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Primer selection (l)
1° primers in different exons

2° the same efficiency in all
amplifications

20 bp primers targeting non-repetitive sequences
Similar melting temperatures
About 50% GC content




ALL PCRS HAVE THE SAME EFFICIENCY
1° PCR 2° PCR
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Primer selection (ll)
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Primers may be located at different distances from poly AAZ

HOW TO AVOID RT BIAS???

RT-PCR 1°PCR
3’ primers —— 3’ and 5’primers
of all genes of all genes
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RT-PC between
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Perforin
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100% Efficient RT

1°PCR 2°PCR

3’and 5’ - aq
primers of Indlvu.iual gene
all genes primers




From 1° to 2° PCR

Maintainance of
abundance
relationships

Abundance relationships

10° to 4 copies




sensitivity-reproductibility

20 30 40 50 60

100000

1000

Cycles
2 gene Copies can be quantified

Single cell
versus
population analysis??




Quantitative RT-PCR is misleading

— HpRT

il

A mRNA expressed by all cells (at low level)
may give the same signal
as a mRNA expressed by rare cells (at high level)

= Tgfb1 Tnf Ifng [l Gzma Gzmb Fasl
0
104 - 2
y 1
< o8 8
B : R
o 10 g sgte
%] @, a o ea be-
o °g: ugo L oa
3 8 f A 8 i
< a 4 . ] H P
=] 4 8 o a -
E 104 :zt - : tog R
= 2g g B . . *Bef,
o cHie - R sy i
E u§° N Lot . foa
=+ ab, ° = at
10 23l B°y )
%
107
A
&
10 =

Fig 1




-
<)
%7
K
e
o>
<

eeleedS asseneitc

o 11 P

0 0 00 )

L LR AR I KL 1J
o'e’ ‘slelels’s ‘e 1
00 €0

" 90808

00 o 00 00 | 000000000 0004

YEEsNssidN2deam

YEyYRYENRHN

~—2 Granzyme B
oo TGFp

+—a |FNy

o Perforin

EREEHE

EEhca8EY

%8
[ 8
[ &
8
[ .8

20 @C
._‘_
=
o8
[ &

POPULATION VS SINGLE-CELL

The most expressed The most expressed
gene is Granzyme B gene is TGF-j3

Cells ARE Cells ARE NOT
CYTOTOXIC CYTOTOXIC

Cells are Cells are

ANTI- PRO-
INFLAMMATORY INFLAMMATORY




Analysis of gene expression in
populations
Is
good to « catch »genes

IS INSUFFICIENT and
Highly misleading

Single cell analysis is
fundamental
to
gasp cell heterogeneiety
and
understand cell properties




