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The Crown Gall Disease (1892 – 1947) 10 

The history of plant transformation begins in the late 19
th

 century, when fleshy outgrowths were 11 

noticed on crown roots of several different fruit trees
1
. In 1892 the name ‘crown gall’ was chosen 12 

to describe these tumor-like outgrowths
1
. At the time it was not clear what causes the disease, but 13 

Erwin Smith, an agricultural scientist who was interested in bacterial diseases of plants, already 14 

then speculated that bacteria could be the cause
2,3

. This idea that bacteria could infect plants was 15 

seen as outrageous by many microbiologists at the time, and when Smith published his review 16 

summing up the current state of knowledge in the field in 1896, he was met with fierce 17 

opposition
2,3

. One big opponent to Smith was German microbiologist Alfred Fischer, a highly 18 

reputable expert in the field, who published his own ‘Lectures on bacteria’ in 1897, replying to 19 

Smith by simply pointing out that bacterial diseases of plants ‘do not exist’4
. He then went on to 20 

attribute Smith’s findings to contaminations caused by ‘dirty techniques’
3
. Smith issued a reply to 21 

Fischer in the German Centralblatt für Bakteriologie in 1901, in which he not only refuted every 22 

single argument Fischer made, but also presented a slew of new evidence for bacterial infections 23 

of plants in perfect German, which Smith had learned from his childhood minister
3,5

. This final 24 

response ended the debate, but Fischer never forgave Smith for this ‘affront’
3
. By that time 25 

however, an early scientific description specifically of the crown gall disease was published in 26 

1900 in a bulletin from the Arizona Agricultural Experiment Station
1,6

. In this early paper, crown 27 

gall disease is attributed to a slime mold of the Myxomycetes class instead of a bacterium, 28 

because the author had isolated that mold from several tumors
6
. So at least for the crown gall, the 29 
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issue was not settled yet. By 1905 crown gall disease was found on over 20 different types of 30 

fruit trees, and research into the cause intensified for the first time, mostly in fruit tree nurseries 31 

and agricultural research stations
7
. 32 

Eventually, in 1907, a new study published by Erwin Smith demonstrated that it is indeed a 33 

bacterium that causes these tumors, even though Smith was careful with this attribution, noting 34 

that ‘It is too early, perhaps, to say positively that the cause of the wide-spread and destructive 35 

crown-gall of the peach has been determined by these inoculations, but it looks that way’
8
. He 36 

proposed Bacterium tumefaciens as the name for the bacterium that he isolated from crown galls 37 

and successfully used to infect otherwise healthy plants
8
. A subsequent detailed description of the 38 

tumor, its growth on and into the plant, as well as a closer description of the bacterium was then 39 

published in 1912, again by Smith, and manifested the idea that Bacterium tumefaciens does 40 

indeed cause a type of ‘plant cancer’. The use of the word ‘cancer’ in a plant context made this 41 

another one of Smith’s ideas that were not readily accepted within the field
9
. 42 

The next major breakthrough in understanding the crown gall disease only came in 1941, when 43 

Philip White and Armin Braun demonstrated that they were able to culture explants from crown 44 

gall tumors, and that while these explants retained a tumor-like growth, they were unable to 45 

isolate Phytomonas tumefaciens bacteria from the cultured tissue
10

 (in 1925 Bacterium 46 

tumefaciens was added to the genus Phytomonas, therefore changing its name to Phytomonas 47 

tumefaciens11
. It received its final re-classification as Agrobacterium tumefaciens in 1942)

12
. This 48 

experiment showed that Phytomonas tumefaciens is somehow able to trigger tumor formation in 49 

plants, but that these tumor cells then grow autonomously without the bacterium – they appeared 50 

to be permanently ‘transformed’
10

. To further investigate what causes this event, Armin Braun 51 

performed some temperature experiments
13

. Earlier results had indicated that 28° C is the optimal 52 

temperature for the crown gall tumors to grow, and in 1947 Braun added to these findings that 53 

elevated temperatures of 32° C do inhibit tumor formation, but not tumor growth
13

. The 54 

conclusion from these observations was that the bacterium most likely is killed off at these higher 55 

temperatures, but that the tumor cells remain just as temperature-resistant as the rest of the plant, 56 

thereby supporting his earlier conclusion that the bacterium is only needed initially for the 57 

induction of the tumor
13,14

. In the same study he also found that wounding of the plant is required 58 

for infection to occur, and that the bacterium must infect the plant cell within a four day window 59 

following wounding
14

. When Braun then speculated about the identity of the ‘active principle’ 60 
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that causes the tumor, he came very close to the correct interpretation, writing that since ‘nothing, 61 

aside from its biological activity, is known concerning the nature of the active principle it seems 62 

reasonable to suppose that in origin it may fall into one of the following four categories. It may 63 

be (…) (3) a chemical fraction of the bacterial cell (…) as in the case of the transforming 64 

substance (desoxyribonucleic acid) of the pneumococci (…)
14

. The ‘pneumococci-transforming’ 65 

activity of DNA is referring to an experiment, in which a trait of one Pneumococcus type could 66 

be transferred to another Pneumococcus type
15

. This was due to the transfer of DNA from one 67 

type to the other, as demonstrated in 1943
16

. It is important to note that this was at a time when 68 

little was known about DNA, as the first experimental evidence that DNA could be important for 69 

heredity was provided much later, in 1952, while Crick, Watson and Franklin described its 70 

structure only in 1953
17–19

. 71 

Armin Braun continued his research into the nature of crown gall disease over the next 30 years, 72 

and, more importantly, he established tumor lines growing on hormone-free medium for decades, 73 

which were later used by other groups
20

. His pioneering work in the field earned him the title 74 

‘Godfather of Crown Gall Research’
20

. However, while researchers slowly progressed in 75 

understanding the biology of Agrobacterium over the course of the next 20 years, not much 76 

progress was made in figuring out how the bacterium could induce the tumors
3
. To a large 77 

degree, this was because the appropriate biological tools were missing at the time. The field of 78 

molecular biology only began to develop in the 1950s, and many basic lab techniques, such as in 79 

vitro polymerase-guided transcription, southern blotting or agarose gel electrophoresis were only 80 

developed in the 1960s and 1970s
21–24

. Mary Dell-Chilton gave a very nice and visual description 81 

of the state of a molecular biology lab around 1970 in the opening paragraphs of her 82 

Agrobacterium memoir20
. 83 

The Lead-up to the Race (1967 – 1976) 84 

The interest in uncovering the ‘tumor-inducing principle’, as Braun christened it in 1948, was 85 

reignited in 1967, 20 years after Braun first speculated that DNA might be involved, when Rob 86 

Schilperoort and colleagues synthesized a short RNA strand from a complementary 87 

Agrobacterial DNA-template they had isolated from a cultured Nicotiana tumor
25

. This bit of 88 

DNA was otherwise only present in Agrobacterium tumefaciens, but not in healthy Nicotiana 89 

plants, indicating that bacterial DNA had indeed been transferred into the plant cell
25

. In two 90 
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follow-up publications it was then shown that the insertion of these bacterial genes into the plant 91 

cells actually results in the production of bacterial proteins in infected cells
26,27

. This discovery of 92 

bacterial DNA in plant cells got several people interested in working on these crown gall tumors. 93 

Among them was Mary-Dell Chilton, a trained chemist with an interest in DNA work and 94 

transformation, who initiated a new research project with microbiologist Gene Nester and 95 

biochemist Milt Gordon at the University of Washington to figure out how this hypothesized 96 

transfer of DNA could be possible
20

. 97 

Similarly, in the early 1970s in Belgium, at the University of Gent, bacterial geneticist Jeff Schell 98 

and phage geneticist Marc van Montagu also came together to figure out the same thing. By 99 

1970, Schell and van Montagu were both running their own labs in the phage genetics department 100 

of Walter Fiers at the University
28

. The three lab heads regularly got together, when the latest 101 

issues of the big journals arrived via mail at the Institute, and eagerly went through them
28,29

. 102 

They then sat together and discussed the recent developments in the world of science
28,29

. During 103 

one of those sessions, Schell announced that he wanted to get to work on figuring out how 104 

Agrobacterium causes tumors on plants, and van Montagu immediately decided that he wanted to 105 

be part of that project
29

. Schell and van Montagu therefore decided to integrate their labs to form 106 

a new group with the aim to figure out how the bacterium transfers its DNA to plants
28

. Schell 107 

had previously worked in the lab of microbiologist Jozef de Ley, who in his lab had a huge 108 

collection of bacteria, among them several strains of Agrobacteria29,30. This now came in very 109 

handy for the Schell/Montagu lab’s new project
29

. However, as neither van Montagu nor Schell 110 

had ever worked with plants, they considered cooperating with the Schilperoort lab in Leiden for 111 

the plant parts of the project, as they assumed it would be too difficult to get those going in 112 

