR Graph-based JXFHERET5i%?

% RETERNRXEZ, BUWERERPNLNE, AEBERhSHEEEENLouvanE
%, KERMRHAEEEREER, ERENERES, HclusterhiRBERER, WRHT
H—EHEREZE, BEIREILIEH cluster, AJLURBARFEMDES.

10.4M{ATTRAR K-Means IXFIERETTi%?

& kmeanstIEEZEUREE N FE, REHTEESMENPOR, BHORERE, HE
REAERABRUEHELE, ATLIEEAASNEFNHTOEE. DITAIERIAK-means/910,
AR LUMEE50,

11.10x B9 UMI RFIBZ0F, WMEiA UMI FRFIRBEREI?

2 10xEIUMIZBENURFSIRSI, V2iti100p, V3IRFI12bp, FIAFLEA M 0ERA L 2FHATRENE,
Lir A6, HSEERETHEEIFRETE, SEREAE4S, ATA10x UMIBIFSE
RUESHEFEEBMRNA, IAABIUMIBIHIRIGNT :

(1) Must not be a homopolymer, e.g. AAAAAAAAAA;

REPUTATION

(2) Must not contain N;
(3) Must not contain bases with base quality < 10;

(4) UMIs that are 1 mismatch away from a higher-count UMI are corrected to that UMI if they
share a cell barcode and gene.

12.Cell Ranger AIELIIHANIZHA?

% LEXEIREA: FIFASTARLLRY, LEXHEER, RBES, AITEENTEEEHE.
tbxt5ez e, FIAGTF 4G readsiiFEIFNEFX, REFX. EREEIX, fNR—5%readdy
50%LA EEINBFERE, BAFMANAEENEK,; NRFTEHNEFX, SREFERE,
BLAFANEEREFX,; SHEF. ASTFEIRERE, BAMANEERERX,
FIFAMAPQIEENFIMT: aNRreadstbXIH T —MIMNEFX, RRSHLLXIEN T 11EZ YIRS
EFK, BEHEEEEINEFX; AEEMAPQE, BEHAWAE, WRMAPQRIE/I255HY
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i, BARMAILEEEREEENE TR FX,

ErRSZIsERA: W18 FESRAISNEF XigireadsFRTLLST EEFBRERA LRSNEF, F
BER—&HELE, BPAAAX N readstBEEXIEI THRAE; NMRRCIEENMNERISTRE
B, AN EREFFIIIRIAERARI(uniquely /confidently mapped ), IXEFHJreads A 2EK
I TRAGUMITHES,

BIAIRZAIER, BREXEIERT TIIE?

& ET, ABRELEY, SHUTREHTTER:

1) MTEBERESLER;

2) GAIAERSLER,

3) barcodeFiEEHIUMISEREL,

SFEiFM, EEFRENTEEERSSAAERSIER, BalLiHTIIE,

14.10x BASRBEAERA cloup B4-AN{IfERT?

% RMRARRR IR HcloupERBLBAN fipdf, 10XEMBERFMM, BXREE:

https://support.10xgenomics.com/single-cell-gene-expression/software/visualization/latest/what-is

REPUTATION

-loupe-cell-browser

=. ERRANMEASBIRTT

13ERES S EREER BT UESDH?

%: BEio ERAIL, BFETRagyr R EARRFIRRAEN, STERMIBRNA-seqE]
EPRIR G B RN T3 — AR E R BRIt RO R ERAYA s, BRI10x EiRE
— BRI, WX RILIER, RPBEIFESHE, HtiliSeurat, scranfllscone, IHEIRRR
XLEEIRR,

EPSILEER

https://kb. 10xgenomics.com/hc/en-us/articles/115003145272-Can-I-combine-gene-expression-dat
a-from-3-and-5-assay-chemistries-

2.K-means B3E, WNAIARERMN K E?

B HEEFERFAASSE) SHEREGA(Silhouette Coefficien) 55, FIRTRILKIE.

F i EABFRESSE( sum of the squared errors, IRZESE/5F0), BEERREAUILA, HEA
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WD 2BINEE, SMENREGEESENES, BIREFSHISSERZHE/N. BEK
INFESERFHES, BTKAEASNBENEMENREIEE, FLSSENTREESR
K, SREESLRIEES, BIENFERIRIRGTEERIRSTUER/N, ATLASSERY T IFIEE
SBR, BEEENSREIEATMmETFE, BHRIRSSERNXRESTR— T FREIR,
A BRXI M AYER R EWEAIE SLEREE. HERRENERIR LIS RECEEZ 5 (Sihee Cefficie),
T3 REE G T BRRAIRERE (Chei) I BB E (Seaai), AT IHHERSEAIRR. ZELT-1-12
8], {E#K, FERSSHRELT,

WERIEHELIRMER—ERRMAY, FTERIESSE HTIHENIEN, LI EREXAE
2%, BEEXRIER, SEEERRMKE,

EP SIS

https://blog.csdn.net/qq_15738501/article/details/79036255

REPUTATION

3.BETZER UMI E{LD TPM, RPKM Bf FPKM?

