Additional file 9, Fig. S8

A

o o [ o y
Em Em  Em™mcascade Q Q% Q% Q

B
PS-WT PS-M6 PS-T6 PS-T30 Substrate © .o ,,)Q
5 S ® e g
TCAGM 2+ 2+ . =24+ =+

3
.3
3
3

A
A
A
A

O

A
:
.
A

g g < =
e 08 % ¢
(+30)[_1 = =~ 5]
.6..2.3 .......... B‘ % 3
= O O U Ed
S Zumg B
] gq S (+3506)E6 é
B wa c g ¢ 8§
-1 : g2 ¢ g
. R-loop o o . 3]
= (N I
T~

- L e —62 Q 0 < g
. e - 3 5] ) o 5}
o W B B [ =
ol 8 2 &8 8
| e, = e 5 e 0
™ 2 ; O W O] (]
e i = . O O O 3]
- o < < =4 =
- - « E|4 =) 94 (U]
- 2 e L P
- O &) U ]
- . - —-q— 32 e e L (+30)6
S 8= w1 5 wnE  (wnE

- — . — - - - 32 32 32
320) o 3% 0....32 Fg
4 : 8T
bl i £ (+30)E = <
- O Bl (W) £ 2 Fla
- - - P ] - e U 260 S O
’ ] ©) )
- O O O O
- 5 85 085 08
Eigl BErRE °F IF 58 8 s
> 3 B B [ B
. ‘ e dm U‘ U‘ U‘ (_)4
- - - - - ae S 9 9 9
: - - : - - - - - - e g 8 8 % 8
- 4 : - 94 E'q EH E‘
-4 g3 et 4in-4 8 & & D D
) &) O U
Flg Fig Flq Flq
B, &, B, &

prs— - - am -

| ﬁq gq Eq gq
—0 Fla Fla Fla Fla
-§i8 49 S 2 2 2
H 3 H B
O @) B S0 RS
O O O O
& & E &
o =4 <
B e B

.TA

5
5'..
5
5

Fig. S8. R-loops formed by WT and extended Cascade upon interaction with protospacers of different
length. (A) Denaturing polyacrylamide gel of DNA duplex footprints. DNA duplexes PS-WT, PS-M6, PS-
T6 and PS-T30 were 32P-labelled on the non-target DNA strand then pre-incubated with WT or +30

Cascade complex and treated with KMnO4. T, C, A, G lanes represent sequencing reactions for the



non-target strand of the PS-WT duplex using 32P-5"-labelled TS911 oligonucleotide. Boundaries for the
expected 32 and 62 bp length R-loops are indicated in the M lanes. (B) The sequence of the non-target
strands. The protospacer region and PAM are coloured in red and blue, respectively. Nucleotides
mismatching the PS-WT protospacer are coloured in cyan. Triangles of different colours on the right of
the gel (A) and within non-target strand sequences (B) indicate cleavage positions near accessible
thymidines (bold). Expected lengths of the R-loops formed upon binding of WT or +30 Cascade
complexes (specified in parentheses) to DNA target are indicated beside the sequences.