Gent
29

. However, before Schell could contact Schilperoort, van Montagu had already asked a 113 

biologist in Gent for advice on how to best infect plant cells who, to their surprise, simply told 114 

them to ‘buy some carrots in a grocery store, and to surface sterilize and slice them before 115 

inoculation’
28

. ‘And so began our first plant experiments. Tumors were obtained without 116 

problems on the carrot slices’, Marc van Montagu remembers
28

. 117 

Mary-Dell Chilton in the Nester-lab first set out to confirm and characterize the presence of DNA 118 

in the crown gall tumors, as reported by Schilperoort, by using a novel, more specific technique: 119 

the renaturation kinetics of isolated DNA
31

. The renaturation of a labeled DNA double-strand 120 

following denaturation into single-strands is influenced by the presence of homologous, 121 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



5 

 

unlabeled DNA, which also binds to the labelled DNA and therefore increases the speed of 122 

renaturation
31

. Using this technique, the presence of 0.01 % homologous DNA could be 123 

detected
31

. However, when Chilton mixed unlabeled tumor DNA with labelled chromosomal 124 

Agrobacterial DNA, she could not detect an effect on the renaturation rate
31

. Thus, these 125 

experiments questioned the transfer of bacterial DNA to the plant tumors. However, around the 126 

same time, new indications supporting the idea came from two other groups, who published their 127 

findings in 1971. First, Hamilton and Fall found that an oncogenic Agrobacterium strain could be 128 

‘cured’ of its oncogenicity by exposing it to a 37° C heat shock
32

. Then, Allen Kerr observed that 129 

when he co-infected plant cells with one oncogenic and one non-oncogenic Agrobacterium strain, 130 

and then re-isolated them, the non-oncogenic strain had become oncogenic
33

. The interpretation 131 

of these two experiments was that oncogenicity could be linked with an extra-chromosomal 132 

element, potentially a plasmid or something virus-derived, that could be lost from a bacterial 133 

strain or transferred from one to another
32,33

. 134 

The Schell/van Montagu lab started their work with a slightly different approach, rooted in their 135 

past as phage geneticists
29

. Schell had the idea that the bacteriophage PS8 might be involved in 136 

transferring the DNA from the bacterium to the plant
29

. This idea had been around since the late 137 

1960s, and was also shared by Rob Schilperoort
34

. In fact, Schell and Schilperoort at one point 138 

thought that they might have found evidence of phage DNA in the crown galls, but this was most 139 

likely due to contaminations
31,35

. Nonetheless, in 1971, Schell assigned the task of finding such a 140 

phage in its supercoiled phase in tumor-inducing Agrobacterium strains to one of his new lab 141 

members, Ivo Zaenen
29

. Zaenen approached this task using alkaline sedimentation 142 

ultracentrifugation, which was the state-of-the-art method to separate DNA pieces of different 143 

size and molecular weight, but also technically demanding, because the chance of damaging the 144 

DNA in the process was very high
29,36

. Zaenen managed to optimize the conditions and 145 

technique, however, and eventually got his big break in 1972. What he found was not a 146 

supercoiled phage though, but a large supercoiled plasmid
29,36

. This work, published in 1974, was 147 

the first major contribution from the Schell/Montagu lab on the way towards identifying the 148 

tumor inducing principle
36

. The large plasmid identified could only be found in tumor-inducing 149 

A. tumefaciens strains, but not in non-oncogenic strains, and it was found in a 1:1 ratio with the 150 

bacterial genome, showing that each bacterium carries exactly one of these plasmids
36

. And since 151 

it was only present in oncogenic strains, they concluded that this plasmid ‘could be the tumor-152 
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inducing principle’
36

. In  two follow-up publications they were then able to show that this 153 

plasmid is essential for tumor-induction by, first, still in 1974, screening for single bacterial 154 

colonies that have lost the plasmid, and demonstrating that this loss correlated with a loss of 155 

tumor-inducing capacity of the strain
37

. Then, second, in 1975, transferring the plasmid to a non-156 

oncogenic Agrobacterium strain, and demonstrating that this strain now had indeed gained the 157 

ability to induce tumors
38

. Accordingly, they named the plasmid Tumor-inducing (Ti)-plasmid, 158 

and in 1976 also published their, by then well established, isolation method
39,40

. Based on these 159 

results, Jeff Schell and Marc van Montagu proposed that Agrobacterium could be used as a 160 

bacterial vector to introduce transgenes into plants - a ‘hypothesis met with skepticism from most 161 

plant physiologists as a seemingly wild and untestable idea’, as recalled by Marc van 162 

Montagu
41,42

. 163 

For the Chilton/Nester team, this finding meant that when they performed their renaturation 164 

experiments with chromosomal Agrobacterial DNA, they had simply used the wrong template. 165 

They therefore repeated their experiments using Ti-plasmid DNA
20

. However, to their great 166 

surprise, they again were not able to detect the Ti-plasmid in tumor cells
20,43

. At this point, their 167 

team was ‘disillusioned with the whole project. Some of us were ready to give up’, Chilton 168 

remembers
43

. However, they didn’t give up. And the one thing that they did not consider up to 169 

that point was that maybe not the entire plasmid, but only a part of it could be transferred. This, 170 

however, was very hard to test with the methods available at the time. But by involving the entire 171 

group over a period of almost three straight days, the lab managed to cut up the Ti-plasmid in 172 

several small, but clearly defined pieces, labeled each one of these pieces and test them all for 173 

their individual renaturation kinetics in the presence of tumor DNA
20

. Mary-Dell Chilton has 174 

described the exact experimental process of their ‘brute-force experiment’ as they called it, in her 175 

‘Agrobacterium memoir’
20

. At the end of this process, they indeed succeeded in identifying a 176 

specific DNA fragment from the Ti-plasmid, which they labelled the ‘Transferred(T)-DNA’ that 177 

was incorporated into the tumorous plant cells
44

. And while it was not clear how the DNA was 178 

incorporated (covalently joined to the plant chromosomes or in another form), their 1977 paper 179 

was the first report of bacterial plasmid DNA getting stably integrated into a eukaryotic cell, and 180 

demonstrated ‘a feat of genetic engineering on the part of A. tumefaciens’
44

. But most 181 

importantly, the larger implications were clear: If the bacterium transfers a specific region of its 182 

DNA into plant cells, it must also be possible to replace the genes in this region with other genes 183 
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of interest, and get the Agrobacterium to transfer these genes into the plant as well. And so, the 184 

race towards the first transgenic plant was officially on. 185 

The Race towards the first Transgenic Plant (1977 – 1983) 186 

At this stage, three teams were involved in the race: Rob Schilperoort’s lab in Leiden 187 

(Netherlands), the Marc van Montagu/Jeff Schell labs, which were now split between Ghent 188 

(Belgium) and Cologne (Germany), as Jeff Schell became Director of the Max-Planck Institute in 189 

Cologne in 1978, and Mary-Dell Chilton’s lab at Washington University in St. Louis (USA). 190 

Following the publication identifying the T-DNA, Chilton moved on from Nesters lab in Seattle 191 

and started her own group in St. Louis. So at the start of the race, her team consisted of only 192 

herself and one student in an empty lab
20,43

. She remembers in 2018: ‘I was starting from scratch! 193 

Meanwhile, my competitors, including my former collaborators, were busily galloping on ahead 194 

of me. My reaction to this challenge was to seize a box cutter and get to work’
43

. However, as St. 195 

Louis was also home to Monsanto, and the Company had also realized the potential the research 196 

into Agrobacterium-mediated plant transformation held, a partnership between the Chilton lab 197 

and Monsanto was quickly established, immediately bringing the Chilton lab up to speed
43

. The 198 

ensuing race between the three groups was competitive and fierce, but as Marc van Montagu 199 

recalls, it was ‘conducted on amicable terms, with information being exchanged and 200 

synchronized publication of many of the notable papers’
41

. And it proved successful for all 201 

involved, with loads of high-impact publications for the different labs over the course of the next 202 

