Supplemental Figures and Figure legends

Figure S1. Validation of the interaction between PknB with RmIA. (A) Validation of the
interaction between PknB with RmIA using BLI in vitro. (B) Validation of the interaction
between PknB with RmlIA using Y2H in vivo.

Figure S2. Validation of the kinases activities with autophosphorylation. Some of the
kinases were purified with His tag in E. coli. The kinase reaction was carried out at 37 <C for 2
h, and then detected with immune-blotting by anti-ser/thr phosphorylation antibody.

Figure S3. The phosphorylated sites on RmIA by PknB were identified with mass
spectrometry.

Figure S4. Construction PknB knock down strain in M.sm. (A) Designed sgRNAs targeting
the non-template (NT) strand within the open reading frame (ORF) of pknB. (B) PAM
sequences used in the study. (C) sgRNAs targeting pknB were co-expressed with dCas9sin
(+ATc). Gene knockdown was quantified by gRT-PCR. The experiment was performed in
triplicates (n = 3). Error bars indicate standard error of mean. Asterisk indicates significance
difference (P value < 0.05).

Figure S5. The enzymatic activities of RmIA mutants. 4 ug purified RmlA and mutants were
added to 50 pL of enzyme reaction buffer (50 mM Tris (pH 7.5), 1 mM dithiothreitol, 5 mM
MgCl;, 0.2 MM dTTP, 1 mM D-Glc-1-P), and incubation at 37<C for 1 h.

Figure S6. Construction of rmlA mutants in M.sm. A, Schematic representation of the
homologous recombination. A suicide phasmid pMZ(+) containing rmlA and carrying the
mutations T12A or T12D, a hyg resistance cassette, the upstream and downstream 800 bp of
rfbA were used to transduce into M.sm. B, PCR amplification of rmlA sequence. The length of
wild type M.sm is about 2 kb, while mutation strains which containing hyg cassette, are about
3.5 kb. C, Mutations were confirmed by sequencing. D, Immunoblotting. Western blot analysis
showing the expression level of RmIA with His tag in the crude lysates of the parental strain
and the various RmIA mutant strains. E, Detection the growth of wild type and mutants of
RmIA. All the strains were seed fresh cultures at an initial ODggo 0f 0.1, and the growth was
monitored for 2 days at interval of 6 h. The experiment was performed in triplicates (n = 3).
Error bars indicate standard error of mean (P value <0.05).

Supplemental Tables
Table S1. Bacteria strains and plasmids used in this study.

Table S2. Primers used in this study.



> RmlA — N
g m;- KD (M) 3.01x10] R
05 - Koi (1/Ms) 4.9: x1 O_3
" b Kgis (1/5) 1.97x10
SD-LW SD-LWHA

PknB+pGBADT7 [m
Phn+RerlA

i!
&

Qu et. al., Figure S1.



AP 4+ — + —+ — 4+ —+ — + — + —

130
100
70

55

40

35

5

PknB  PknD PknE PknF PknG PknH PknJ

Anti-Ser/Thr phosphorylation
antibody

Qu et. al., Figure S2.



PknB

PknB

PknB

Yo.¥2.¥7 Ve Y5 VY2 V3

ATP ] Gj AGG(SK;TR
= 7 b, b
g s b T12
g 41 + v, TP
b +_ 7 -
+ E«E 37 byt 285197 5{6 252 587.283 + ¥s©
= 27 171113 685,266 798349
11 Yo TP
‘ ‘ ‘ |813.456
O | T T l I T T T L T T
200 400 00 800 1000
Ya.¥s. V7 Ye, Vs
12
, f Aﬁ; GSGTR
—_— u:?' bz b3 ¥z~
:;_ 8 ye+ 605.299
Z 6] bt 534.262 s+
3
£ a] bt  284.197 718.383
- 171113 Y+ Yot
2 | 477.241 831.467
0L b T T l T T T T -l T
100 200 300 400 500 00 700 800 900
m/z
ATP . Ve v y
| DJQLITTHDAP G F HIR
8 53
g T54
v ]
—|_ é 3_2 \"1+ . Y122+'P " 2+_p Yoo
£ 54 14 E
2 51?5'1128+ by~ 5:? 553 0969-834 777396 1033.496
19 559418357177 : |
o4 | % L L h Ll | | | 1 L
200 400 600 800 1000
12¥13. Y1 Yz, V7 Vs
DJij ﬁﬁﬁ-lfoﬁx PGFHR
_ Sa2s
-
%‘ 2.0 35? 177 p+ 1033 496 12\3":;1 .
515 470.259 684 356
10| bt bt Vi Via"
229.118 s + 1134.544 | 1348.672
05 STE"E_'T 79;7.382 ‘ ‘ 14‘;11375?
| r . | 1 . | || 1 T ; . |
500 /2 1000 1500
ATP o Vig Vs, Vs . )
sn G E\dEJITWN@WﬁF"N QG R
3} H 1091.558
= ?50 388
—|— E 3 Y4+ y12+ P T197
£ 2 b~ 474.240 b, TP 1402, 31134; P
1 350,135 ‘ 804.338 ‘ 1515.785
ol 1 | | . |I [ | | | |I — I|
500 1000 1500
m/z
Yig ‘h Y12 V1 Y. Y
os] GE Y K/ faﬁ/ﬁ(ﬁﬁ\l Qfé R
o Gos 1090558 1423.:15
= . ?50.388
204 Va
2 p.+ 474.240 N
£ asp.aas, _Ds” b, Ve~
02 (325 8439.456 ‘ 1533.798
0 h s Ll II‘ 1l ||| | 1| || r
500 1000 1500

Qu et. al., Figunllze S3.



27-47 160-197 632-657 1711-1733
NT1 NT2 NT3 NT4
pknB | // NT
ORF * * * * * * * * 1 * T
+1 4100 +200 +300 +400 +500 600 +700 —+1878
E) 25 2% 2% %
NT PAM + o
- *%
NT1 NNGGAAA g 15
[22]
NT2 NNAGAAG £ 10
2 o5 -
NT3 NNAGGAT =
g o0 : =
NT4 NNAGAAC XS
2 » \ > »
5P\ P AN
Cé\e F &£ £ £

Qu et. al., Figure S4.



VO (LM/min)

WT

T12A

T54A

T197A
T12ATS54A
T12ATS54AT197A

¢t hiud

D-Glc-1-P (mM)

Qu et. al., Figure S5.



foa MSMEG5982 B

glmS  pMsmEGS983 MSMEG5981 it
—‘—-—Hﬁ— chromosome o)

5000

3000

| 25 2000
/A hyg PMZ(+) ::rmlA oo
(T12A,T12D)
‘:|-'> - - m 1000
750
T12A,T12D, 500
TS4A
Allelic exchange 20
MSMEG5983  rmlA hyg  MSMEG5982 100
T12A, T12D

Thr
RmIA-His
Ala
GroEL2
As| '\/ il
P NN
10 A —%- mc2155

-m- mc?155:RmIA
8 - —&— mMc?155:RmlA (T12A)
—— mc?155:RmlA (T12D)

o 6~
2
[=]
o
4 =
2 o
0 - T T T T
6 12 18 24 30 36
Time (h)

Qu et. al., Figure S6.