& ARE, 10x AN, Cell Rangerp#{ERAE—IRRAUMIATERRIAKENE
B, /550t (BFECell RangerREMMDHTIM) HIFETUMI,

LA, 10X SERERENFAR, EERIIRNA-seqidzt, TENERAHRR
1, SAFECONABRL. KRinfESMadapteniEiEeE, EXNRER, MKSCAHHHE A ERAHE
FESTIEAFHESBRAMR, Eitt, RiFreadsiKE@RITPM, RPKM, FPKM)XS
SRS THB R B RN, TE10x 243 a5 L, XMERKEREH T
. BTl FENGRIEERKEXN UM TR EL.

EPSIUEE R

https://kb.10xgenomics.com/hc/en-us/articles/115003684783-How-to-calculate-TPM-RPKM-or-F

oy

PKM-instead-of-counts-

4.Cell Ranger 5 Seurat ZR{FDHTHIXBI?

& “EWEARE, Cell RangerETIREEER, JLUGEcell-genefBl%, ¥R
DEIER R cloupal LR, Seurato#TETFCell RangerZ5 Rt T, ESEEE, ERER
BR, MEEoTELEERME, AHTHIRZE. (ESeuratSRAVAIILERERE,
FES Ncloup, TicloupRET@ITCell Rangerdki8, FTA—ERIHERK, H—Ad.,

5 RSB N RUTT A AR ?

& 1) EB5mE RIEXERR, MIRsSERXAYEWER . BD Rhapsody
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2 Contact us
{ :§ ﬁ E # genecomeservice(@163.com

(http://genomiccytometry.com/ - /human/) ; CellMarker (http://biocc.hrbmu.edu.cn/CellMarker/ )
F, RiEmarkerBRRIAER, SERFAE, -SNEEEVMESEFSEEFII. WHi%HE
BEFES, ERHE, HEZM, marker2EINENRAXE, BiZ5AERTAESY
.

2) —LEERIMMESHTERG, G0 Seurat (THKHEHE:

https://satijalab.org/seurat/v3.0/pancreas_integration_label_transfer.html )FImonocle (B34 :

REPUTATION

https://cole-trapnell-lab.github.io/garnett/docs/ - 2-classifying- your-cells ) , BIEIITRN, #HEN
I THRRESREIE X,

3) “AEREM XA SingleR, 20195 AZRENature ImmunologyZ#a& EETRIARRESEEYSERI T
B, BJEENI0x Cell RangerD AR, a5 Seurat TETCAENTRE, ZHETBI TS
FHTRIRIGLS, LIFIMTEeellskclusterAIEATREAVARRESEEY, 23 RERT AT,
BHEARRRE ZOTE, TEERE.

4) EfbEEotr TR, oJ&&EX843: hitps://www.jianshu.com/p/98956bce75d4

6 —LEFXRMBEUERR T HEEEHPERE, RIIRNEFNEREEHITIZINE,
ERBYEERR?

% MR EBNERYE, [RS8 4o RMEAESIIMG2/MERZ BRNLE, sTLASREIK
BRERANR, A lETEEMES. AT RESXMETREF RSN, —E5E
SERZERIF. SR, XFEZFREECHARLRASAE, FMEERE.
EAMRHAIER, BARERARBPERN, RAXNERTEMEFEE. a5F8
=K, HLUDH.

SRS

https://satijalab.org/seurat/v3.1/cell_cycle_vignette.html

7.Reads Mapped Confidently to Transcriptome < 60%/EA73?

& e RERTASVNEFENEY, EtMzistat—EiEm.
TR AR, hA—EER, W, —REMTFMHE. MIERSHInERE, RETIRY
RNAZERS, BERSFILNERS, MINEFHEHRE. ENERARNAMSEER
B, BETLXY, TRESEFEEL.
BIARNASERREIGCTF UG FIERRAINE F IR ENRSEERH.
SRS
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https://support.10xgenomics.com/single-cell-gene-expression/software/pipelines/latest/advanced/r
eferences - header
8. At A BRAVEGE Cell Ranger DT/, 5ZIAY t-SNE EISA—H?
& t-SNEEZRHIRRE—FRTZ L, SPCAARE, t-SNERAFLAFE R AHRERT,
BEXAINEIESMEER, 10XEAEIE: “In contrast to, e.g., PCA, t-SNE has a non-convex
objective function. The objective function is minimized using a gradient descent optimization that
is initiated randomly. As a result, it is possible that different runs give you different solutions.”
Thus subtle differences like you observed between runs are not a concern. For more information
please see: https://lvdmaaten.github.io/tsne/
9.Cell Ranger AT LA BRZAHAEHEIRIG?
& AFLA Cell Rangerp T ANBEIRBISHHREMER, BARERIRSHIE. (ERLUBIRAEARY
UMIsEENIEINERE BIRRRERE, K TILIESHIEmiRrIAT8E,
MR
https://kb.10xgenomics.com/hc/en-us/articles/360005165411-Are-there-methods-for-identifying-
multiplets-
10.Reads Mapped to Genome B R (K TFEFKIE?
L BREAPEARMIMERIESSN, —RERAYMSSEREREARIE.