7 years. 203 

To start things off, the Schell/van Montagu lab found in 1978 that a specific region appeared to 204 

be highly conserved between all Ti-plasmids compared, even if the rest of the plasmid did not 205 

exhibit high sequence-similarity
45

. They concluded that this region, which appeared to be 206 

flanking the known genes on the plasmid, might be involved in determining the oncogenicity of 207 

the plasmid
45

. They then followed this up with an analysis of the bacterial DNA in infected plant 208 

cells in 1980, and could indeed show that these regions were always located at the flanks of the 209 

integrated T-DNA
46

. Furthermore, they found in this experiment that in some cases, the region 210 

was flanked by bacterial DNA on one, but plant DNA on the other side, a first real indication that 211 

the transferred bacterial DNA was actually integrated into the plant’s genome
46

. In 1982 Patricia 212 

Zambryski and colleagues then described in closer detail what is now known as the Left and 213 
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Right Borders, the regions essential for the transfer of the T-DNA, and also determined that the 214 

integration of the T-DNA into the plant’s genome is not a site-specific event
47

. In between these 215 

publications, in 1980, the Chilton and Schell/van Montagu labs both published a paper each 216 

showing that the bacterial DNA in infected plant cells is indeed part of the nuclear, not the 217 

mitochondrial or plastidial DNA fraction, the next step towards clear evidence that the DNA is 218 

actually integrated into the plant’s genome
48,49

. Still in 1980, the Schell/van Montagu lab 219 

managed to insert a piece of foreign DNA, the Transposon 7 (Tn7) of Escherichia coli (E. coli), 220 

into the T-DNA of Agrobacterium and demonstrated that this piece was then transferred into 221 

plant cells together with the rest of the T-DNA
50

. At this stage it was clear that foreign DNA 222 

could be inserted into the T-DNA, and that this foreign DNA would be transferred to plant cells 223 

upon infection of the plant with the bacterium. However, because of the tumorous character of 224 

the tissue, it was not possible to regenerate a healthy plant from these transformed tissues. In 225 

earlier attempts, getting rid of cells with tumorous character after the transformation procedure, 226 

was always accompanied by a loss of the T-DNA
51

. And another problem was that it was not yet 227 

clear if a transferred gene would be transcribed in the host cell. So these were the next major 228 

hurdles to tackle. 229 

The year 1980 brought another major change to the race. Monsanto had been involved in the race 230 

indirectly since 1978
29

. They funded researchers working in the Chilton lab, and Chilton, Schell 231 

and van Montagu all functioned as advisors or consultants for the company at one point
29

. 232 

However, things changed following the conclusion of the Diamond v. Chakrabarty United States 233 

Supreme Court case dealings on June 16, 1980
29

. The question in front of the judges was if living 234 

genetically modified organisms can be patented, and the ruling was a 5-4 in favor of patenting
52

. 235 

This prompted Monsanto to start their own in-house work on producing the first genetically 236 

modified plants, and so they had entered into the race, even though did not declare that openly
29

. 237 

In 1981, the Schilperoort, Schell/van Montagu and Nester labs all published on Ti-plasmid 238 

mutants carrying insertions in different regions of the T-DNA
53–55

. Bacteria carrying these 239 

plasmid variants only induced smaller tumors and, more importantly, some of the tumor cultures 240 

were able to form shoots or/and roots
53–55

. Furthermore, these experiments provided a first 241 

genetic map of the Ti-plasmid
53–55

. Following this work, one of these mutant Ti-plasmids, 242 

carrying the previously used Tn7 transgene, was again used in the Schell/van Montagu lab to 243 

regenerate a Nicotiana tabacum plant from tumor tissue, which still carried the bacterial T-DNA 244 
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and passed it on to the next generation in a Mendelian fashion
56

. So one may consider this as the 245 

first engineered transgenic plant, but it did not express a new gene or carry a new trait, and it still 246 

expressed some unwanted Agrobacterial genes and produced octopine or nopaline, markers for 247 

Agrobacterium-induced tumor tissue
56

.  248 

Then came the big year 1983, and already in mid-January at the Miami Winter Symposium it 249 

became clear to the world that the race would end
57

. In the morning of January 18th, the ‘Genetic 250 

manipulation of plants’ session was held
29

. Mary-Dell Chilton and Jeff Schell were both 251 

scheduled to speak in that session, with another researcher from Yale University holding the third 252 

spot between these two
20,29,57

. However, shortly before that day, Chilton and Schell were 253 

informed that there had been a last minute change in the schedule, and that a different speaker 254 

would take the third spot in their session
29

. This last minute replacement was Bob Horsch, the 255 

head of Monsanto’s in-house plant culture team
20,29,57

. And so, all three labs announced the 256 

successful transformation of plant cells with an antibiotic resistance gene within one session at 257 

the Symposium
20,57

. The only difference was that Monsanto had also brought a public relations 258 

expert to the meeting, and so The Wall Street Journal subsequently announced that Monsanto had 259 

reported a major breakthrough at the Symposium
29

. But in the following months, high-impact 260 

publications came in one after another: 261 

First, in April, the Chilton lab published the successful regeneration of healthy Nicotiana 262 

tabacum plants carrying a full-length engineered Agrobacterial T-DNA, including a yeast 263 

ALCOHOL DEHYDROGENASE I gene
58

. However, as this gene was inserted into the Ti-plasmid 264 

without any plant-active regulatory sequences, it was not expressed in the transformed plants
58

. 265 

This paper was quickly followed by a publication from the Schilperoort lab on May 12
th

, who 266 

created the first binary plant vector set to use for plant transformation
59

. This meant splitting up 267 

the two parts of a Ti-plasmid, the transferred T-DNA and the virulence (vir) region, which 268 

confers the bacterial ability to infect the plant
59

. By moving the T-DNA region to a separate 269 

plasmid, this plasmid could readily be maintained due to its small size, which made the cloning 270 

work to insert a gene of interest a lot easier
59

. The engineered T-DNA plasmid (the ‘binary 271 

plasmid’) then has to be transformed into a vir-plasmid (the ‘helper plasmid’)-carrying 272 

Agrobacterium strain
59

. 273 
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One week after that, on May 19
th

, the Schell/van Montagu lab published their first transgenic 274 

plant cell line, expressing a foreign gene, and conferring a novel trait to the plant
60

. They used the 275 

chloramphenicol acetyltransferase (cat) gene from E. coli, conferring antibiotic resistance, and to 276 

allow expression from the T-DNA cloned it downstream of the nopaline synthase (nos) 277 

promoter
60

. This promoter had not been published at the time, but the Schell/van Montagu lab 278 

had a manuscript in preparation describing both, the nos and ocotpine synthase promoters, which 279 

was one of the next big publications of that year
61

. This paper was not just important because this 280 

promoter allowed the expression of the cat transgene, and therefore the first publication of a 281 

transgenic plant cell line, but also because it was the first plant-active promoter described in 282 

detail
61

. With their paper, the Schell/van Montagu lab had won this scientific race, but certainly it 283 

was a photo finish, as the Chilton lab had their transgenic plant cell line ready as well. Published 284 

just two months later, on July 14
th

, the Chilton lab described their transformed Nicotiana cells 285 

carrying a G418 transgene that had been inserted into a nopaline Ti-plasmid at the position of the 286 

nos coding region, thereby also exploiting the nos regulatory sequences
62

. They showed that they 287 

could then select transformed cells by growing them on G418-containing medium
62

. Just another 288 

half month following the publication from the Chilton lab, Robert Fraley and colleagues from the 289 

Monsanto lab published their transgenic Petunia lines, carrying the bacterial Aminoglycoside-3'-290 

phosphotransferase (npt) gene, again under control of the nos regulatory sequences
63

. As the npt 291 

gene confers resistance to aminoglycoside antibiotics, they used kanamycin-resistance to select 292 

their transgenic cell lines
63

. Finally, to end the year in style, the lab of Timothy Hall in Madison, 293 

Wisconsin, also published a paper describing their transgenic cell lines
64

. They transformed 294 

sunflower cells with constructs carrying the Phaseolin gene from Phaseolus vulgaris under 295 

control of, first, the octopine synthase promoter, but then also using a large genomic fragment of 296 

Phaseolin, including ~ 1000 bp upstream of the coding region, and therefore the putative 297 

endogenous regulatory sequences
64

. And indeed, this second construct also resulted in expression 298 

of the Phaseolin gene in the sunflower cell lines
64

. 299 

The Aftermath of the Race (1984 – 1986) 300 

The four ‘transgenic plants’ published in 1983 were actually just ‘transgenic plant cell cultures’ 301 

that held the potential to be regenerated into a full plant. The final problem that needed to be 302 

solved to obtain healthy regenerated plants carrying the transgene of interest was to get 303 

completely rid of the tumorous character of the cells, without losing the T-DNA as well. To 304 
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overcome this problem, the Schell/van Montagu lab published another important paper at the tail-305 

end of 1983, describing the first non-oncogenic Ti-plasmid that is still able to transfer the T-DNA 306 

into plant cells
65

. They then used this plasmid in 1984 to transform Nicotiana calli and regenerate 307 

fully healthy transgenic Nicotiana plants
66

. These cells and plants were resistant to kanamycin, 308 

methotrexate or chloramphenicol (depending on the transgene used) and passed this trait on to the 309 

next generation in a Mendelian fashion – demonstrating that the transgene was indeed stably 310 

integrated into the plants genome
66

. 311 

The group around van Montagu and Patricia Zambryski furthermore were then able to determine 312 

that a 25 bp sequence at the right border is essential for transfer of the T-DNA, and that this is 313 

also providing a direction for the transfer
67

. In their model, the Ti-Plasmid would be cut at or near 314 

that site, then a copy of the T-DNA is synthesized from that position up until the left border, and 315 

this copy is then transferred right border first into the plant cell
67

. In 1985, they followed this up 316 

with another publication demonstrating that the vir-genes required to facilitate the transfer of the 317 

