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Prepare single cell
suspension™.

Visually inspect cells either under
a Countess 11
Automated Cell Counter.

Are cells in

asingle cell
and free o

debris and cell

Filter cells using either
- Flowmi™ Cell Strainer or No
- MACS® SmariStrainer

Count cells in replicate?

Manual (e.g. Hemocytometer) Automated (e.g. Countess Il)

s cell
Concentrate cell stock if concentration < 700 cells/ul

Dilute cell stock if cell concentration > 1,200 cells/jl

‘Thoroughly remix
cell suspension.

Ts STOVA of
3 or 4 replicate
counts < 25%

Remove dead cells.
following the Dead Cell
emoval Protocol®.

Add water to Master MixS.
NOT add water
directly to cells

Gently pipette-mix cell
suspension 5-7x with a
pipette set to > 50%
of the total cell
suspension volume.

Transfer appropriate volume of cell suspension to Master Mix
and water®. Place pipette tip near center of suspension volume
towithdraw cells.

Gently pipette-mix Master Mix containing cells with pipette tip set
to 90pfive times.

Load Master Mix
fContaining cells onto the chip
Use same pipette tips as in
revious step.
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Single-cell in vivo imaging of cellular circadian
oscillators in zebrafish
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Decoupling genetics, lineages, and microenvironment

in IDH-mutant gliomas by single-cell RNA-seq
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+ See all authors and affiliations

Science 31 Mar 2017;
Yol 355, Issue 6332, eaaiB478
DOI: 10.1126/science aaiB478

B Bulk tumors (TCGA) Single glioma cells Average
IDH-0 IDH-A IDH-O IDH-A & &
(n = 76) (n=91) (n=4044) (n = 5097) @& o
Py T e

Differential
expression

Differentially expressed genes

D — Microglia-specific genes E ® IDH-A
80 = Neurcn-specific genes = |DH-O
w 5 " -p™ " .
@ P
g 60 [ b a‘k'{:. 2
5 g. 0 % LI );:\’_"'
E 40 5 - .‘ . "..-
= -a
E n € - )
= .
= 2 o
] -2l _“— .
i 1 0 1

IDH-A vs. IDH-0 expression (bulk) Microglia expression

iHRRISR : BRIRTEER 4N
SBERE . VSRS iE
FEEESRAR - Smart-seq?2
MEES : Nextseq 500

1. IDH 5S35 BURERTEERY2 MNAENLELER
R RRfER N/ > s iR R AR PRI E R
FEER.

2. BAYHBEIRNA-SeqElE , ERRXAERE
E4E B S RO B IR AE AR AT EL

M



INRAP AR T ENE A AEEFASIE

nature

Article | Published: 08 January 2020

The emergence of transcriptional
identity in somatosensory neurons
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Published in final edited form as:
Nat Biotechnol_ 2015 May ; 33(5): 495-502. doi:10.1038/nbt. 3192

Spatial reconstruction of single-cell gene expression

Rahul Satija' 23", Jeffrey A. Farrell*’, David Gennert', Alexander F. Schier' #3871 and
Aviv Regev' &1

4

P~ o ——
\ 7 |
b

L= :é' = T

1. Dissect blastoderm 2. Transfer blasto- 3. Plaie cells and pick 4. Put cells directly into lysis 5. Single-cell
cap away from derm to tube and cells under a butter in PCR caps, then RNAseq of 5' ends
the yolk dissociate by flicking. dissecting scope. freeze in 96-well plates with RMTs

a BM VM DEM DRM EM

e M O, A
| T TS e

b ix7 prickle1b nrarpa dusp4 ets2 tbrib slc25a33 tcf3b id2a

\ﬁp

~ @& &

Qe

— W

Y s o —cmand =R sl

B 4 4
f:) ’

- wain Moennl) @/

OO»

: 2015

B S &AEE
FTIRE
Smart-seq
Hiseq 2000

&ZFRAE
fHRIIR -
PERE:
TERETRRS :
WFEES :

HRBII = ERH NS & RIE S
Ea9851 MNEANMREHCFE TR
NS RAEERISeurat H1TT
IGUE., Seurat AJIEFATE(ZZHAEAY

FWILEE , FHolehEZ IR
AR RIARTIVE 75 B HIAHAE.



#EEE A - RIS I THEAR IR

Cell

Vitamin A-Retinoic Acid Signaling Regulates
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Published in final edited form as:
Science. 2016 April 8; 352(6282): 189-196. doi:10.1 126/science.aad(501.

Dissecting the multicellular ecosystem of metastatic melanoma
by single-cell RNA-seq
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