1L EERF, EBSEERERAFA—, TLI—RBESDIE?
& TRE. BESHITHIEUE, LAGHERINSEEREE.
12. BAZARES#T Cell Ranger AT LA HTE/ D4HAE?
% HRig ECell Rangera] LA #7500 ~ 10000/ MRS, HIEIA D RESMDEERA R,
EPSILEES
https://kb.10xgenomics.com/hc/en-us/articles/115001800523-What-is-the-minimum-number-of-ce
lIs-that-can-be-profiled-

3 EREG HAVEZRALL?
& 1) EESHRRERREE X, —iIMNE M2 791000~3000, FRAEFIANA] 22145000+,
AERGEM, BEEQHHBIFERENES
2) MENFISMENEN, T CEE LLSENEERQHE, —MRNFIEFEXZI80%ED
q], BHARRE SR,
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3) 2EERANIREGESTNERIEY, HE%NHIMN, NFERHERATENS
EERA.

4) T —ERPAAR, W, —ARIEMTHE. MERSHIRARE, RETIRIRNASER
=, BtAEFHEE2mES, MIPRFILHRE. ENAERRRNAMSEERSE, BT
EERY, ATRESIRAERE.

14 RN iRER AR AN HROR =B WL ?

% TEF MR R S PNRF AR AR SRS E—ERRESENE.
TYMRERALUFREHE, MBAR, ERR, RRONASSEYRERES, FER
JIRTARRIALIET ST, LAGRIRARREIEE SN S dmiE S B F e Tk e At iR A s

&=
=T o

REPUTATION

BAREAFIRIRE D THASIE, BRI E. S, FLERMERAIRIERI.
MNINEHBIEE. NREmERMSEERS.

15 AR DR AER?

& PR DHTEOAGERMonocle2# 4 (Z/ERJRESBEEIMERT, FIRRAE) , BEAS
SHERYEIHITIRS T, FESFRAERNEER L, B oR” (JLESELI,
B, BfERR, HiEF) REM EHTHR DT, U T AR SRR S (AT
BERKENM, WR—MFARTLURZEAMTRIERIFTEHIRSEEF R T LSEIR, (BRZINR
IZHEATRERERBRIFARE, ENNSHAEEASXINMRITE, SREEHER.
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	一、生产环节（纯化，建库与测序等）
	1.fastQC结果中read1的质量和GC含量图分布为什么出现异常? 30bp后没有oligdT的峰值？
	1.fastQC结果中read1的质量和GC含量图分布为什么出现异常? 30bp后没有oligdT的峰值？
	2.影响cDNA浓度的主要因素有哪些？
	3.什么是a template switch oligo (TSO)?
	4.单细胞转录组3’试验与5’试验的区别有哪些？
	5.V2与V3试剂主要的区别是什么，两种试剂结果是否可以整合分析？
	6.上机细胞数计算方法？
	7.QC报告中，read2的GC distribution over all sequences 出现双峰的原因有哪些，是否会影响分析结果？
	7.QC报告中，read2的GC distribution over all sequences 出现双峰的原因有哪些，是否会影响分析结果？
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	二、标准分析环节
	1.为什么样本中线粒体基因表达较高？
	2.为什么样本中核糖体蛋白基因表达较高？
	3.在Cell Ranger分析与cloup中，是如何计算“Log2 Fold Change”的？
	4.什么是测序饱和度？
	5.影响测序深度的因素？
	6.10x Cell Ranger依据barcode鉴定cell的原则？
	7.差异基因展示中，小提琴图怎么看？
	8.Cell Ranger网页版报告，第二页差异基因的筛选规则是什么？
	9.如何理解Graph-based这种聚类方法？
	10.如何理解K-Means这种聚类方法？
	11.10x的UMI序列有多少种，如何认为UMI序列是有效的？
	12.Cell Ranger的比对规则是什么？
	13.我们交付的结果，是否对细胞进行了过滤？
	14.10x单细胞转录组cloup软件如何使用？

	三、售后及个性化分析环节
	1.3’转录组与5’转录组是否可以整合分析？
	2.K-means聚类，如何选择最优K值？
	3.是否需要将UMI转化为TPM, RPKM或FPKM？
	4.Cell Ranger与Seurat软件分析的区别？
	5.细胞类型定义的方法有哪些？
	6.一些文章中对单细胞数据去除了细胞周期基因，我们交付客户的结果是否进行该项内容，是否有必要去除？
	6.一些文章中对单细胞数据去除了细胞周期基因，我们交付客户的结果是否进行该项内容，是否有必要去除？
	7.Reads Mapped Confidently to Transcriptome < 60%怎么办？
	8.为什么相同的数据Cell Ranger分析后，得到的t-SNE图会不一样？
	9.Cell Ranger可以去除多细胞捕获吗？
	10.Reads Mapped to Genome明显低于常规水平？
	11.相同的物种，但参考基因组版本不一致，可以一起整合分析吗？
	12.单细胞分析Cell Ranger可以分析多少细胞？
	13.影响基因检出的因素有哪些？
	14.影响捕获细胞数目的因素有哪些？
	15.拟时分析有什么要求？