T-DNA, are activated by the chemical signal acetosyringone, which is derived from wounded 318 

plant tissue
68

. In nature, this chemical is secreted into the soil from a wound, and is exploited as 319 

chemotactic signal by the Agrobacteria68
. For this reason, acetosyringone is still part of many 320 

plant transformation protocols today. 321 

Michael Bevan from the Chilton lab, the first author on their 1983 paper, went on to create the 322 

pBIN19 binary vector in 1984, which became the most widely used T-DNA vector in the 323 

following years, until Roger Hellens’ pGreen vector set took over in the year 2000
69,70

. In 1986, 324 

the Shell lab then added the pMP90 helper-plasmid to the GV3101 A. tumefaciens strain – 325 

thereby creating another standard to use for transformations to this day
71

. 326 

Also in 1984, the year after the first Agrobacterium-transformed plants were published, the first 327 

cauliflower mosaic virus (CaMV)-transformed plant was published
72

. Since scientists had noticed 328 

that CaMV inserts DNA into plant cells, and that these genes are then expressed in the plant, they 329 

worked on establishing the virus as a vector for plant transformation
73,74

. However, by the time 330 

the CaMV-transformed methotrexate-tolerant turnip plant was published, it had already been 331 

shown that CaMV would only tolerate the insertion of DNA fragments of up to ~250 bp
72,75

. So 332 

this upper size-limit to the genes that could be transferred via CaMV, together with the successful 333 

establishment of Agrobacterium-mediated plant transformation in 1983, effectively put an end to 334 
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the work on CaMV-mediated plant transformation (see also ‘A Short History of the CaMV 35S 335 

promoter’
73

). 336 

In 1985, microinjection of DNA into protoplasts was established as another alternative plant 337 

transformation method
76

. Using this technique, DNA is injected into immobilized plant cells 338 

using a glass capillary
76

. These cells are then used to regenerate a transformed plant
76

. As such, 339 

microinjection is very laborious, but it holds the advantage that large bits of DNA, even whole 340 

chromosomes can be transferred
77

. Another transformation method first established that year was 341 

electrophoresis, first for transient transformation, and then, in 1986, also to achieve stable 342 

transformation of maize plants
78,79

. Transient transformation was performed for protoplasts, and a 343 

suspension culture for the stable transformation, as this could be used for the regeneration of 344 

calli, and then healthy plants
78,79

. This feat was important, as it was assumed at the time that most 345 

monocots were insensitive to Agrobacterium-mediated transformation
80

. 346 

Kick-starting the Biotech-Industry – and blocking it with patents (1980 – 2005) 347 

Also in 1986, the lab of Robert Fraley at Monsanto published two more breakthrough papers, 348 

both capitalizing on recent major developments in plant science. First, they leveraged the 349 

identification of the CaMV 35S promoter to engineer the first herbicide resistant plant, a 350 

glyphosate-tolerant Petunia line
81,82

. Then, they capitalized on the recent adoption of Arabidopsis 351 

thaliana as a plant model organism, by publishing a transgenic Arabidopsis plant carrying a 352 

hygromycin-resistance gene, together with the transformation protocol (see also ‘A Short H istory 353 

of Arabidopsis thaliana (L.) Heynh. Columbia-0’
83

)
84

. 354 

In Europe, Marc van Montagu and Jeff Shell had founded their own biotech company, Plant 355 

Genetic Systems (PGS), already in 1982, when it was apparent that they would be able to 356 

produce their first transgenic plant. The company was Europe’s first biotech company and the 357 

first company to produce an insect resistant plant in 1987. The PGS Nicotiana tabacum plant 358 

expressed a fragment of the Bacillus thuringiensis (Bt) berliner 1715 Bt2-gene
85

. The protein 359 

product of Bt2 was a known toxin to larvae of insect crop-pests, and had at that point already 360 

been approved for use in insecticides
29

. Now, the transgenic tobacco plants expressed this toxin 361 

inside their cells, thereby killing only the larvae that started to actually feed on the plant, and 362 

without contaminating the environment as spraying insecticides would
86

. While this plant never 363 
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made it to the market, other crops with a Bt-based pesticide have been used widely since 1995, 364 

when a Bt-potato was the first Bt-crop to be approved for the food market in the US
87

. 365 

The development of new varieties and of the biotech industry as a whole was hampered from the 366 

start, however, due to the obscure patent situation concerning this ‘invention’
88

. While 367 

Agrobacterium-mediated plant transformation is now used routinely in acdemic research 368 

institutes, not many transgenic crop plants have been transformed using this technique. 1983, 369 

immediately following the first successful transformation of plant cells, Monsanto filed a patent 370 

for the invention of Agrobacterium-mediated dicotyledonous plant transformation using an 371 

integrated (not binary) vector
88

. Jeff Schell and the Max-Planck Society quickly countered this 372 

with their own application, and so did Mary-Dell Chilton and Washington University
88

. This led 373 

to an interference, meaning that no patent was granted, resulting in a situation of legal 374 

uncertainty
88

. This interference was only resolved in 2005, with a settlement between Monsanto, 375 

the Max-Planck Society and Bayer CropScience, who worked out a scheme to share their 376 

licenses
88

. In the meantime, several more patents had been granted on different aspects of 377 

Agrobacterium-mediated plant transformation, making the situation even less transparent
88

. For 378 

example, Mogen Syngenta was granted a patent on the use of binary vectors to transform 379 

dicotyledonous plants, Japan Tobacco on the transformation of calli from monocotyledonous 380 

plants, Washington University on the transformation of dicotyledonous plants using an 381 

Agrobacterium strain carrying a disarmed plasmid, Monsanto on the transformation of 382 

dicotyledonous cells when using an antibiotic during the inoculation phase, and Rob Schilperoort 383 

and Leiden University for the transformation of plants from the Liliaceae or Amaryllidaceae 384 

families, if the T-DNA and vir-genes are integrated into the genome of the bacterium
88

. 385 

Curiously, this means that every scientists, even in an academic research environment, is 386 

infringing on these patents, despite many academics believing in a ‘myth of the “experimental use 387 

exception”’, meaning that they are somehow exempt, due to the non-commercial nature of their 388 

work
88

. But this is not actually the case
88

. Following the 2005 settlement, the Max-Planck Society 389 

used the back royalties they received to fund the Jeff Schell Professorship at the University of 390 

Cologne. 391 

Years of Expansion and Simplification (1987 - today) 392 
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The first improvement of the actual transformation method came in 1987. Kenneth Feldman and 393 

David Marks moved away from tissue culturing, and published a seed-transformation method
89

. 394 

On top of that, the particle gun was introduced in the same year, to deliver DNA into plant cells 395 

using ballistics
90

. At first, this technique was limited to achieve transient transformation of small 396 

cell populations within tissues, but in 1998 also stable transformants were acquired by particle 397 

bombardment of the plant stem cells in the meristem
91

. Biolistic transformation remains a 398 

standard technique, mainly for plants that are resistant to Agrobacterium-mediated 399 

transformation. However, over the past decades, protocols have been developed for more and 400 

more plants that were initially thought to be resistant to the bacterium, among them wheat, maize 401 

and rice in the 1990s, and also the patent issue around Agrobacterium could be resolved
92–94

. 402 

During the 1990s, several of the established transformation methods were optimized for 403 

Nicotiana plants, and with ultrasonication in 1991, a new technique was added to the already 404 

available toolbox
95

. But more importantly, transient transformation systems for Nicotiana leaves 405 

were developed
96

. In its simplest incarnation, Agrobacterium-solution is injected directly into the 406 

leave cells through their stomata using a syringe
96

. The cells are transformed by the bacterium, 407 

allowing the expression of a transgene for, e.g., intracellular gene-localization or subsequent 408 

protein extraction
96

. 409 

The next major improvement of the Agrobacterium-mediated plant transformation protocol came 410 

exactly 10 years after the race toward the first transgenic plant had ended. Nicole Bechtold, Jeff 411 

Ellis and Georges Pelletier published their ‘vacuum infiltration’ plant transformation protocol in  412 

