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Fig. S1 Schematic diagram of the binary plasmid pEW279-Exp T-DNA.
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Table S1. Selection criteria of four wheat transgenic lines to perform experiments at low and regular plant density

Wheat Lines

52.16 (Line 4)

52.4

51.1 (Line 1)
51.18

52.1

52.11

52.3 (Line 3)
51.10

51.21

52.12

51.20

52.14

52.7

51.14 (Line 2)
5l.conl
(control)

52.2
52.8
52.15
51.9
51.6
51.15
51.12
52.17
52.10
52.13

All data are shown as mean of replicates. GW: Grain Weight, DAA: Days after anthesis, nd: not determined.

gPCR copy
number (T0)

4+

4+
4+
4+
4+

4+
4+
4+
4+
4+
4+

4+
4+
4+
4+
4
4+
4+
4+
4+
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GW G1
(mg) (T2)

62.9

59.6
60.3
59.4
55.7
58.6
56.0
58.2
57.2
56.3
56.7
57.6
56.5
55.3
55.8

55.6
53.2
54.3
58.6
54.6
53.2
57.8
52.9
53.1
53.4

GW G2
(mg) (T2)

66.5

64.4
64.4
62.7
62.3
62.3
62.1
62.1
62.0
61.9
61.7
61.4
60.7
60.4
60.2

60.0
59.9
59.9
59.1
59.1
58.9
58.7
58.7
58.2
57.1

Yield
(T2)

240.0

230.7
227.9
220.2
212.6
222.5
215.9
225.4
217.8
217.8
213.4
217.3
214.4
210.2
208.8

GW at
harvest (mg)
(T3)

57.6

56.2
49.9
56.2
50.2
55.2
51.8
49.5
49.1
52.2
50.8
53.7
48.3
48.3
51.3

47.5
48.7
51.8
49.6
48.2
49.1
48.4
50.8
47.4
48.9

average GW

(mg) (T2)
greenhouse

62.5
55.1
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Screening of
relative
expression
at 15DAA
(T2)
11.36
4.21
6.05
14.94
4.66
10.26
17.10
3.58
5.77
14.09
10.86
12.18
15.58
11.16
0



Table S2. Transgene copy number determined by NPTII amplification. nd: not determined

NPTII gene copy number
Wheat line Low density (T3) | Regular density (T4)
51.1 (Line 1) 2 2
51.14 (Line 2) 12
52.3 (Line 3) 10
52.16 (Line 4) 4
51.10
51.12
51.15 1
51.18 2
51.2
51.21
51.9
52.1
52.10
52.11
52.12
52.14
52.15
52.17
52.2
52.4
52.7
52.8
52.13

51.6
51.conl
(control)
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Table S3. Phenology of transgenic wheat lines and control in both experiments. Dates of

anthesis and physiological maturity (PM).

Low density Experiment

Regular Density Experiment

wheat line Anthesis PM wheat line Anthesis PM

Control 28-nov 12-ene Control 26-nov 17-ene
Line 1 28-nov 12-ene Line 1 26-nov 18-ene
Line 2 28-nov 12-ene Line 2 26-nov 17-ene
Line 3 28-nov 12-ene Line 3 26-nov 17-ene
Line 4 27-nov 11-ene Line 4 26-nov 17-ene
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Table S4. Plant height of transgenic wheat lines and control in both experiments.

Low density Experiment

Plant height (m)

Regular density Experiment

Plant height (m)

*%*

Wheat Lines Mean SEM Wheat Lines Mean SEM
Line 4 0.90 *** 0.01 Line 4 0.92 *** 0.00
Line 1 0.86* 0.02 Line 1l 0.85 ns 0.03
Line 2 0.83ns 0.01 Line 2 0.85ns 0.01
Line 3 0.84ns 0.02 Line 3 0.85 ns 0.01
Control 0.81 0.03 Control 0.86 0.01
ANOVA (P value) |0.029 ANOVA (P value) |0.017

*%

All data are shown as mean and standard error (SEM).
The phenotype data of each line was compared to control using the Fisher LSD test post-hoc;
asterisks indicate significant effects at p<0.10 (*); p<0.05 (**); p<0.01 (***); p<0.001 (****);
ns: not significant. ANOVA P-value is shown at the bottom of the table.
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Fig. S2. Screening of relative expression of transgene in 15 wheat transgenic lines at T2
generation. All data are shown as mean and standard error.
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d experiment experiment
70+ 70+
60 ﬁ E 60
g == ==§==
— 504 -+ 504
=
o -
40- 40- g
- -
I
30 r ' , . 30 r r r T
8.0-b 8.0
. 7.8 7.8
E 7.6 .
E 76 . 7.6
= 741 - 7.4
s 7.24 ﬁ . 7.2 ﬁ
4 5 -
: Nely . -
T 6.6 == 6.6
O 6.4+ o 6.4
6.0 . . . . 6.0 . . . -
4.01C 4.0+
3.94 3.9
£ 3.8 &' 3.8
E 37 I}—I % 3.7
< 36 3.6 % @
g 35 3.5 .
o 3.4 3.4
s 337 334
o 3.24 3.2
3.14 3.1 ]
3.0 3.0
23 23
d
NE 214 $ 214
E @
:\'S’ 194 = 194 e
5
c 171 17
'E -
G 15 15-
IS
13 r r . T 13 r T T T
o Fid & & o i & s

Grain positions

Fig. S3. Box and whiskers showing a) grain weight, b) grain length, c) grain width and d) grain
area across grain positions (G1-G4) in control line and transgenic lines (1-4). In each graph the
control line was identified with a black point and line 4 with a red point, open circles correspond
to the wheat transgenic lines 1, 2 and 3. The horizontal lines in the box plots represent the
minimum, 25th percentile, median, 75th percentile, and maximum values across the wheat
transgenic lines and control line.