1993
97

. This method of immersing the whole adult plant in Agrobacterium-solution under 413 

vacuum meant a giant step forward as it not only simplified the procedure, it also improved the 414 

efficiency immensely
97

. It is important to note though, that this protocol is mostly specific for 415 

Arabidopsis transformation. This was then followed by another major simplification protocol 416 

another five years later, again facilitated by the ease of transforming Arabidopsis. Steven Clough 417 

and Andrew Bent published their ‘floral-dip’ method in The Plant Journal in 1998, fittingly the 418 

journal plant transformation pioneer Jeff Schell helped to establish in 1991
98

. The floral-dip 419 

method eliminated the uprooting and replanting of the plants, as well as the vacuum-step from the 420 

protocol, by simply dipping the above-ground part of the plant into Agrobacterium-solution for a 421 

few seconds, and then keeping the plants in a humid environment for a day, and repeating this 422 

step once after roughly 6 days
98

. This floral-dip method is one of the most cited papers in plant 423 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



15 

 

science history. Finally, in 2006, the last somewhat critical step in the protocol, the handling of 424 

large volume liquid cultures, was removed by simply scraping Agrobacteria from a plate, 425 

resuspending them in infiltration medium and then dipping the Arabidopsis plant into such 426 

solutions
99

. 427 

In 2003, Agrobacterium-mediated plant transformation was at the center of another big 428 

advancement of plant science: The creation of the SALK T-DNA mutant collection
100

. Here, 429 

Agrobacterium was used to create a library of over 220.000 Arabidopsis plant lines, each 430 

carrying an independent T-DNA insertion in a random position of its genome
100

. Due to this high 431 

number, a T-DNA was inserted into almost every single one of the ~ 30.000 Arabidopsis genes, 432 

providing researchers with ready-to-order mutants for almost all their genes of interest
100

. 433 

Curiously, in 2008, a quarter century after the first transgenic plant lines were published, Bekir 434 

Ülker and colleagues found that several of the commonly used A. tumefaciens strains do not just 435 

transfer the clearly defined T-DNA into plant cells, but occasionally also large fragments of their 436 

chromosomal DNA
101

. These transferred fragments can be up to ~ 18 kb in size, and may be 437 

present in as many as 0.4 % of transgenic lines
101

. Similarly, when the team of Joe Ecker at the 438 

SALK Institute revisited their SALK T-DNA insertion lines (as well as lines from two more T-439 

DNA collections, SAIL
102

 and WISC
103

) in 2019, they found that these insertions had caused a 440 

wide range of changes in the plant’s genome, such as rearrangements, exchanges of chromosome 441 

arm ends, enrichments of siRNAs, or changes in the methylome
104

. So even though 442 

Agrobacterium-mediated DNA transfer is well understood today, these findings indicate that 443 

there still remains a lot to learn by studying this bacterium and its interaction with plants
101,104,105

. 444 

In retrospect, it would appear somewhat strange that people would go through intensive callus- 445 

and plant-regeneration stages, when one could just dip the flowers of the plant into a solution of 446 

bacteria that were scraped off a plate to obtain transformed plants. But particularly these later 447 

advances were only possible because of the adoption of Arabidopsis thaliana as a plant model in 448 

the mid-1980s, as these simplified methods appear not to work on most other plants. On the other 449 

hand, the initial assumption that Agrobacterium can transform most dicotyledonous plants, but 450 

only very few monocots also proved to be wrong: Modifications and tweaks to the transformation 451 

procedure and the generation of more efficient strains eventually produced transformation 452 

protocols for most of the commonly used monocot plants, and even transformation of woody 453 
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tissue on trees
106,107

. Even more impressively, it became clear that A. tumefaciens can not only 454 

transform plants, but also yeast, fungi and even human cells
106

. This wide applicability 455 

demonstrates the huge impact that the development of Agrobacterium-mediated plant 456 

transformation had not just for the plant field. In summary, it is certainly fair to say that 457 

Agrobacterium-mediated plant transformation is one of the most important achievements in plant 458 

science history and has helped to kick-start the plant biotech industry. 459 

 460 

Further Reading: 461 

- Armin C. Braun - A History of the Crown Gall Problem
3
 462 

- Mary Dell-Chilton – Agrobacterium. A Memoir
20

 463 

- Geert Angenon et al. - From the tumor-inducing principle to plant biotechnology and its 464 

importance for society
28

 465 

- John Zupan et al. - The transfer of DNA from agrobacterium tumefaciens into plants: a feast 466 

of fundamental insights
108

 467 

- Mary Dell-Chilton - My Secret Life
43

 468 

- Judith M. Heimann - Using Nature's Shuttle
29

 469 

 470 

Acknowledgements 471 

Thanks to Csaba Koncz and Imre E. Somssich for providing research material and comments on 472 

the manuscript, and the Deutsche Forschungsgemeinschaft (German Research Foundation ; DFG; 473 

Project 344523413) for support. 474 

References 475 

1.  Smith EF. Field Notes, 1892. J Mycol. 1894;7: 373–377. Available: 476 

https://www.jstor.org/stable/3752770#metadata_info_tab_contents 477 

2.  Smith EF. The Bacterial Diseases of Plants: A Critical Review of the Present State of Our 478 

Knowledge. Am Nat. 1896;30: 626–643. Available: 479 

https://www.jstor.org/stable/2453385?seq=1#metadata_info_tab_contents 480 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



17 

 

3.  Braun AC. A History of the Crown Gall Problem. Molecular Biology of Plant Tumors. 481 

Elsevier; 1982. pp. 155–210. Available at doi:10.1016/B978-0-12-394380-4.50012-8 482 

4.  Fischer A. Vorlesungen über Bakterien. 1st ed. Vorlesungen über Bakterien. Jena: Verlag 483 

von Gustav Fischer; 1897. Available: 484 

https://www.biodiversitylibrary.org/bibliography/1910#/summary 485 

5.  Smith EF. Entgegnungen auf Alfred Fischer’s “Antwort” in betreff der Existenz von 486 

durch Bakterien verursachten Pflanzenkrankheiten. Cent für Bakteriol Parasitenkd und 487 

Infekt. 1901;2: 190–199.  488 

6.  The University of Chicago Press. Notes for Students. Bot Gaz. 1900;30: 208–215. 489 

Available: https://www.jstor.org/stable/2465005 490 

7.  Hedgcock GG. Some of the Results of Three Years’ Experiments with Crown Gall. 491 

Science. 1905;22: 120–122. Available: https://www.jstor.org/stable/1632068 492 

8.  Smith EF, Townsend CO. A plant-tumor of bacterial origin. Science. 1907;25: 671–673. 493 

Available at doi:10.1126/science.25.643.671 494 

9.  Smith EF, Brown NA, McCulloch L. The structure and development of crown gall: a 495 

plant cancer. Galloway BT, editor. U. S. Department of Agriculture. Washington: 496 

Government printing office; 1912. Available: 497 

https://archive.org/details/structuredevelop255smit/page/n3 498 

10.  White PR, Braun AC. Crown gall production by bacteria-free tumor tissues. Science. 499 

1941;94: 239–241. Available at doi:10.1126/science.94.2436.239 500 

11.  Bergey DH, Harrison FC, Breed RS, Hammer BW, Huntoon FM. Bergey’s Manual of 501 

Determinative Bacteriology. 2nd Editio. The Williams & Wilkins Company. Baltimore; 502 

1925. Available: https://babel.hathitrust.org/cgi/pt?id=uc1.b4210286;view=1up;seq=11 503 

12.  Conn HJ. Validity of the Genus Alcaligenes. J Bacteriol. 1942;44: 353–60. Available: 504 

http://www.ncbi.nlm.nih.gov/pmc/articles/PMC373683/ 505 

13.  Riker AJ. Studies on the influence of some environmental factors on the development of 506 

crown gall. J Agric Res. 1926;XXXII: 83–96. Available: 507 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



18 

 

https://naldc.nal.usda.gov/download/IND43967199/PDF 508 

14.  Braun AC. Thermal Studies on the Factors Responsible for Tumor Initiation in Crown 509 

Gall. Am J Bot. 1947;34: 234–240. Available at doi:10.1002/j.1537-2197.1947.tb12981.x 510 

15.  Griffith F. The Significance of Pneumococcal Types. J Hyg (Lond). 1928;27: 113–159. 511 

Available: https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2167760/ 512 

16.  Avery OT, MacLeod CM, McCarty M. Studies on the chemical nature of the substance 513 

inducing transformation of Pneumococcal types. J Exp Med. 1944;79: 137–158. 514 

Available at doi:10.1084/jem.79.2.137 515 

17.  Hershey AD, Chase M. Independent functions of viral protein and nucleic acid in growth 516 

of bacteriophage. J Gen Physiol. 1952;36: 39–56.  517 

18.  Watson JD, Crick FHC. Molecular Structure of Nucleic Acids. Nature. 1953;171: 737–518 

738. Available at doi:10.1038/171737a0 519 

19.  Franklin RE, Gosling RG. Evidence for 2-chain helix in crystalline structure of sodium 520 

deoxyribonucleate. Nature. 1953;171: 156–157.  521 

20.  Chilton M-D. Agrobacterium. A Memoir. Plant Physiol. 2001;125: 9–14. Available at 522 

doi:10.1104/pp.125.1.9 523 

21.  Astbury WT. Molecular Biology or Ultrastructural Biology? Nature. 1961;190: 1124–524 

1124. Available at doi:10.1038/1901124a0 525 

22.  Chamberlin M, Berg P. Deoxyribonucleic acid-directed synthesis of ribonucleic acid by 526 

an enzyme from Escherichia coli. Proc Natl Acad Sci U S A. 1962;48: 81–94. Available 527 

at doi:10.1073/pnas.48.1.81 528 

23.  Southern EM. Detection of specific sequences among DNA fragments separated by gel 529 

electrophoresis. J Mol Biol. 1975;98: 503–17. Available at doi:10.1016/S0022-530 

2836(75)80083-0 531 

24.  Johansson BG. Agarose Gel Electrophoresis. Scand J Clin Lab Invest. 1972;29: 7–19. 532 

Available at doi:10.3109/00365517209102747 533 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



19 

 

25.  Schilperoort RA, Veldstra H, Warnaar SO, Mulder G, Cohen JA. Formation of 534 

complexes between DNA isolated from tobacco crown gall tumours and RNA 535 

complementary to Agrobacterium tumefaciens DNA. Biochim Biophys Acta - Nucleic 536 

Acids Protein Synth. 1967;145: 523–525. Available at doi:10.1016/0005-2787(67)90075-537 

5 538 

26.  Schilperoort RA, Meijs WH, Pippel GMW, Veldstra H. Agrobacterium tumefaciens 539 

cross-reacting antigens in sterile crown-gall tumors. FEBS Lett. 1969;3: 173–176. 540 

Available at doi:10.1016/0014-5793(69)80127-4 541 

27.  Chadha KC, Srivastava BIS. Evidence for the Presence of Bacteria-specific Proteins in 542 

Sterile Crown Gall Tumor Tissue. Plant Physiol. 1971;48: 125–129. Available at 543 

doi:10.1104/pp.48.2.125 544 

28.  Angenon G, Van Lijsebettens M, Montagu MCE van. From the tumor-inducing 545 

principle to plant biotechnology and its importance for society. Int J Dev Biol. 2013;57: 546 

453–60. Available at doi:10.1387/ijdb.130295ga 547 

29.  Heimann JM. Using Nature’s Shuttle - The making of the first genetically modified plants 548 

and the people who did it. First Edit. Using Nature’s Shuttle. The Netherlands: 549 

Wageningen Academic Publishers; 2018. Available at doi:10.3920/978-90-8686-880-3 550 

30.  De Ley J, Bernaerts M, Rassel A, Guilmot J. Approach to an improved taxonomy of the 551 

genus Agrobacterium. J Gen Microbiol. 1966;43: 7–17. Available at 552 

doi:10.1099/00221287-43-1-7 553 

31.  Chilton M-D, Currier TC, Farrand SK, Bendich AJ, Gordon MP, Nester EW. 554 

Agrobacterium tumefaciens DNA and PS8 Bacteriophage DNA Not Detected in Crown 555 

Gall Tumors. Proc Natl Acad Sci U S A. 1974;71: 3672–3676. Available at 556 

doi:10.1073/pnas.71.9.3672 557 

32.  Hamilton RH, Fall MZ. The loss of tumor-initiating ability in Agrobacterium 558 

tumefaciens by incubation at high temperature. Experientia. 1971;27: 229–30. Available 559 

at doi:10.1007/BF02145913 560 

33.  Kerr A. Acquisition of virulence by non-pathogenic isolates of Agrobacterium 561 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



20 

 

radiobacter. Physiol Plant Pathol. 1971;1: 241–246. Available at doi:10.1016/0048-562 

4059(71)90045-2 563 

34.  Manasse RJ, Staples RC, Granados RR, Barnes EG. Morphological, biological, and 564 

physical properties of Agrobacterium tumefaciens bacteriophages. Virology. 1972;47: 565 

375–384. Available at doi:10.1016/0042-6822(72)90273-5 566 

35.  Schilperoort RA, Sittert NJ, Schell J. The Presence of Both Phage PS8 and 567 

Agrobacterium turnefaciens A6 DNA Base Sequences in A6-Induced Sterile Crown-Gall 568 

Tissue Cultured in vitro. Eur J Biochem. 1973;33: 1–7. Available at doi:10.1111/j.1432-569 

1033.1973.tb02647.x 570 

36.  Zaenen I, Van Larebeke N, Montagu MCE van, Schell J. Supercoiled circular DNA in 571 

crown-gall inducing Agrobacterium strains. J Mol Biol. 1974;86: 109–27. Available at 572 

doi:10.1016/S0022-2836(74)80011-2 573 

37.  Larebeke N van, Engler G, Holsters M, Elsacker S van den, Zaenen I, Schilperoort 574 

RA, et al. Large plasmid in Agrobacterium tumefaciens essential for crown gall-inducing 575 

ability. Nature. 1974;252: 169–170. Available at doi:10.1038/252169a0 576 

38.  Larebeke N van, Genetello C, Schell J, Schilperoort RA, Hermans AK, Hernalsteens 577 

J-P, et al. Acquisition of tumour-inducing ability by non-oncogenic agrobacteria as a 578 

result of plasmid transfer. Nature. 1975;255: 742–743. Available at doi:10.1038/255742a0 579 

39.  Engler G, Holsters M, Montagu MCE van, Schell J, Hernalsteens JP, Schilperoort 580 

RA. Agrocin 84 sensitivity: a plasmid determined property in Agrobacterium tumefaciens. 581 

Mol Gen Genet. 1975;138: 345–9. Available at doi:10.1007/BF00264804 582 

40.  Ledeboer AM, Krol AJM, Dons JJM, Spier F, Schilperoort RA, Zaenen I, et al. On 583 

the isolation of TI-plasmid from Agrobacterium tumefaciens. Nucleic Acids Res. 1976;3: 584 

449–464. Available at doi:10.1093/nar/3.2.449 585 

41.  Montagu MCE van. Jeff Schell (1935–2003). Nature. 2003;423: 934–934. Available at 586 

doi:10.1038/423934a 587 

42.  Schell J, Montagu MCE van. The Ti-Plasmid of Agrobacterium Tumefaciens, A Natural 588 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



21 

 

Vector for the Introduction of NIF Genes in Plants? Genetic Engineering for Nitrogen 589 

Fixation. Boston, MA: Springer US; 1977. pp. 159–179. Available at doi:10.1007/978-1-590 

4684-0880-5_12 591 

43.  Chilton M-D. My Secret Life. Annu Rev Plant Biol. 2018;69: 1–20. Available at 592 

doi:10.1146/annurev-arplant-032717-090606 593 

44.  Chilton M-D, Drummond MH, Merlo DJ, Sciaky D, Montoya AL, Gordon MP, et al.  594 

Stable incorporation of plasmid DNA into higher plant cells: the molecular basis of crown 595 

gall tumorigenesis. Cell. 1977;11: 263–71. Available at doi:10.1016/0092-8674(77)90043-596 

5 597 

45.  Depicker AG, Montagu MCE van, Schell J. Homologous DNA sequences in different 598 

Ti-plasmids are essential for oncogenicity. Nature. 1978;275: 150–153. Available at 599 

doi:10.1038/275150a0 600 

46.  Zambryski PC, Holsters M, Kruger K, Depicker A, Schell J, Montagu MCE van, et 601 

al. Tumor DNA structure in plant cells transformed by A. tumefaciens. Science. 1980;209: 602 

1385–1391. Available at doi:10.1126/science.6251546 603 

47.  Zambryski PC, Depicker AG, Kruger K, Goodman HM. Tumor induction by 604 

Agrobacterium tumefaciens: analysis of the boundaries of T-DNA. J Mol Appl Genet. 605 

1982;1: 361–70. Available: http://www.ncbi.nlm.nih.gov/pubmed/7108407 606 

48.  Chilton M-D, Saiki RK, Yadav N, Gordon MP, Quetier F. T-DNA from Agrobacterium 607 

Ti plasmid is in the nuclear DNA fraction of crown gall tumor cells. Proc Natl Acad Sci 608 

U S A. 1980;77: 4060–4. Available at doi:10.1068/c11167b 609 

49.  Willmitzer L, Beuckeleer M De, Lemmers M, Montagu MCE van, Schell J. DNA 610 

from Ti plasmid present in nucleus and absent from plastids of crown gall plant cells. 611 

Nature. 1980;287: 359–361. Available at doi:10.1038/287359a0 612 

50.  Hernalsteens J-P, Vliet F Van, Beuckeleer M De, Depicker A, Engler G, Lemmers M, 613 

et al. The Agrobacterium tumefaciens Ti plasmid as a host vector system for introducing 614 

foreign DNA in plant cells. Nature. 1980;287: 654–656. Available at 615 

doi:10.1038/287654a0 616 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



22 

 

51.  Yang F, Montoya AL, Merlo DJ, Drummond MH, Chilton M-D, Nester EW, et al. 617 

Foreign DNA sequences in crown gall teratomas and their fate during the loss of the 618 

tumorous traits. Mol Gen Genet. 1980;177: 707–14. Available at 619 

doi:10.1007/BF00272683 620 

52.  Barbash F. Laboratory Life Forms Patentable. Washington Post. 1980; Available: 621 

https://www.washingtonpost.com/archive/politics/1980/06/17/laboratory-life-forms-622 

patentable/c7b76a51-a7ac-424a-9dcc-539d7a414873/?utm_term=.edbcb8c52f87 623 

53.  Ooms G, Hooykaas PJJ, Moolenaar G, Schilperoort RA. Grown gall plant tumors of 624 

abnormal morphology, induced by Agrobacterium tumefaciens carrying mutated octopine 625 

Ti plasmids; analysis of T-DNA functions. Gene. 1981;14: 33–50. Available at 626 

doi:10.1016/0378-1119(81)90146-3 627 

54.  Garfinkel DJ, Simpson RB, Ream LW, White FF, Gordon MP, Nester EW. Genetic 628 

analysis of crown gall: fine structure map of the T-DNA by site-directed mutagenesis. 629 

Cell. 1981;27: 143–53. Available at doi:10.1016/0092-8674(81)90368-8 630 

55.  Greve H de, Decraemer H, Seurinck J, Montagu MCE van, Schell J. The functional 631 

organization of the octopine Agrobacterium tumefaciens plasmid pTiB6s3. Plasmid. 632 

1981;6: 235–48. Available at doi:10.1016/0147-619X(81)90069-X 633 

56.  Otten L, Greve H de, Hernalsteens J-P, Montagu MCE van, Schieder O, Straub J, et 634 

al. Mendelian transmission of genes introduced into plants by the Ti plasmids of 635 

Agrobacterium tumefaciens. Mol Gen Genet. 1981;183: 209–13. Available at 636 

doi:10.1007/BF00270619 637 

57.  O’Brien SJ. Miami Winter Symposium. Nat Biotechnol. 1983;1: 36–38. Available at 638 

doi:10.1038/nbt0383-36 639 

58.  Barton KA, Binns AN, Matzke AJM, Chilton M-D. Regeneration of intact tobacco 640 

plants containing full length copies of genetically engineered T-DNA, and transmission of 641 

T-DNA to R1 progeny. Cell. 1983;32: 1033–43. Available at doi:10.1016/0092-642 

8674(83)90288-X 643 

59.  Hoekema A, Hirsch PR, Hooykaas PJJ, Schilperoort RA. A binary plant vector 644 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



23 

 

strategy based on separation of vir- and T-region of the Agrobacterium tumefaciens Ti-645 

plasmid. Nature. 1983;303: 179–180. Available at doi:10.1038/303179a0 646 

60.  Herrera-Estrella L, Depicker A, Montagu MCE van, Schell J. Expression of chimaeric 647 

genes transferred into plant cells using a Ti-plasmid-derived vector. Nature. 1983;303: 648 

209–213. Available at doi:10.1038/303209a0 649 

61.  Koncz C, De Greve H, André D, Deboeck F, Montagu MCE van, Schell J. The opine 650 

synthase genes carried by Ti plasmids contain all signals necessary for expression in 651 

plants. EMBO J. 1983;2: 1597–603. Available at doi:10.1002/j.1460-652 

2075.1983.tb01630.x 653 

62.  Bevan MW, Flavell RB, Chilton M-D. A chimaeric antibiotic resistance gene as a 654 

selectable marker for plant cell transformation. Nature. 1983;304: 184–187. Available at 655 

doi:10.1038/304184a0 656 

63.  Fraley RT, Rogers SG, Horsch RB, Sanders PR, Flick JS, Adams SP, et al.  Expression 657 

of bacterial genes in plant cells. Proc Natl Acad Sci U S A. 1983;80: 4803–7. Available at 658 

doi:10.1073/pnas.80.15.4803 659 

64.  Murai N, Sutton DW, Murray MG, Slightom JL, Merlo DJ, Reichert NA, et al.  660 

Phaseolin gene from bean is expressed after transfer to sunflower via tumor-inducing 661 

plasmid vectors. Science. 1983;222: 476–82. Available at 662 

doi:10.1126/science.222.4623.476 663 

65.  Zambryski PC, Joos H, Genetello C, Leemans J, Montagu MCE van, Schell J. Ti 664 

plasmid vector for the introduction of DNA into plant cells without alteration of their 665 

normal regeneration capacity. EMBO J. 1983;2: 2143–50. Available at 666 

doi:10.1002/J.1460-2075.1983.TB01715.X 667 

66.  De Block M, Herrera-Estrella L, Montagu MCE van, Schell J, Zambryski PC. 668 

Expression of foreign genes in regenerated plants and in their progeny. EMBO J. 1984;3: 669 

1681–9. Available at doi:n/a 670 

67.  Wang K, Herrera-Estrella L, Montagu MCE van, Zambryski P. Right 25 by terminus 671 

sequence of the nopaline t-DNA is essential for and determines direction of DNA transfer 672 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



24 

 

from Agrobacterium to the plant genome. Cell. 1984;38: 455–462. Available at 673 

doi:10.1016/0092-8674(84)90500-2 674 

68.  Stachel SE, Messens E, Montagu MCE van, Zambryski P. Identification of the signal 675 

molecules produced by wounded plant cells that activate T-DNA transfer in 676 

Agrobacterium tumefaciens. Nature. 1985;318: 624–629. Available at 677 

doi:10.1038/318624a0 678 

69.  Bevan M. Binary Agrobacterium vectors for plant transformation. Nucleic Acids Res. 679 

1984;12: 8711–8721. Available at doi:10.1093/nar/12.22.8711 680 

70.  Hellens RP, Edwards EA, Leyland NR, Bean S, Mullineaux PM. pGreen: a versatile 681 

and flexible binary Ti vector for Agrobacterium-mediated plant transformation. Plant Mol 682 

Biol. 2000;42: 819–32. Available at doi:10.1023/A:1006496308160 683 

71.  Koncz C, Schell J. The promoter of TL-DNA gene 5 controls the tissue-specific 684 

expression of chimaeric genes carried by a novel type of Agrobacterium binary vector. 685 

Mol Gen Genet. 1986;204: 383–396. Available at doi:10.1007/BF00331014 686 

72.  Brisson N, Paszkowski J, Penswick JR, Gronenborn B, Potrykus I, Hohn T. 687 

Expression of a bacterial gene in plants by using a viral vector. Nature. 1984;310: 511–688 

514. Available at doi:10.1038/310511a0 689 

73.  Somssich M. A short history of the CaMV 35S promoter. PeerJ Prepr. 2018;6:e27096v2: 690 

1–16. Available at doi:10.7287/peerj.preprints.27096v2 691 

74.  Hull R. The possible use of plant viral DNAs in genetic manipulation in plants. Trends 692 

Biochem Sci. 1978;3: 254–256. Available at doi:10.1016/S0968-0004(78)95435-X 693 

75.  Gronenborn B, Gardner RC, Schaefer S, Shepherd RJ. Propagation of foreign DNA in 694 

plants using cauliflower mosaic virus as vector. Nature. 1981;294: 773–776. Available at 695 

doi:10.1038/294773a0 696 

76.  Lawrence WA, Davies DR. A method for the microinjection and culture of protoplasts at 697 

very low densities. Plant Cell Rep. 1985;4: 33–35. Available at doi:10.1007/BF00285500 698 

77.  Griesbach RJ. Chromosome-mediated transformation via microinjection. Plant Sci. 699 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



25 

 

1987;50: 69–77. Available at doi:10.1016/0168-9452(87)90032-X 700 

78.  Fromm ME, Taylor LP, Walbot V. Stable transformation of maize after gene transfer by 701 

electroporation. Nature. 1986;319: 791–793. Available at doi:10.1038/319791a0 702 

79.  Fromm ME, Taylor LP, Walbot V. Expression of genes transferred into monocot and 703 

dicot plant cells by electroporation. Proc Natl Acad Sci U S A. 1985;82: 5824–8. 704 

Available at doi:10.1073/pnas.82.17.5824 705 

80.  Hernalsteens J-P, Thia-Toong L, Schell J, Montagu MCE van. An Agrobacterium-706 

transformed cell culture from the monocot Asparagus officinalis. EMBO J. 1984;3: 3039–707 

41. Available at doi:10.1002/j.1460-2075.1984.tb02254.x 708 

81.  Shah DM, Horsch RB, Klee HJ, Kishore GM, Winter JA, Tumer NE, et al. 709 

Engineering Herbicide Tolerance in Transgenic Plants. Science. 1986;233: 478–481. 710 

Available at doi:10.1126/science.233.4762.478 711 

82.  Odell JT, Nagy F, Chua N-H. Identification of DNA sequences required for activity of 712 

the cauliflower mosaic virus 35S promoter. Nature. 1985;313: 810–2. Available at 713 

doi:10.1038/313810a0 714 

83.  Somssich M. A short history of Arabidopsis thaliana (L.) Heynh. Columbia-0. PeerJ 715 

Prepr. 2018;e26931v3: 1–7. Available at doi:10.7287/peerj.preprints.26931v3 716 

84.  Lloyd AM, Barnason AR, Rogers SG, Byrne MC, Fraley RT, Horsch RB. 717 

Transformation of Arabidopsis thaliana with Agrobacterium tumefaciens. Science. 718 

1986;234: 464–6. Available at doi:10.1126/science.234.4775.464 719 

85.  Höfte H, Greve H de, Seurinck J, Jansens S, Mahillon J, Ampe C, et al. Structural and 720 

functional analysis of a cloned delta endotoxin of Bacillus thuringiensis berliner 1715. Eur 721 

J Biochem. 1986;161: 273–280. Available at doi:10.1111/j.1432-1033.1986.tb10443.x 722 

86.  Vaeck M, Reynaerts A, Höfte H, Jansens S, De Beuckeleer M, Dean C, et al. 723 

Transgenic plants protected from insect attack. Nature. 1987;328: 33–37. Available at 724 

doi:10.1038/328033a0 725 

87.  Peferoen M. Progress and prospects for field use of bt genes in crops. Trends Biotechnol. 726 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



26 

 

1997;15: 173–177. Available at doi:10.1016/S0167-7799(97)01018-4 727 

88.  Nottenburg C, Rodríguez CR. Agrobacterium-Mediated Gene Transfer: A Lawyer’s 728 

Perspective. Agrobacterium: From Biology to Biotechnology. New York, NY: Springer 729 

New York; 2008. pp. 699–735. Available at doi:10.1007/978-0-387-72290-0_20 730 

89.  Feldmann KA, Marks MD. Agrobacterium-mediated transformation of germinating 731 

seeds of Arabidopsis thaliana: A non-tissue culture approach. Mol Gen Genet. 1987;208: 732 

1–9. Available at doi:10.1007/BF00330414 733 

90.  Sanford JC, Klein TM, Wolf ED, Allen N. Delivery of substances into cells and tissues 734 

using a particle bombardment process. Part Sci Technol. 1987;5: 27–37. Available at 735 

doi:10.1080/02726358708904533 736 

91.  McCabe DE, Swain WF, Martinell BJ, Christou P. Stable Transformation of Soybean 737 

(Glycine Max) by Particle Acceleration. Nat Biotechnol. 1988;6: 923–926. Available at 738 

doi:10.1038/nbt0888-923 739 

92.  Cheng M, Fry JE, Pang S, Zhou H, Hironaka CM, Duncan DR, et al. Genetic 740 

Transformation of Wheat Mediated by Agrobacterium tumefaciens. Plant Physiol. 741 

1997;115: 971–980. Available at doi:10.1104/pp.115.3.971 742 

93.  Hiei Y, Ohta S, Komari T, Kumashiro T. Efficient transformation of rice (Oryza sativa 743 

L.) mediated by Agrobacterium and sequence analysis of the boundaries of the T-DNA. 744 

Plant J. 1994;6: 271–82. Available at doi:10.1007/s00217-007-0780-z 745 

94.  Ishida Y, Saito H, Ohta S, Hiei Y, Komari T, Kumashiro T. High efficiency 746 

transformation of maize (Zea mays L.) mediated by Agrobacterium tumefaciens. Nat 747 

Biotechnol. 1996;14: 745–750. Available at doi:10.1038/nbt0696-745 748 

95.  Zhang L-J, Cheng L-M, Xu N, Zhao N-M, Li C-G, Yuan J, et al. Efficient 749 

Transformation of Tobacco by Ultrasonication. Bio/Technology. 1991;9: 996–997. 750 

Available at doi:10.1038/nbt1091-996 751 

96.  English JJ, Davenport GF, Elmayan T, Vaucheret H, Baulcombe DC. Requirement of 752 

sense transcription for homology-dependent virus resistance and trans-inactivation. Plant 753 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



27 

 

J. 1997;12: 597–603. Available at doi:10.1046/j.1365-313X.1997.00597.x 754 

97.  Bechtold N, Ellis J, Pelletier G. In planta Agrobacterium-mediated gene transfer by 755 

infiltration of adult Arabidopsis thaliana plants. Comptes Rendus l’Academie des Sci - 756 

Ser 3 Sci la Vie. 1993;316: 1194–1199.  757 

98.  Clough SJ, Bent AF. Floral dip: a simplified method for Agrobacterium-mediated 758 

transformation of Arabidopsis thaliana. Plant J. 1998;16: 735–43. Available at 759 

doi:10.1046/j.1365-313X.1998.00343.x 760 

99.  Logemann E, Birkenbihl RP, Ülker B, Somssich IE. An improved method for preparing 761 

Agrobacterium cells that simplifies the Arabidopsis transformation protocol. Plant 762 

Methods. 2006;2: 16. Available at doi:10.1186/1746-4811-2-16 763 

100.  Alonso JM, Stepanova AN, Leisse TJ, Kim CJ, Chen H, Shinn P, et al.  Genome-wide 764 

insertional mutagenesis of Arabidopsis thaliana. Science. 2003;301: 653–7. Available at 765 

doi:10.1126/science.1086391 766 

101.  Ülker B, Li Y, Rosso MG, Logemann E, Somssich IE, Weisshaar B . T-DNA-mediated 767 

transfer of Agrobacterium tumefaciens chromosomal DNA into plants. Nat Biotechnol. 768 

2008;26: 1015–7. Available at doi:10.1038/nbt.1491 769 

102.  Sessions A, Burke E, Presting G, Aux G, McElver J, Patton D, et al. A High-770 

Throughput Arabidopsis Reverse Genetics System. Plant Cell. 2002;14: 2985–2994. 771 

Available at doi:10.1105/tpc.004630 772 

103.  Woody ST, Austin-Phillips S, Amasino RM, Krysan PJ. The WiscDsLox T-DNA 773 

collection: an arabidopsis community resource generated by using an improved high-774 

throughput T-DNA sequencing pipeline. J Plant Res. 2007;120: 157–165. Available at 775 

doi:10.1007/s10265-006-0048-x 776 

104.  Jupe F, Rivkin AC, Michael TP, Zander M, Motley ST, Sandoval JP, et al. The 777 

complex architecture and epigenomic impact of plant T-DNA insertions. Schmutz J, 778 

editor. PLOS Genet. 2019;15: e1007819. Available at doi:10.1371/journal.pgen.1007819 779 

105.  Ülker B, Peiter E, Dixon DP, Moffat C, Capper R, Bouché N, et al. Getting the most 780 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019



28 

 

out of publicly available T-DNA insertion lines. Plant J. 2008;56: 665–677. Available at 781 

doi:10.1111/j.1365-313X.2008.03608.x 782 

106.  Lacroix B, Tzfira T, Vainstein A, Citovsky V. A case of promiscuity: Agrobacterium’s 783 

endless hunt for new partners. Trends Genet. 2006;22: 29–37. Available at 784 

doi:10.1016/j.tig.2005.10.004 785 

107.  Spokevicius A V., Van Beveren K, Leitch MA, Bossinger G. Agrobacterium-mediated 786 

in vitro transformation of wood-producing stem segments in eucalypts. Plant Cell Rep. 787 

2005;23: 617–24. Available at doi:10.1007/s00299-004-0856-1 788 

108.  Zupan J, Muth TR, Draper O, Zambryski PC. The transfer of DNA from 789 

Agrobacterium tumefaciens into plants: a feast of fundamental insights. Plant J. 2000;23: 790 

11–28. Available at doi:10.1046/j.1365-313X.2000.00808.x 791 

 792 

PeerJ Preprints | https://doi.org/10.7287/peerj.preprints.27556v1 | CC BY 4.0 Open Access | rec: 28 Feb 2019, publ: 28 Feb 2019


